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Elanco Animal Health - MRL Harmonisation request

A. FORM OF THE APPLICATION
Al LANGUAGE

The language of the application is in English

Al FORMAT

The application provided contains a table of contents using the guideline heading titles.

The application contains an executive summary in a separate document and is presented in

attachment 1.

The application is numbered sequentially on each page.

A3. COPIES

The application is submiited electronically on CD and all documents are searchable by word and
phrase. Full electronic copes of all references are provided.

B. APPLICANT DETAILS

The contact details are provided in the Administrative information worksheet of the MRL request

template (Attachment 2) and are copied below:

Requestor’s name (name of contact person)
Company/organisation (applicant) name Elanco Animal Health
Address (street and postal) - 112 Wharf Road, West Ryde NSW 2114
Telephone number 02 98787725
Email addres .
Is this request being made on behalf of a single
firm or organisation? (y/n) Y
If Yes: state the nature of the business Veterinary medicines

C. PURPOSE OF THE APPLICATION

Elanco Animal Health is requesting to harmonise Maximum Residue Limits (MRLs) with
CODEX for avilamycin in selected swine commodities by means of the application process.

D. JUSTIFICATION FOR THE APPLICATION

Elanco is requesting the establishment of an import standard for avilamycin because of the long
standing trade relationship for pig meat between the United States and Australia and the potential

for this to increase.
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Elanco Animal Health— MRL Harmonisation request

D.1. REGULATORY IMPACT INFORMATION

On 8 May 2015, the U.S. Food and Drug Administration approved for use in swine the veterinary
medicine Kavanlt® (NADA 141-438). Kavault’s active pharmaceutical ingredient is avilamyein,
a compound which a Codex Alimentarius maximum residue level (MRL) standard for pig meat
was established in 2009 based on data from JECFA evaluation. JECFA’s 70 report from 2008
summarizes the findings and recommendations for maximum residue [imits (MRL) for pig meat.
The JECFA avilamycin monograph and residues summary are attached (Attachment 3 and 4
respectively). The WHO Technical Report 954 is presented in attachment Sand documents an
evaluation of residues of certain veterinary drugs, including avilamyein, in food.

D.2, IMPACT ON INTERNATIONAL TRADE

Elanco is requesting the establishment of an import standard for avilamycin because of the long
standing trade relationship for pig meat between the United States and Australia and the potential
for this to increase. In the years 2010-2015, Australia on average imported between $150 million
to $200 million USD of pig meat from the United States. There are no tariffs on pig meat from the
U.S. and it is reasonable to consider that this trade relationship will continue into the future.

Therefore, because it is possible that more swine in the U.S. will use the newly approved product
and the potential for pig meat from animals that received treatment may, in the future, be destined
for Australia, Elanco is requesting the establishment of a standard.

Australian Pork Limited (APL) is a service body for Australian pork industry. Market reporting by
APL. documents that imports of pig meat alone were over 13,000 tonnes for the month of October
2015, with a value of over $A51 (million). Data from the Australian Bureau of Statistics is
documented in the MRL Harmonisaiton request (Attachruent 2) and shows that all 4 commodities
(pig meat, pig fat, pig kidney, pig liver) have been imported during 2010 —2015. A summary of
the Australian Bureau of Statistics data is presented in Attachment 6. The ABS report is provided
in attachment 7.

APL market reporting alse documents that each year Australians consume around 24.2 kg of pork
per person — made up of 9.2kg of fresh pork and 15kg of processed products such as ham, bacon
and small goods (figures supplied September 2014). Australian Pigmeat consumption data for the
petiod 2004-2009 is available in Attachment 6.

INFORMATION TO SUPPORT THE APPLICATION
El.  DATA REQUIREMENTS

In accordance with the Guide to submitting requests for MRL proposals, the data requirements
applicable to this application are presented in the following attachments:

s Attachment 6: ABS Imported pig commodities - Summary

s Aftachment 7: ABS Imported pig commodities - Data

e Attachment 8: APL Australia pigmeat consumption data and 5.
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Elanco Animal Health - MRL Harmonisation request

F. ASSESSMENT PROCEDURE
Feedback obtained from FZANZ, suggests that this application would be considered a General

Assessment Procedure level 1 (up to 350 hours) and Elanco request that this be considered a paid
application.

G. CONFIDENTIAL COMMERCIAL INFORMATION

This application contains no confidential commercial information.

H. OTHER CONFIDENTIAL INFORMATION

There is no information which Elanco wishes to be treated as confidential.

I. EXCLUSIVE CAPTURABALE COMMERCIAL BENEFIT (ECCB)

Avilamyecin is only registered for use in swine by Elanco Animal Health at this time. There may be
some exclusive commercial benefit conferred through import of pig commodities however this is
difficult to qualify at this time. The primary benefit will be for pig producers however Elanco may
benefit from increased sales.

J. INTERNATIONAL AND OTHER NATIONAL STANDARDS
J.1.INTERNATIONAL STANDARDS

CODEX standards relevant to this application include:
o (CAC/MRL2 (see page 4 for avilamycin reference) is presented in attachment 9.

Codex commodity codes are presented in the harmonisation request template as per the Guide 1o
submitting requests for MRL proposals and are also listed below for reference:

Name of the requested Codex Code for commodity
commodity or food group, as | or food group (if relevant)
the Code

Pig fatskin MF 0818

Pig meat MM 0818

Pig kidney MO 1284

Pig liver MO 1285

J.2.OTHER NATIONAL STANDARDS OR REGULATIONS

No other national standards or regulations are applicable.

Project name PAGE:
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Elanco Animal Health — MRL Harmonisation request

K. STATUTORY DECLARATION

A signed statutory declaration is provided in attachment 10 and includes the required statements,
is signed by a senior officer and has been created using the applicable template as per the
handbook.

L. CHECKLIST

The completed Checklist for general requirements is provided in attachment 11. No other
checklists apply to this application.

Project name PAGE:
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Requestor’s nal

Company/organisation name

Elanco Animal Health

Address (postal) 112 Wharf Road, West Ryde NSW 2114
Telephone number 02 98787725
Email address
Is this request being made on behalf of a single firm or organisation? (y/n) Y
II_f Yes: state the nature of the business Veterinary medicines
|If No: provide deiails on other individuals, companies, industries or organisations associated with the request




Attachment 1 (o the guide - Harmenisation request lemplate - [echnical information requirements
Refer to Section 3.2-3.6 of the Guide
impon data for quesbons o)1 and 0) » M2y be provided on a separate tab.

Requested chemical Requested commodity Relevant MRLs Import Data Requirements Da“:ﬁ"iﬂi_’f?{‘“E‘)EA
Adtschunanl 1, llam §)

(Reder 1o Soction 3.2 end Attachment 1, ltem 2) {Reter 1o SecBon 1.3 and Artac! N (Reter 10 8. o 3.4 and Attachment 1, em 4) (Mader 1o Saction 3.8 Attachiment 1, ham $)

v
(2% tequred) preferred over doflars. Inchude |cost impacts of a lack of
source of tus (rformation |harmansed MAL. Include

[sources for ths information.
Aviamyan B S o body  [et 8et (JECFA) |19 Iavain TF CR1E Tva ) #uadn P’L P TR COT0Y. [COmMMOty not  |1/a 0 1ot o5 = TP3 Tat commOATes Impored [Aimtala Pgmant cons PR | L!m-_ ot o)
fwesght [ LECFA) alimentanus.org' |keted 4396 tonnes (2012-15) (2004-2009) = 131 klograms nct avadsble
ot ast {OCS) slancardeivelcn {Austalmn Bureau of carcase weight per Capita
1 mgkg geNetetinary- Satistes) Australan Pig Annuai 2012-2013
bodyweight drug- (Data source I ADsIN)
OCS) [detallen?d_io=d
7
A Iamycn 10-2 mghg body  [Nct ast (JECFA) |Pig mant MM 0818 Va n'a hitp/iwww.cod [Commoadity not e [Maorewne  |vos Pig meat commadibes H and STMR - [Nat applicable
fweight [JECFA) |exatimentariue.o [isted 592280 tonnes. not avadable
[Net set (OCS) / {2012-15)
1 moikg ::"‘:’qm (Australian Bureau of
bodyweight Statsbes)
locs) drug:
detail/en/?d id=
87
Avlamyon 0-2 mohg body [Nt set (JECFA] |Prg Rdrey MD 1264 W 02|Codux v N I, codex |Commodity nol  |va JEdHn offdl of Ve Pg oFl {excuding kver) HR and STMIZ - [Not appiicabie
weight (Ji CRAY ahimentanus ongy |listed swine irported 45 tonnes (2012- not avadabie
[Net 01 {CCS) standardeetdry 15)
1 mgig gs/veteninary (Australian Bureau of
Dodywedght rug- Stabstcs)
(OCS) detaen?d_jd<8
rd
[Aamyon 0-2 mpfkg body [Net set [JECFA) [Pig Wver MO 1285 nva 0.3|Codex nv/a htp JAwaw.coder |Commodty not  [n'a Ecible oftal of  |Yes I‘Tﬂ Inver commodly mmported HR and STMR - |Not applicable
weight (JECFA) Jalimentarius o1y flisted swane 17 tonnes (2012-15) not avadabie
[Net set (OCS) standarde/vetdr (Australan Bureau of
1 makg gshelennary- Stalistcs)

bodyweight dug-
{OCS) detai/en?d_1d-8
rd




ATTACHMENT 3
JECFA avilamycin residue monograph
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AVILAMYCIN

First draft prepared by
Buenos Aires, Argentina
, Nantes, France

and
I South Carolina, United States
IDENTITY
1.1 International non-proprietary name (INN): Avilamycin
1.2 Synonyms and abbreviations: CGA 59 327 and EL-750.
1.3 International Union of Pure and Applied Chemistry (IUPAC) name:

Avilamycin factor A:
O-(1R)-4-C-acetyl-6-deoxy-2,3-O-methylene-D-galactopyranosylidene-(1°3-4)-2-0-(2-
methyl-1-oxopropyl)-a-L-lyxopyranosyl O-2,6-dideoxy-4-O-(3,5-dichloro-4-hydroxy-2-
methoxy-6-methylbenzoyl)-B-D-arabino-hexopyranosyl-(1’4)-0-2,6-dideoxy-D-
arabinohexopyranosylidene-(1°3-4)-0-2,6-dideoxy-3-C-methyl-B-D-arabinohexopyranosyl-(1°3)-O-6-
deoxy-4-O-methyl-p-D-galactopyranosyl-(1’4)-2,6-di-O-methyl-B-D-mannopyranoside

Avilamycin factor B:
0-4-C-acetyl-6-deoxy-2,3-O-methylenchexo-pyranosylidene-(1°3-4)-2-O-acetyl-L-lyxopyranosyl O-
2,6-dideoxy-4-0-(3,5-dichloro-4-hy droxy-2-methoxy-6-methylbenzoyl)-B-D-arabino-hexopyranosyl-
(1°4)-0-2,6-dideoxy-D-ribo-hexopyranosylidene-(1’3-4)-0-2,6-dideoxy-3-C-methyl-D-arabino<hexo-
pyranosyl-(1'3)-O-6-deoxy-4-O-methyl-p-D-galactopyranosyl-(1°4)-2,6-di-O-methyl-D-
mannopyranoside.

1.4 Chemical Abstract Service number:

Avilamycin A: 69787-79-7; Avilamycin B: 73240-30-9

1.5 Structural formula: See next page

1.6 Molecular Formula: Avilamycin A: C_.H CLO,, Avilamycin B: C, H,,Cl.O_,

1.7 Molecular Weight: Avilamycin A: 1403; Avilamycin B: 1375
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Figure 1: Structural formula of main avilamycin components

CH  CHOCH

-, o
0O OH HO oct-gf) :—?“

Avilamycin A:

Avilamycin B:

Melting point:

Avilamycin A: 166-169°C
Avilamycin B: 179-182°C

B A\CHy
R *'E,‘ \ ;H

\_-oH

Cl

R;=COCH(CHz2)»
R> = COCH3

Ryj=COCH3
Rz = COCH3

OTHER INFORMATION ON IDENTITY AND PROPERTIES

Pure active ingredient:

Avilamycin is an orthosomycin antibiotic complex produced by the fermentation of Streptomyces
viridochromogenes. Orthosomycin antibiotics are divided into two groups: those that contain an
aminocyclitol residue and those that are esters of dichlorisoeveminic acid. Avilamycin is in the latter
group as are the evernimicins. Avilamycin complies with the following specifications for the

composition of the total factor content.

Avilamycin A:
Avilamycin B:
Avilamycin A + Avilamycin B:

Other single Avilamycin factors:

Not less than 60%
Not more than 18%
Not less than 70%
Not more than 6%

Typical Avilamycin content is 260 mg activity/g.

Sixteen minor factors have been specifically tdentified. Their molecular and structural formulas are

given below.
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Structures of Avilamvcin Factors

T oo {  Molecular  iMolecular
Factor Ry Ry R3 R4 i Rs Rg Ry Rg Formula Weight
A |-CO-CH(CH3z)p | -CO-CH3 | -OCH3 | -C] | -C1 j -CH3 -CHj {-OCH3 | C41HggClaO32 | 1403
A’ | -CO-CHpCH3 | -H -OCH3! .Cl ; -Cl . -CH3 : -CH3 {-OCHj ; C5gHgaCla031 | 1347
B | -COCH3 !-CO-CHj|-OCH;| -Cl { -CI |-CH3 | -CH; |-OCH3 | CsgHgqClaO3z | 1375
c |-cocHchy: | T 1o | o1 | < | -cy | -cHs |-ocH; | CorHoociz0n2 | 140
- - : i -
D; H -CO-CH3 | -OCH3 | .l | -1 | -CH3 | -CH3 | -OCH3 | Cs7HgaCly03; | 1333
Dy | -CO-CH3 | ‘C(':'II%H' [-OCH3 ; .l | -CI | -CHj | -CH3 ; -OCH3 | CsoHg6ChO32 | 1377
T T CHOIL | .73 ' i ' i Q i
E | H c;% '-OCH3 | -CI | -Cl ! -CH3 | -CH3 | -OCHj; Cs57HgaCl031 | 1335

F |-CO-CH(CH3){-CO-CH3{ -OH | -H | -Cl | -CH3 i -CH3 {-OCH3|{ CgoHg7ClO32 | 1355

G -CO-C4Hg -CO-CH3 { -OCH3 ! -cl | -ClI ; -CHz | -CH3 | -OCH3 ! CgaHogCl2033 i 1417

H |-CO-CH(CH3) | -CO-CH3 | -OCH3 | .c1 | -4 |-CH3 | -CH3 |-OCH3 | CgiHggClO32 | 1369
I
J

i -CO-CHpCH3 ' -CO-CH3 | -OCH3 i .cl | -C1 | -CH3 | -CH3 | -OCH3 CooHgeClaOzz | 1389

-CO-CH(CH3)» | -CO-CH3 { -OCH3 { -Cl | -CI -H | -CH3 }-OCH3 { CepHgsCl2032 | 1389

i -
K |-CO-CH{CH3)p!-COCH3'-OCH3! .1 | -C1 ! -CH;3 CHyOH]

L. i-CO-CH(CH3»»: -co-H {-OCH3; -cl ! -Cl | -CH3 { -CH3 E—OCH3 CsoHgsCloO32 | 1389

M {-CO-CH(CH3) -CO-CH3 ! -OCHz | -Cl | -CI -CH3E -H ;-OCH3§ CeoHgeCla032 | 1389
N

-OCH; | Ce1HggCla033 | 1419

-CO-CH(CH3) | -CO-CH3 | -OCH3 | -Cl1 | -CI | -CH3 ;CH3 -OH | CgpHggClpOaa |;1389

Solubility:

Solubility in water and organic solvents is expressed in g/L. The solubility of avilamycin factor A has
been determined in a variety of solvents at 20°C.

Solvent Solubility (g/L)
Water 1
Ethanol 4
Methanol 5
Ethy! acetate 10
Acetone 50
Heptane <1
Chloroform 100

Refractive index, optical rotation:
The optical rotation of a 2,773% solution of factor A in dioxane was o ™ =+ 2° = 1°,
RESIDUES IN FOOD AND THEIR EVALUATION
The residue studies were carried out using avilamycin as a fermentation product, with different

degrees of purity or as pure (crystalline) product. The factor composition and purity of avilamycin
differed between studies.
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The Committee evaluated avilamycin to recommend MRLs in poultry, pigs and rabbits at the request
of the 17" session of the Codex Committee on Residues of Veterinary Drugs in Foods.

Conditions of use

Avilamycin is intended for use as a veterinary medicine in chickens, turkeys, pigs and rabbits to
control bacterial enteric infections. It exhibits good antimicrobial activity against important veterinary
Gram-positive pathogens (e.g., Clostridium perfringens) and has no related molecules in its class in
human use. Therefore, avilamycin has been developed for treating necrotic enteritis in poultry, and
enteric disease in pig and rabbits.

Avilamycin was previously authorised in the European Union (EU) as a feed additive for growth
promotion in accordance with Council Directive 70/524/EEC; the substance was incorporated in pig
feedstuffs at a concentration of 20 mg/kg feed for animals up to 6 months of age and 40 mg/kg feed
for animals up to 4 months of age. It was incorporated into chicken and turkey feedstuffs at a
concentration of 10 mg/kg feed. The use of the substance as a feed additive was discontinued in the
EU from 1 January 2006,

Dosage

Table 1: Recommended doses and duration of treatment for Avilamycin in feed

. Dose in Feed Dose Rate Maximum Duration
Targetdnimal | (mgike) (me/kg bwday) (ays)
Pig 100 6-8 21 days
Chicken 100 20 21 days
Turkey 100 20 21 days
Rabbit 80 5 28 days

PHARMACOKINETICS AND METABOLISM
Pharmacokinetics in Laboratory Animals, Humans and Food Animals

No classical pharmacokinetic studies have been conducted in any species with avilamycin because
avilamycin is not detectable in plasma (LOD = 0.05 mg/kg) following oral administration of
avilamycin in feed. In addition, the concentration necessary for kinetic analysis would be well below
the toxicologically relevant concentrations and would not be pertinent to human food safety.
Metabolism and Residue studies in pigs, pouitry and other species (rat) that have been conducted using
radiolabelled material are presented below.

Where blood, serum or plasma concentrations were measured in various species following oral doses,
avilamycin concentrations were below the limits of detection. For example, in broiler chickens that
were fed with a ration containing 22 mg of avilamycin/kg of feed for 25 days, no avilamycin was
detected in blood measured by a bio-autographic methed (LOD <0.04 mg/kg) or by GC method (LOD
<0.1 mg/kg) (West, ef al., 1982).

Humans

Avilamycin has not been developed for human use and therefore, no pharmacokinetic data in humans
are available,
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Laboratory animals

Avilamycin is primarily excreted in facces when administered orally to pig or chickens. In a GLP
compliant rat study (Magnussen, 1985a), less than one percent of the oral dose was eliminated in the
urine after 72 hours, while 80 to 104% was recovered in the faeces.

Pigs

In a balance-excretion non GLP-compliant study two cross-bred gilts were administered non-
radiolabelled avilamycin at 120 mg per kg in the feed per day (Dalidowicz, et al., 1983). After 7 days
administration to approximate steady state conditions, a single bolus dose of 120 mg of [U-
"C)avilamycin was administered and excreta were collected at 24-hr intervals for 9 days. During the
collection period, the two gilts excreted 96.9% and 99.0% of the dose, respectively, with an average of
93.4% in the faeces and 4.5% in the urine. The bulk of the radioactivity was excreted within the first
four days. Ancther radiclabelled GLP-compliant pig study (Magnussen, et al., 1987) conducted on six
crossbred pigs receiving the same dose for either ten or fourteen days showed similar results.
Excreted radioactivity reached a plateau after 2-3 days and, on average comprised 8% in urine and
92% in faeces. Approximate concentration in facces was 120 mg/kg equivalents avilamycin. Results
are shown in Table 2.

Table 2 : Excreted radicactivity in pigs fed ten days with avilamycin

Collection Period (day) Urine (1Ci) Faeces (uCi)
1 0.76 1.12
2 1.06 18.56
3 1.45 17.57
4 1.51 18.83
] 1.53 16.96
6 1.54 18.83
7 2.04 21.09
8 1.6% 21.26
9 1.94 20.29
10 1.57 18.16
Chickens

A balance-excretion non-GLP-compliant study was cenducted in chickens (Dalidowicz, et al., 1984a).
Broiler chickens (2 males/2 females) were administered non-radiolabelled avilamycin at 20 mg of
microbiological activity per kg in the feed. After 7 days administration to approximate steady state
conditions, a single bolus dose of 4 mg of [U-"Clavilamycin was administered and excreta were
collected at 24-hr intervals for 13 days. During the collection pericd, the birds excreted 92.8%, 99.2%,
96.6% and 84.4% of the dose, respectively. An average of 90% of the radioactivity was excreted
within the first 6 days.

Data for avilamycin in turkeys and rabbits are not available.

Metabolism in Laboratory Animals

Position of radiolabel (**C) in Avilamycin.

The pivotal residue and metabolism studies for pig and chickens were performed using radiolabelled

avilamycin. However, because avilamycin is extensively metabolized, the position of the radiclabel is
important in understanding not only the metabolic profile of this substance, but also the correct

19




interpretation of the total radioactive tissue data. Therefore, a discussion of the radiolabel position is
necessary prior to the assessment of the specific studies.

Two types of radiolabelled avilamycin have been prepared by fermentation using S.
viridochromogenes with one of two radiolabelled precursors:

Figure 2: Structure of radiolabelled avilamycin

[U-"C]Avilamycin:

All rings labelled
[DIA-"CJAvilamycin

85% Ring A

15% other (possibly R1)

1. [U-"Clavilamycin: Using uniformly labelled glucose, [U-'*C-glucose], as the precursor labels
the molecule uniformly in all rings (Donoho et al, 1987).

2. [DIA-"Clavilamycin: Using [2-''C-diethylmalonate] as the precursor places approximately
85% of the radioactivity in the dichloro-isoeverninic acid moiety (DIA; Ring A in Figure 2).
The remaining 15% of the radioactivity was not conclusively identified, but is suggested to be
associated with the iso-butyrate, propionate or acetate moiety at position R1 on Ring G
(Dalidowicz, 1985).

Rats

In a GLP- compliant study (Magnussen, 1985a), three male and three female Sprague-Dawley rats
weighing 215-265 grams each were dosed by gavage for three consecutive days with
[DIAC]Javilamycin (specific activity 0.246 ugCi/mg) at levels equivalent to 100 mg/kg of body
weight. Following the initial dose, urine and faeces were collected separately from each animal at 24-
hour intervals.. In addition, faeces collected during the 24-hour period following the third dose were
extracted and assayed for avilamycin and metabolites. All radioactivity in the selected faeces samples
was extractable into ethyl acetate at a neutral and acidic pH.

The neutral fraction contained 85-87% of the radioactivity, while the acidic fraction contained 12-
14%. TLC analysis showed avilamycins A and B to represent 40-60% of the radioactivity in the
neutral fraction, while an unidentified, polar metabolite represented 10-30%. The major radioactive
component in the acidic fraction was confirmed as flambalactone (previously identified as the major
avilamycin derived residue in pig liver (Magnussen, 1985b). It is formed by cleavage of the ortho ester
linking the C and D rings of avilamycin, Flambalactone represented 30-60% of the radioactivity in the
acidic fraction. One other metabolite common to both rats and pigs in the acidic fraction representing
10-30% of the radioactivity was later identified as flambic acid (Magnussen, et al., 1987). In other
studies flambalactone and flambic acid were found to be inter-convertible.

20




Figure 3; Structures of Flambic acid and Flambalactone
HO O
g OH

RO

Cl

Metabolism in Food Producing Animals
Pigs

Avilamycin is extensively metabolized and exhibits low tissue residues when administered orally to
pigs (Magnussen, et al,, 1991). This publication summarizes the findings of multiple pig and rat
metabolism studies (Dalidowicz, 1985; Dalidowicz, et al., 1983; Magnussen, et al., 1984; Magnussen
& Herberg, 1985; Magnussen, et al., 1987; Magnussen, 1985a; Mapnussen, 1985b; Donoho &
Magnussen, 1987). These studies comprise the pivotal metabolism work in pigs.

Regardless of the radiolabel position, parent avilamycin in pig liver was not observed above the limit
of quantitation, Following administration of [DIA-'*Clavilamycin to pigs in the feed, parent
avilamycin was reported as ‘not detected’ in the liver (LOD = ca. 0.01 mg/kg) Magnussen, 1985b).
Following administration of [U-"*CJavilamycin to pigs in the feed (GLP-compliant study), the authors
reported radioactivity in the silica gel chromatography fraction where avilamycin was expected to
elute (Magnussen, et al.,1987). This fraction accounted for less than 10% of the radioactive residue in
liver (<0.02 mg/kg).

In pig faeces, less than about 5% of the total radioactivity was identified as parent avilamycin
(Magnussen, 1985b). Avilamycin A constituted approximately 8% of the total faecal residue in pigs
and 19% of the faecal radioactivity of the rat [U"*C- avilamycin] (GLP-compliant study), (Donoho and
Magnussen, 1987) No avilamycin was detected in pig urine following administration of [DIA-
Clavilamycin in the feed (Magnussen, 1985b). Only one major metabolite was identified in pig and
rat samples -flambic acid. During the initial metabolite characterization it was thought that
flambalactone was the major metabolite, comprising 45 to 50% of the faecal and urine radioactivity
and 15 to 20% of liver residue (Magnussen, 1985a). Flambalactone was proposed as an artefact of the
isolation of flambic acid from pig liver (Magnussen, 1985b), and this conclusion was substantiated in
the study conducted by Magnussen et al., 1987,

In subsequent studies, the authors considered the hypothesis that flambic acid was most likely formed
in vivo, given that the conversion of flambic acid to flambalactone occurs in organic solvent. In this
latter study, flambic acid was the major metabolite in the faeces, but quantitation was not reported. A
subsequent publication stated that flambic acid constituted 6 to 8% of the total liver radioactivity
(Magnussen, etal,, 1991). The actual liver concentration of flambic acid in the two studies appeared to
be similar, but the total radioactivity was higher in the study conducted by Magnussen, et al., 1987
where [U-"*Clavilamycin was used. This resulted in a lower percent of total radioactivity for this
metabolite {Magnussen, et al., 1991).
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No other significant metabolites were identified in pigs or rats, although a few minor peaks were
observed. The silica gel chromatographic profiles of extracts from the facces, urine and livers of rats
and pigs treated with [U-'"CJavilamycin were qualitatively comparable and quantitatively similar by
visual inspection (Doncho & Magnussen, 1987). There was a good correlation between the metabolic
profiles of rats and pigs.

The faeces extract from [DIA-**Clavilamycin-treated pigs cxhibited the same three peaks, but the
proportions were different, with the flambic acid-containing peak predominant. Additional TLC
analyses of the column fractions from faecces extracts indicated that oligosaccharide-derived
metabolites were present in [U-"*CJavilamycin samples that were not present in [DIA-"*C)avilamycin
samples. These metabolites were not further characterized because the corresponding peaks were not
present in liver and would thus not pose a food safety risk.

The metabolic profiles in liver of treated rats and pigs were essentially the same with the flambic acid
as the most abundant metabolite (Donoho & Magnussen, 1987). Parent avilamycin concentration in rat
and pig liver were less that 0.05 mg/kg. The pattern of minor metabolites was similar but insufficient
for identification. Data are supportive that rats treated with avilamycin have been exposed to the same
mctabolites that arc present in edible tissues of treated pigs.

Characterization of residues in fat samples from treated pigs demonstrated that essentially all of the
residues in fat are due to the incorporation of radioactivity into the endogenous fatty acids, oleic and
stearic acid (Dalidowicz, 1985). No DIA-related residues were detected in fat when assayed by
hydrolysis and GC analysis, indicating that parent and DIA-containing metabolites such as flambic
acid are not detectable (Magnussen, et al., 1984). Morcover, when the radiolabel is distributed into the
carbohydrate moieties of avilamycin (i.c., [U-*C]avilamycin), the total radioactive residues are higher
than those when using [DIA-'""C]avilamycin, while the amounts of DIA-containing residues remain
relatively constant (Magnussen, et al., 1984;, Magnussen, et al.; 1987, Magnussen, et al., 1991} The
increased incorporation of carbon-14 into fatty acids when [U-'“Clavilamycin was administered is
consistent with the avilamycin carbohydrate moicties being extensively metabolized.

Chickens. Turkeys and Rabbits
No metabolism data available.
TISSUE RESIDUE DEPLETION STUDIES

Radiolabelled Residue Depletion Studies
Pigs

Several GLP-compliant studies following administration of *C avilamycin were submitted. Two of
the studies used [DIA'“C] avilamycin and the third used [U-'"C] avilamycin,

Five crossbred pigs, three gilts and two barrows, weighing approximately 46 kg each were fed at 12-
hour intervals for seven days with a ration containing 76mg of [DIA'*C] avilamycin per kilogram of
feed (equivalent to 80 mg/kg of activity and equal to 4.6-6.1 mg avilamycinvkg bw/day) (Magnussen
& Herberg, 1985). Each day. animals received an amount of ration equal to 4% of their body weights.
At a practical zero-time withdrawal (six hours) after the final medicated feed ration, one gilt was
sacrificed. The remaining animals were then fed non-medicated ration at 12-hour intervals for either
three or five days, and one gilt and one barrow sacrificed at the end of each time period. At each
sampling time, muscle, liver, kidney, and fat were collected for radiochemical analysis. Results are
shown in Table 3.
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Table 3: Total radiolabel residue (TRR) in pig tissues

Withdrawal TRR (mg/kg equivalents avilamycin)
Days n Muscle Liver Kidney Fat

0 1 NDR! 0.15 0.08 0.07

3 2 NDR NDR 0.02 0.05

5 2 NDR NDR | <0.03* 0.05

“NDR = no detectable residue
* one animal, 0.025 mg/kg; one animal NDR (0.017 mg/kg)

At zero-time withdrawal, no detectable residue was found in muscle, while the total radiolabel
residues in liver, kidney, and fat, expressed as avilamycin equivalents, were 0.15, 0.08, and 0.07
mg/kg, respectively. After a three-day withdrawal period, no residues were detected in either liver or
muscle, while residues in kidney and fat were 0.024 and 0.053 mg/kg, respectively. After five days,
residue levels in fat were nearly the same as those observed at three days, while levels in kidney were
from non-detectable residues to 0,025 mg/kg.

Concentrations of avilamycin-related radioactivity in liver and muscle declined to non-detectable
levels within three days after the termination of dosing, while concentrations in kidney declined to
near non-detectable levels within five days after the termination of dosing, Radioactivity in fat showed
a much slower rate of decline due to the fact that radiolabelled carbon from the '“C-avilamycin
molecule had become incorporated into the fatty acid fraction as demonstrated by Dalidowicz, 1985.
Authors quoted a fat turnover rate of 14-21 days but provided no evidence to support the comment.

In another study conducted by Magnussen, et al, 1984, nine crossbred pigs, weighing approximately
44 kg each, were fed with a ration containing 76.2 mg of [DIA"“Clavilamycin per kilogram of feed
(equivalent to 80 mg/kg of avilamycin activity and equal to 4.6-6.1 mg avilamycin/kg bw/day) at 12-
hour intervals for either four, seven, or ten days. Each day, animals received a ration equal to 4.0% of
their body weights, equivalent to a daily dose of approximately 134 mg of DIA™C-avilamycin, All
animals were sacrificed at a practical zero-time withdrawal (six hours) after the final feeding. Muscle,
Hver, kidney, fat, and bile were collected for radiochemical analyses by liquid scintillation counting.
Selected tissues were assayed for avilamycin by bio-autography and residues containing the
dichloroisoeverninic acid (DIA) moiety. Liver from each anima] was extracted to determine levels of
non-extractable radioactivity. For total radioactive residues (TTR) results are shown in Table 4,

Table 4: Total radiolabel residue (TTR) in pig tissues.

Dosing Total Radioactivity (mg/kg equivalents avilamycin)
Interval (days) Muscle Liver Kidney Fat Bile
4 0.01 0.21 0.10 0.05 18.9
7 0.01 0.23 0.10 0.08 19.9
10 0.02 0.22 0.10 0.12 19.8

After ten days dosing, total mean radiolabel residues in liver, fat, and kidney, expressed as avilamycin
equivalents, were 0.22, 0.12, and 0.10 mg/kg, respectively. Residues in muscle were less than 0.016
mg/kg. Steady-state concentrations of radioactivity were attained in muscle, liver, and kidney within
four days after the initiation of dosing. A steady-state concentration was not attained in fat during this
study. The study mentioned in the metabolism section conducted by Dalidowicz, 1985 demonstrated
that radioactivity found in fat was incorporated into the fatty actd portion of triglycerides. These non-
active residues were not of toxicological concern,
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Liver, kidney, and fat from animals dosed for ten days were assayed for avilamycin by bio-autography
(Prichard et al, 2006; Method Number AM-AA-CA-R075-AB-755). This method consisted of
extracting avilamycin from pig or broiler tissues with acetone. The acetone extract is purified by
liquid-liquid partitioning, and the purified extract is spotted on a thin layer chromatographic plate
(TLC). After development the TLC plate is subjected to bio-autographic analysis using a Micrococcus
flavus overlay. The plate is sprayed to enhance the appearance of the zones of inhibition and the
presence or absence of avilamycin is determined by comparison with a reference standard. The
method does not determine the concentration of avilamycin, but the LOD was reported at 0.05 mg/kg.
Results are presented in Table 5.

Table 5: Microbfologically active avilamycin pig tissue residues

Dosing Interval Microbiological Activity
(days) (mg/kg equivalents avilamycin)
Muscle Liver Kidney Fat
10 -- <0.05 NDR' NDR'

NDR

: non-detectable residues,

No microbiologically active residues of avilamycin were detected in kidney or fat and only traces in
liver, but were considerably less than the limit of detection (LOD is < 0.05 mg/kg). Muscle was not
assayed due to radioactivity concentrations less than LOD for the bio-autographic assay. Tissue
residues contalnmg DIA were analysed by gas chromatography (Fonmca G and Giannone, C., 1986).
Results are shown in Table 6.

Table 6: DIA Residues in selected pig tissues from the 10-day withholding time

Approximately 50% of TRR in liver was due to DIA-related residues, DIA-related residues were
detected in kidney, but below the limit of quantification (LOQ < 0.1 mg/kg). No DIA residues were

DIA Residue (mg/kg equivalents avilamycin)
Animal No. Muscle | Liver Kidney Fat
130 -- 0.10 <0.1 NDR
135 -- 0.12 <0.1 NDR
137 -- 0.17 <0.1 NDR
Mean -- 0.13 <0.1 NDR

observed in fat (< 0.1 mg/kg). Liver results are presented in Table 7.

Table 7: Pig liver extraction results

Dosing Interval Mean (n=3) Percent of Radioactivity
Days Acetone Unextracted

4 79.5 20.5

7 82.2 17.8

10 73.1 26.9

About 18 - 27% of radioactivity was not extractable into acetone for the 4, 7 and 10 day liver samples.
Statistical analysis of the extraction data indicated no significant difference between un-extracted
radioactivity through 10 days of treatment,

A steady-state, tissue residue study using uniformly labelled '“C avilamycin was conducted by
Magnussen, et al., 1987. Six crossbred pigs, four barrows and two gilts, weighing approximately 44 kg
each were fed at 12-hour intervals for either ten or fourteen days with a ration containing a nominal
concentration of 60 mg of **C-avilamycin/kg of feed (equivalent to 60 mg activity/kg and to 3.6-4.8
mg/kg bw/day). Each day, animals received an amount of ration equal to 4% of their body weights.
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Groups of three animals were killed after ten days and fourteen days on treatment. Muscle, liver,
kidney, and fat were collected for radiochemical analysis. Liver from each animal was extracted to
determine the concentration of non-extractable radioactivity and to characterize the extractable
radioactivity. Radioactivity in fat was also characterized. Total radioactivity residues in tissues are
presented in Table 8.

Table 8: Total radiolabel residues (TRR) in pig tissues

Dosing Interval TTR (mg/kg equivalents avilamycin)
Days Muscle Liver Kidney Fat
10 0.09 0.55 0.32 0.26
14 0.14 0.66 0.34 0.55

Radioactive tissue residues are higher in this study than the other two 'C studies because the
avilamycin molecule was more uniformly labefled over all rings with '“C for this study. The '“C label
in the avilamycin for the other two studies was primarily (85%) in the DIA ring, One-way analysis of
variance (ANOVA) indicated no difference between 10 or 14 days for muscle, liver or kidney total
radioactive residues. Only the fat radioactive residues were significantly different at 10 and 14 days (P
< 0,05). Non-extractable liver residues were 33 - 37% of total liver residues and were not different in
the 10- and 14-~day treatment groups as are shown in Table 9.

Table 9: Percent extraction of radioactivity from pig livers

10-day Group 14-day Group
Animal No. 961 960 957 954 955 959
Acetone Extract 34 32 34 32 33 29
Methano! Extract 25 24 26 25 26 28
Acetone/water 7 7 6 8 6 6
Pellet 34 37 33 34 35 37

The GC analysis shown that extractable liver radioactivity consisted of several minor metabolites
(<0.1 mg/kg). Flambic acid was present at concentrations up to 0.04 mg/kg. Parent '*C-avilamycin
concentrations were less than 0.01-0.02 mg/kg.

Chickens

In a GLP-compliant conducted study (Dalidowicz, 1986), twelve seven-week-old broiler-type
chickens, six male and six female, were fed a standard broiler finishing ration containing 14.16 mg of
[DIA™C] avilamycin per kilogram of feed (equivalent to 15 mg of activity /kg and equal to 3 mg/kg
bw/day) for either four, seven, or ten days. Medicated ration and water were provided ad libitum
throughout the dosing phase. At the end of each designated dosing period, two birds of each sex were
deprived of food and water for six hours and then killed. Samples of muscle, liver, abdominal fat,
kidney and skin with subcutaneous fat were collected for radiochemical analysis. Resuits are shown in
Table 10.
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Table 10: Total radiolabel residues (TTR) in chicken tissues

Tissue TTR (mg/kg equivalents of Avilamycin)

Method LOD 4 day 7 day 10 day
Muscle 0.01 <0.01" NDR” NDR
Liver 0.01 0.03 0.04 0.02
Skin 0.01 0.02° 0.01° 0.02°
Fat 0.01 0.01"* 0.03 0.03°
Kidney 0.02 NDR NDR NDR

" Three of four individuals below LOD; LOD value substituted for NDR of individuals
ZNDR: no detectable residue (Icss than LOD)

* One of four individuals below LOD; LOD value substituted for NDR of individuals
* Study director excluded one of four samples as a statistical outlier.

Reliable detection and quantitation were demonstrated only for 0.025 mg/kg. After ten days dosing,
the mean total radiolabel residues in skin, liver, and fat expressed as avilamycin equivalents, were
0.02, 0.02, and 0.03 mg/kg, respectively. Muscle and kidney samples contained no detectable
radiolabel residues. Steady-state concentrations of radioactivity were attained in all tissues within four
to seven days after the initiation of dosing.

In another GLP-compliant study, twenty-four Highline W-36 laying hens were fed rations containing
30 mg/kg [UMC] avilamycin for fourteen days (Sweeney, et al., 1997). Eggs were collected daily
throughout the study. At slaughter, liver, kidney, muscle, fat, skin/fat, and bile were collected. The
tissues were assayed for total radioactivity by solubilization and liquid scintillation counting. Results
are summarized in the Table 11.

Table 11: Total radiolabel residues in chicken tissues

TTR (mg/kg equivalents of Avilamycin)
Liver | Kidney | Muscle Skin/fat Fat Bile
Mean(n=7) | 0.08 0.07 NDR NDR 0.03| 3.5
NDR: No Detectable Residues

Eggs from study day five, ten, twelve, and fourteen were separated into yolk and albumin and
analysed for radioactive residues. Residues in albumin were not detectable (<0.07 mg/kg), while the
residues in yolk were on the average 0.2 mg/kg at 10 days, 0.21 mg/kg at 12 days and 0.22 mg/kg at
fourteen days. One hen had significantly higher liver, kidney, and yolk residues than the other six
treated hens. The higher residuc values in this hen were attributed to animal-to-animal variation.

Turkeys and Rabbits

No radiolabelled residue depletion studies data are available.

Avilamycin is not a suitable marker residue because it is not detected in tissues of pigs and chickens,
Flambic acid, the major mctabolite, is not a suitablc marker residue because it does not have a
reference standard available. Dichloroisoeveninic acid (DIA) is a moiety present in avilamycin, along
with flambic acid and other possible metabolites. Measurement of DIA following extraction and
hydrolysis of DIA-containing fractions or metabolites provides a satisfactory method for measuring
residues of avilamycin, as studies have demonstrated measurable amounts of DIA in liver and kidney.
DIA is a useful marker residue because it is not a common chemical structure and where it can be
found in related substances, none of thcm arc veterinary drugs. The DIA concentration may be
reported as avilamycin equivalents by multiplying the DIA concentration by the molar ratio of
avilamycin/DIA (5.6:1).
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Residue Depletion Studies with Unlabelled Drug

Residues in Tissues
Pigs

A GLP-compliant residue study in young pigs was submitted (Eichmeier, et al, 2006a). Twelve
crossbred commercial pigs (plus I male and 1 female as controls) weighing about 9 to 15 kg were fed
ad libitum a commercial diet containing avilamycin at a nominal concentration of 150 mg/kg feed for
21 consecutive days (equal to 9-12 mg/kg bw/day). At the end of the 21-day exposure period, animals
were euthanized at withdrawal intervals of 0, 6, and 24-hours (n=4 per group, 2 males and 2 females).
Samples of liver, kidneys, muscle and skin with fat were collected. Avilamycin residues were
analyzed as DIA by a LC-MS-MS validated method (Eichmeier, 2006a) and also by a microbjological
assay (Eichmeier, et al, 2006, Appendix G). The LC-MS-MS method requires a tissue hydrolysis step
to yield dichloroisoeverninic acid. Results were reported as avilamycin equivalents by multiplying the
determined DIA concentration by the molar ratio (5.6:1). The mean residue data are summarized in the
Table 12. Residues were only detected in liver tissue,

Table 12: Equivalent avilamycin residues in pig tissues

Mean Equivalent Avilamycin Residues (pg/kg ) + SD'
Liver Kidney Muscle Fat/Skin
Control <LOD? <LOD <LOD <LOD
0 hr 103 + 26 <2§? <LOD <LOD
6 hr 429 <28° <LOD <LOD
24 hr <32 ND <LOD <LOD

" Mean = standard deviation

# Limit of Detection in avilamycin equivalents/kg tissue: Liver (9.0 pg/kg );
Fat/Skin (5.5 pg/kg ); Muscle (4.2 ug/kg ); Kidney (3.3 pg /kg)

%28 ug/kg = 5.0 pg/kg DIA

* n=1, other 3 samples < 28 pg/kg

For the microbiological assay samples were extracted with acetone, purified and the organic phase
analyzed by thin layer-chromatography (TLC) on silica gel plates. Antibiotic activity was assayed
using Micrococcus luteus ATCC No. 10240 as the assay organism. The pig muscle, liver, and skin/fat
tissues for zero hour and 6 hr withdrawal times showed no response on the assay plates at a limit of
detection of 5 pg/kg tissue. The 24-hr samples were not assayed for antimicrobial activity.

The results of this study showed that DIA was quantifiable in pig liver at zero and 6 hr withdrawal
time and declined by more than half in 6 hours. After 24 hours, the residues were below or near 28 pg
avilamycin/kg tissue. DIA residues were detected, but not quantifiable, in kidney at 0 and 6 hr
withdrawal, and were not detected after 24 hours. No residues were detected in muscle or fat/skin
samples at any time, No antimicrobial activity was detected in any tissue (LOD = 5 mg/kg) indicating
that DIA detected in liver and kidney was due to inactive metabolites of the drug.

27




14

A non GLP-compliant study to determine microbiological activity of avilamycin residues was
submitted (Asanuma, et al., 1987a). A preparation of 10% avilamycin/mg (EL-750) was administered
to castrated male pigs from 28 fo 84 days orally by medicated feed at concentrations of 40 or 400
mg/kg feed (two groups of 8 pigs, one control). Non-medicated feed was provided during withdrawal,
The pigs were allowed free access to the feed. Liver, kidney, muscle, fat tissues and small intestine
were collected at 42 days (two animals per group) and after 84 days (two animals at each time, 0.1 and
3 days withdrawal). The avilamycin residues were analysed by the microbiological assay method with
Micerococcus flavus (LOD = 25 pg/kg). Avilamycin was not detected in major organs or tissue for all
sampling points including during medication.

In a previously reported non GLP-compliant study, the microbiological activity was studied by
Morimoto et al., 1986a. Breeding piglets (22 boars and 22 sows) at approximately 30 days old were
fed with medicated feed containing avilamycin (40, 200 or 400 mg/kg) for 12 weeks followed by a 7-
day withdrawal, The avilamycin preparation was the same used in the previous mentioned study (EL-
750. 10% avilamycin/mg). Plasma, liver, kidney, muscle, fat, and small intestine was collected from
groups of 1 male and I female at 6 weeks and 12 weeks at 0-hour withdrawal and at 1, 3, 5 and 7days
withdrawal time. The residues were analyzed using the TLC/microbiological assay based on inhibition
of Micrococcus flavus (LOD = 25 pg/kg). No microbiologically active residues were observed in any
samples of plasma, muscle, liver, kidney, or fat (25 ug/kg was detected in two small intestine samples
from the 200 mg/kg treatment group, one at 6 weeks and one at 12 weeks; 27 ug/kg was detected in a
small intestine sample of the 400 mg/kg group at 6 weeks and 30 pg/kg at 12 weeks). No other
residues were detected. The authors concluded that EL-750 is not readily absorbed and only very small
amounts of avilamycin are found in tissues, even at a dose of 400 mg/kg in the feed for 12 weeks.

Two non GLP-compliant studies simulating the commercial pig industry were reported.

In the first study (West and Wellenreiter, 1983), grower-finisher pigs (2 male, 4 female) were fed
standard rations containing 0 or 40 mgkg of avilamycin for a period of 99 days. The pigs were
sacrificed after a zero-day (six-hour) or a one-day (30-hour) withdrawal period. Using the bio-
autographic technique with Micrococcus flavus as the indicator organism, no microbiologically active
residues were detected in the muscle, liver, kidney or (at tissues from any of the six treated or three
control pigs analysed at a detection limit of 0.05 mg/kg.

In the second study (West, et al, 1983), starter pigs (3 male, 3 female) were fed a standard ration
containing 0 or 200 mg/kg of avilamycin for a period of 56 days. The pigs were sacrificed after a zero-
day (six-hour) withdrawal time. Using the microbiological assay, no microbiologically active residues
were detected in the muscle, liver, kidney or (at tissues from any of the pigs analysed at a detection
limit of 0.05 mg/kg.

Chickens

In a GLP-compliant residue study, a commercial breed of broiler chickens (15 males and 15 females
plus 10 males and 10 females as controls) approximately two weeks old weighing from 339-541 g
were fed ad libitum a commercial diet containing avilamycin at a nominal concentration of 150 mg/kg
feed for 21 consecutive days, equivalent to 30 mg/kg bw/day (Eichmeier, 2006b). At the end of the 21-
day exposure period, animals were euthanized at withdrawal intervals of 0, 6, and 24-hours (=6 per
group, 3 males and 3 females). Samples of liver, kidneys, muscle and skin/fat (subcutaneous) were
collected. Avilamycin residues were analyzed as DIA by the LC/MS/MS method (Eichmeier, 2006b)
and also by the microbiological assay (Eichmeier, et al., 2006, Appendix G) as previously described
for the study with pigs (Eichmeier, et al., 2006a). ‘

The DIA moiety of avilamycin was quaitifiable in chicken liver at zero time withdrawal and declined
to below or near 28 pg avilamycin/kg tissue within 6 hours. After 24 hours, the liver residues were
below 28 pg avilamycin/kg. DIA residues were detected, but not quantifiable, in kidney and skin/fat at
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0 and 6 hours withdrawal, and were not detected after 24 hours. Half of the skin/fat and kidney
samples had no detectable residues after 6 hours withdrawal. No DIA residues were detected in muscle
samples at any time. No antimicrobial activity was detected in any tissue from the O-hr and 6-hr
treated groups (LOD = Sug/kg), with the exception of two skin/fat samples from the 6-hr treated group
that were attributed to laboratory contamination. The 24-hr samples were not assayed for antimicrobial
activity. No antimicrobial activity was detected in any other tissue (LOD = 5 pg/kg). Therefore, DIA
detected in liver and kidney was due to inactive metabolites of the drug. Results for the LC-MS-MS
analysis are shown in Table 13.

Table 13: Avilamycin equivalent residues in chicken tissues

Mean Equivalent Avilamycin Residues (ug/kg ) £SD’
Liver Kidney Muscle Fat/Skin
Control <LOD? <LOD <LOD <LOD
0 hr 67 £32 <28° <LOD <28
6 hr <30 <28’ <LOD < 28*
24 hr <28* <LOD <LOD <LOD

' Mean = Standard Deviation

% Limit of Detection (in avilamycin equivalents/kg tissue): Liver (3.0 ugrkg);
Fat/Skin (5.0 pg/kg ); Muscle (4.4 pg/kg ) Kidney (4.9 pg/ke )

* 5.0 ug’kg DIA =28 ugavilamycin/kg tissue

* n=1, other 5 samples < 28ug/kg

* n=3 at <28ug/kg, n =3 <LOD

A non GLP-compliant study to determine microbiological activity of avilamycin residues was
submitted (Asanuma, et al., 1987b). A preparation of 10 % avilamycin/mg (EL-750) was administered
to chickens (40-47 weeks old, 920-1090 g) for 56 days using medicated feed at concentrations of 10 or
200 mg/kg (60 chickens per group). The birds were allowed free access to the feed. The residues of
avilamycin were analysed by the microbiological assay method with Micrococcus flavus. Avilamycin
was not detected in major organs or tissue for all sampling peints including the medication period,
thus, avilamycin is not readily absorbed.

In an earlier non GLP-compliant study, the microbiological activity was studied by Morimoto, et al.,
1986b. A preparation of 10 % avilamycin/mg (EL-750) was administered to broiler chickens from day
1 to 84 weeks orally by medicated feed at concentrations of 20, 100 or 200 mg avilamycin/kg feed (3
groups of 6 males and 6 females, one control group). Non medicated feed was used during the 7 day
withdrawal time. Plasma, liver, kidney, muscle, fat, and small intestine were collected at 28 days, 56
days (0-hour withdrawal), and at 1, 3, 5 and 7 days withdrawal. The residues were analyzed using the
TLC/microbiological assay based on Micrococcus flavus as the indicator organism. No
microbiologically active residues were observed in any samples of plasma, muscle, liver, kidney, or
fat. (LOD= (.05 ug/kg).

In a third non GLP-compliant study, broiler chickens (six treated plus two control birds) were fed
standard rations containing 0 or 20 mg of avilamycin/kg of feed for a period of 56 days (West, et al,,
1983). The chickens were sacrificed after a zero-day (six-hour) withdrawal. Using the bio-autographic
technique with Micrococcus flavus as the indicator organism, ne microbiologically active residues
were detected in the muscle, liver, kidney, or skin with adhering fat tissues from any of the chicken.

Turkeys

A GLP-compliant residue study in turkeys was submitted (Eichmeier, et al., 2006¢) to demonstrate the
applicability of the routine analytical residue method for the determination of avilamycin and
dichloroisoeverninic acid-containing metabolites in turkey tissues. Domesticated turkeys (Melleagris
gallopago) (3 males and 2 females plus I male and 1 female as controls) approximately 8 weeks old
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weighing 2.9 to 5.2 kg were fed ad libitum a commercial diet containing avilamycin at a nominal
concentration of 150 mg/kg feed for 7 consccutive days (equivalent to 30 mg/kg bw/day). At the cnd
of the 7-day exposure period, birds were euthanized at 0 withdrawal time. Samples of liver, kidneys,
muscle and skin with fat were collected. Avilamycin residues were analyzed as DIA by the
LC/MS/MS method validated for chickens with applicability demonstrated for turkey tissues
(Eichmeier, et al., 2006¢c, Appendix F) and also by a microbiological assay (Eichmeier, et al., 2006,
Appendix G). Results for the LC/MS/MS analysis are shown in Table 14.

Table 14: Avilamycin equivalent residues in turkey tissues

Mean Equivalent Avilamycin Residues (ug/kg ) +SD’
Liver Kidney Muscle Fat/Skin
Control <LOD? <LOD <LOD <LOD
0 hr 11747 <283 <LOD 6130

" Mean = standard deviation

% Limit of Detection in avilamycin equivalents/kg tissue: Liver (3.0 pg/kg );
Fat/Skin (5.0 ng/kg ); Muscle (4.4 pg/kg ); Kidney (4.9 pgrkg)
LOD values determined for chicken blank tissues were used,

5.0 ug/kg DIA =28 pg avilamycin/kg tissuc

Avilamycin residues were below the LOD in muscle and below 28 pg avilamycin/kg in kidney. In
liver samples, quantifiable DIA levels were found in all five treated turkeys, with values of 67.6 to 195
pg/kg avilamycin cquivalents at zero hour withdrawal. In fat/skin samples, quantifiable DIA levels
were found in four of the five treated turkeys, at 37.3-105 pg/kg avilamycin equivalents. No
microbiological activity was detected in kidney, muscle, and liver tissues (limit of detection is 5
ug/kg). The skin/fat tissues for four animals contained detectable residucs at or below 25 pg/kg. The
residues at 0 hour withdrawal time were very low in liver and fat/skin and below the LOD of 28 pg/kg
in muscle and kidney. Antimicrobial activity was not found in liver, kidney and muscle samples.
Skin/fat samples were positive for antimicrobial activity which may have been the result of
contamination during the in-life phase. The LC-MS/MS method for DIA is capable of detecting and
quantifying incurred residues in tissues from turkeys treated with avilamycin in the feed.

Rabbits

A GLP-compliant residue study in rabbits was submitted (Eichmeier, et al., 2006d) to demonstrate the
applicability of the routine analytical LC-MS-MS for DIA residues in rabbit tissues. Rabbits
(Omytolagus cuniculus) (3 males and 2 females plus 1 male and 1 female as controls), approximately 7
weeks old and weighing about 1.1 to 1.5 kg, were fed ad libitum a commercial diet containing
avilamycin at a nominal concentration of 125 mg/kg feed for 7 consecutive days (equivalent to 7.7
mg/kg bw/day). Animals were cuthanized at zero withdrawal time. Avilamycin residues were
analyzed as DIA by the LC/MS/MS method validated for pigs (Eichmeier, 2006¢c, Appendix F) and
also by a microbiological assay (Eichmeier, et al., 2006, Appendix G). Results are shown in Table 15.

Table 15: Avilamycin equivalent residues in rabbit tissues

Mean Equivalent Avilamycin Residues (ug/ke ) =SD’
Liver Kidney Muscle Fat
Control <LOD? <LOD <LOD <LOD
0 hr 124 22 284 =52 <28° <28’

! Mean =+ standard deviation

% Limit of Detection in avilamycin equivalents/kg tissue: Liver (9.0 pg/kg);
Fat/Skin (5.5 pg/kg); Muscle (4.2 pg/kg); Kidney (3.3 pg/kg)

LOD values determined for pig biank tissues were used.

? 5.0 pg/kg DIA =28 pg avilamycin/kg tissue
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In all five treated rabbits, the equivalent avilamycin levels were below 28 pg/kg in muscle and fat at
zero hour withdrawal time. In liver and kidney samples, quantifiable DIA levels were found in all five
treated rabbits at 93 — 145 pg/kg and 228 — 352 ug/kg avilamycin equivalents, respectively, No
microbiological response was detected in rabbit kidney, muscle, fat and liver tissues on the assay
plates at a limit of detection of 5 ug/kg tissue. The residues at zero withdrawal time were very low in
liver and kidney and below the 28 pg/kg in muscle and fat. The routine analytical method (LC-MS/MS
for DIA) was capable of detecting and quantifying incurred residues in tissues from rabbits treated
with avilamycin in the feed. Antimicrobial activity was not found in liver, fat, kidney and muscle
samples.

METHODS OF ANALYSIS
Pigs

An analytical method validated for the determination of avilamycin in pig tissues {muscle, fat, liver
and kidney) was submitted (Eichmeier, 2006b). Avilamycin and/or its metabolites containing
dichloroisoeverninic (DIA) were extracted from homogenized tissues using acetone. Fellowing
centrifugation and evaporation of the solvent, the extracted residues were hydrolyzed at about 70°C
for 2 hr in 1 N NaOH. The hydrolysate was acidified to pH 1 with phosphoric acid and partitioned
with ethyl acetate. An external standard was added (Dicamba) to appropriate samples and the
hydrolysate was purified by alumina solid phase extraction (SPE). DIA was eluted from a SPE
cartridge using 5% formic acid in acetonitrile. The eluate was evaporated to dryness and reconstituted
in methanol for LC-MS-MS analysis. The DIA concentration was measured by gradient HPLC with
mass spectrometric detection using negative-ion electrospray ionization mass spectrometry with
selected-ion monitoring of the molecular ions of DIA and the external standard (M+H"). HPLC was
performed using a Synergi Polar-RP 80A column (75 x 4.6 mm, 4pm, injection volume 10-25 pl, flow
rate 0.6 ml/min) with a solvent gradient (0.1% formic acid in water-methanol, run time 8 minutes), A
Phenomenex Security Guard C18 (4.0 x 3.0 mm) was employed. For the MS detection the instrument
acquisitions were: Detector PE Sciex API 3000, APCI, negative mode, Ion Spray Voltage -4200, Scan
Dwell time 250ms for both DIA and Dicamba, Turbo gas temperature was 550 °C. A MRM procedure
was applied and the following transitions were monitored: m/z 249.0 —190.0 and 219.2-~ 175.0 for
DIA and the external standard respectively.

Calibration curves are constructed by weighted linear regression using the DIA peak area or the ratio
of the peak area of the DIA to that of the added external standard, if used. The DIA concentration was
converted to avilamycin equivalents by multiplying the DIA concentration by the molar ratio of
avilamycin/DIA (5.6:1). 5

Linearity: The linear range is from 28 to 3000 ng/ml of avilamycin equivalents (DIA nominal linear
range is from 5 to 550 ng/m]). Duplicate calibration curves were use to generate the linear regression
curve for each tissue with nominal calibration standards at 5, 10, 25, 50, 100, 150, 200, 350 and 550
ng/ml. The correlation coefficient (r) values were > 0.990 in all cases.

Accuracy/Recovery/Precision (repeatability): Within laboratory data at three concentrations: (300 pg
DIA/kg for liver, 200 pg DIA/kg for kidney, 100pg DIA/kg for skin/fat and 50pg DIA/kg for muscle)
were used to determine the accuracy and precision of the measured concentration of avilamycin.
Replicates (n=3) of test portions of tissue at each avilamycin concentration were analyzed each day for
three days. Repeatability (n=6) was used as one of the within laboratory day runs. Within run
repeatability precision was from 9.8 to 14.6%. Within laboratory precision was between 8.4 and
14.6%. Accuracy, determined as percent recovery from tissues fortified with avilamycin was between
79 and 105%.

Limit of Detection: Blank matrix samples were assayed as part of the within-laboratory analytical
batches and additional blank matrix samples (>10) were assayed for each tissue type from a minimum
of 2 different animals. The response from 20 or more blank control test portions for each tissue plus
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three times the standard deviation determined the limit of detection for each tissue. The claimed
avilamycin limits of detection were 5.3uglkg DIA for fat/skin, 4.2ug/kg for muscle, 3.3pg/kg for
kidney and 9.0pg/kg for liver.

The Committee reconsidered the data provided and calculated the LOQs considering the representative
chromatograms of typical LC-MS-MS spectra of the extracted fortified samples for pigs using the
criteria of signal to noise ratio equal to 10,

Limit of Quantification: The sponsor adopted the LOQs as the minimum concentration in fortified
samples that were shown to satisfy the criteria for recovery and precision, — ie., the lowest
concentration on the calibration curve and rounding these values (150pg DIA/kg for liver, 100pg
DIA/kg for kidney, 50pg DIA/kg for skin/fat and 25pg DIA/kg for muscle). Repeatability
measurements at concentrations noted below using signal to noise ratios were used to estimate LOD
and LOQ at avilamycin equivalents of 100pug/kg in muscle; 750pg/kg in liver; 500pg/kg in kidney;
and 250pg/kg in skin/fat. Results are tabulated in table 16.

Tablel6: LOD and LOQ determinations for pig tissnes

Tissue Avilamycin LOD LOQ
(pg/ke) (ng/ke) (ngrke)
Muscle 100 7.2 24
Liver 750 3.0 10
Kidney 500 1.0 33
Skin/Fat 250 6.7 224

Selectivity, Specificity and Carry-Over: These parameters were evaluated by extracting and analyzing
individual blank pig liver, kidney, muscle and fat/skin samples. No significant response at the
retention times of DIA or the external standard (Dicamba), were noted in the tissue blanks. Specificity
was also examined by separately analyzing medicated feed additives of monensin, tylosin, tilmicosin,
nicarbazin, narasin, salinomycin and clopidol. These reference compounds were processed by the
avilamycin method procedure through to analysis by HPLC-MS/MS. None of the medicated feed
additives showed a response at the retention time of DIA or Dicamba. Carry-over was evaluated by
placing vials of solvent blank {methanol) at several locations in the analysis set after a high calibration
standard sample. No carry over was observed in the solvent blank samples.

Robustness: Examination of different lots of HPLC columns and the effect of variation of pH (0.2 pH
units) after the method hydrolysis step in DIA. extraction were used to determine the robustness using
liver extracts. The mean accuracy values of the tested extracts were within 20% of each other,

Stability: DIA solutions in reconstituted solvent for HPLC-MS/MS analysis for tissues are stable at 4
to 8 °C for at least 7 days. Avilamycin fortified tissue samples are stable for at least 9 months at -70°C.
Liver, kidney and fat/skin extracts are stable for at least 7 days at room temperature and muscle
extracts for at least 19 days. DIA and Dicamba in methanol stored at 4-8°C are stable for at least 8 and
9 months respectively.

Chickens

The analytical validated method for the determination of avilamycin in pig tissues (muscle, fat, liver
and kidney) for use with chicken tissues was submitted (Eichmeier, 2006a). Identical clean-up steps
were used, HPLC/MS/MS conditions and construction of calibration curves described for pig samples
were applied.

Linearity: Results are described in the pig tissue method.
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Accuracy/Recovery/Precision (repeatability): Within laboratory data at 0.5 MRL, MRL and 2xMRL
of the sponsor proposed MRLs (300 pg/kg for liver, 200 pg/kg for kidney, 100 pg/kg for skin/fat and
50 pg/kg for muscle) were used to determine the accuracy and precision of the measured concentration
of avilamycin. Replicates (n=3) of test portions of tissue at each avilamycin concentration were
analyzed each day for three days. Repeatability (n=6) was used as one of the within laboratory day
runs. Within run repeatability precision ranged from 7.9 - 13.3%. Within laboratory precision ranged
between 7.5 to 20.6%. Accuracy, determined as percent recovery from tissues fortified with
avilamycin ranged between 82 - 105%.

Limit of Detection: Blank matrix samples were assayed as part of the within-laboratory analytical
batches and additional blank matrix samples (11) were assayed for each tissue type from a minimum
of 2 different animals. The response from 20 or more blank control test portions for each tissue plus
three times the standard deviation determined the limit of detection for each tissue. The claimed
avilamycin limits of detection were 5.0 pg/kg for fat/skin, 4.4 pg/kg for muscle, 4.9 pg/kg for kidney
and 9.0 pg/kg for [iver.

The Committee reconsidered the data provided and calculated the LOQs considering the representative
chromatograms of typical LC-MS-MS spectra of the extracted fortified samples for chickens using the
criteria of signal to noise ratio equal to 10.

Limit of Quantification: The sponsor adopted the LOQs as the minimum concentration in fortified
samples that were shown to satisfy the criteria for recovery and precision, — i.e., the lowest
concentration on the calibration curve and rounding these values (150 pg DIA/kg for liver, 100 pg
DIA/kg for kidney, S0 pg DIA/kg for skin/fat and 25 pg DIA/kg for muscle). It was deemed that a
more appropriate measure of limit of quantification was the comparison of signal to noise ratios of
typical LC-MS-MS spectra. Repeatability measurements at concentrations noted below were used to
estimate LOD and LOQ as avilamycin equivalents of 100pg/kg in muscle; 750 pg/kg in liver; 500
pg/ke in kidney; and 250 pg/kg in skin/fat. Results are tabulated in table 17.

Tablel7: LOD and LOQ determinations for chicken tissues

Tissue Avilamycin LOD LOQ
(ng/kg) (ngrkg) (ngrke)

Muscle 100 5.7 18.8

Liver 750 9.1 30.4

Kidney 500 6.7 22.4

Skin/Fat 250 5.6 18.7

Selectivity, Specificity, Carry-Over and Robustness: These parameters were evaluated with identical
procedures as those employed in the pig tissue method with identical results.

Stability: DIA tissue extracts are stable at 4 to 8 °C for at Jeast 7 days in muscle, liver and fat/skin and
for at Jeast 6 days in kidney. Avilamycin - fortified tissue samples are stable at -70 °C for at least 7.5
months in liver, muscle and skin/fat and for at least 9 months in kidney tissue. Liver and fat/skin
extracts are stable for at [east 7 days and kidney and muscle for at least 6 days at room temperature.

Turkeys

The same analytical method for the determination of avilamycin in chicken tissues was employed and
its applicability in turkey tissues was demonstrated (Eichmeier, et al,, 2006c, Appendix F). The
method was capable of detecting and quantifying incurred residues in tissues from turkeys treated with
avilamycin in feed.

Linearity of the DIA calibration curves was acceptable with correlation coefficient (r) values for this
study ranging from 0.9959 to 0.9989. Recovery samples were analyzed at tissue fortification levels of
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50 pg/kg for each tissue; acceptable recoveries were from 72 to 103%. LOD and LOQ were nearly
equivalent to those adopted for chicken tissues.

Rabbit

The same analytical method for the determination of avilamycin in pig and chicken tissues was
demonstrated (Eichmeier et al.,, 2006d, Appendix F). The method was capable of detecting and
quantifying residues incurred in tissues from rabbits treated with avilamycin in the feed. Linearity of
the DIA calibration curves was acceptable and correlation coefficient (r) values for this study were
0.9957 to 0.9985. Recovery samples were analyzed at tissue fortification levels of 50 pg/kg for each
tissue; acceptable recoveries ranged from 81 to 110%. The LOD and LOQ were nearly equivalent to
that determined for chicken tissues

APPRAISAL

Avilamycin has not been previously evaluated by the Committee. Avilamycin is an orthosomycin
antibiotic complex primarily active against Gram-positive bacteria, The major fermentation product
consists of avilamycin A and avilamycin B while 15 minor factors have been identified. Avilamycin is
intended for use only as a veterinary medicine in chickens, turkeys, pigs and rabbits to control
bacterial enteric infections at a dose of 100 mg/kg feed for 21 days. In rabbits it is administered oraily
at a dose of 80 mg/kg feed for 28 days. No classical pharmacokinetic studies were conducted in any
species with avilamycin because avilamycin is not detectable in plasma following oral administration
of avilamycin in feed. Metabolism and residue studies in pigs, poultry and the rat were conducted
using radiolabelled material. Where avilamycin residues were measured in blood, serum or plasma
following oral doses, they were below the limits of detection.

In rats, less than one percent of the oral dose was eliminated in the urine while 80 - 104% was
recovered in the faeces. Similar results were observed in food animal species. For example, when
avilamycin is administered orally to pigs, 92 - 93% of the residues are recovered in the faeces and 5-
8% in the urine. Similar results were found for chickens, Pharmacokinetic data in turkeys and rabbits
are not available. However, pharmacokinetic data in rats, pigs and chickens are highly consistent.
Owing to the similarity of species, pharmacokinetic data in chickens may be applied to turkeys.

The metabolite pattern in urine and faeces of treated pigs was essentially the same as the pattemn for
rats. Parent avilamycin constituted less than 10% of the faecal radioactivity in pigs. Similarly, the
metabolite profiles in livers of treated rats and pigs were essentially the same. Parent avilamycin
concentrations in rat and pig livers were less than 0.05 mg/kg. The most abundant metabolite was
flambic acid. The pattern of minor metabolites was similar, but none of the minor metabolites were
sufficiently abundant for identification. Characterization of residues in fat samples from pigs
demonstrated that almost all radioactivity in fat was due to its incorporation into the endogenous fatty
acids. No metabolism data are available on turkeys or rabbit.

Dichloroisoevemninic acid (DIA) is a moiety present in avilamyecin, flambic acid and other possible
metabolites that can be released by hydrolysis of avilamycin residues. DIA is proposed as the marker
residue. The DIA concentration may be reported as avilamycin equivalents by multiplying the
determined DIA concentration by the molar ratio of avilamycin/DIA of 5.6:1. As noted below, the
only tissue with measurable residues at six hour withdrawal times is liver, and is the only possible
target tissue.

Three GLP-compliant radiolabelled residue studies in pigs were submitted. Two of them used
avilamycin labelled in the DIA moiety [DIA-'*C], and the third used uniformly labelled [U-'*C}
avilamycin. One GLP -compliant [DIA-"“C] radiolabelied study in chickens was submitted. In all
studies, animals were slaughtered at a practical zero-time withdrawal of 6 h after the final feeding of
medicated ration,
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In the first study, pigs fed a ration containing ["*C-DIAJavilamycin in feed at 12 hour intervals for 7
days, the concentrations of avilamycin-related radioactivity in liver and muscle declined to non-
detectable levels within 3 days after the termination of dosing, whereas concentrations in kidney
declined to near non-detectable levels within 5 days after the termination of dosing (LOD = 0.025
mg/ke). Radioactivity in fat showed a much slower rate of decline due to [“Clavilamycin being
incorporated into the fatty acid fraction.

In the second study in pigs using the same radiolabelled compound fed at 12 hour intervals for 4, 7 or
10 days, total radioactive residues in liver, muscle, fat and kidney, expressed as avilamycin
equivalents, were 0.22, 0.02, 0.12 and 0.10 mg/kg, respectively. Steady-state concentrations of
radioactivity were attained in muscle, liver and kidney within 4 days after the initiation of dosing. A
steady-state concentration was not attained in fat; residues were 0.12 mg/kg at 10 days. No residues of
parent avilamycin were detected in pig kidney or fat analysed by thin-layer chromatography bio-
autography after 10 days of treatment, and only traces were detected in liver. Muscle was not assayed
because of very low amounts of radioactivity (LOQ <0.05 mg/kg). Approximately 50% of total
radiolabelled residues in liver were DIA-related residues. DIA-related residues were detected in
kidney, but were less than the LOQ (<0.1 mg/kg). No DIA residues were observed in fat (<0.1 mg/kg).

In the third study, pigs were dosed with [U-"*CJavilamycin at 12-h intervals for either 10 or 14 days.
After 10 days of treatment, total radioactive residues expressed as avilamycin equivalents in liver, fat,
muscle and kidney were 0.55, 0.26, 0.09 and 0.32 mg/kg, respectively. There was no statistical
difference in total radioactive residues in muscle, liver or kidney at 10 or 14-day dosing times, Only
the radioactive residues in fat were significantly different between 10 and 14 days (P < 0.05). The gas
chromatographic analysis showed that extractable liver radioactivity consisted of several minor
metabolites (<0.1 mg/kg). Flambic acid was present at concentrations up to 0,04 mg/kg. Parent
[*Clavilamycin concentrations were less than 0.01-0.02 mg/kg.

Total residues in broiler chickens fed a standard broiler finishing ration containing [DIA-C]
avilamycin in feed for up to 10 days. Total residues at ten days, expressed as avilamycin equivalents,
in skin, liver and fat were 0.02, 0.022 and 0.03 mg/kg, respectively. Muscle and kidney samples
contained no detectable radiolabel residues. Steady-state concentrations of radioactivity were attained
- in all tissues within 4-7 days after the initiation of dosing.

No radiolabelled depletion studies on turkeys or rabbits are available.

One GLP-compliant non-radiolabelled residue depletion study was provided for pigs. Pigs fed a
commercial diet containing avilamycin ad libitum for 21 consecutive days. Using a LC/MS/MS
validated method and also by a microbiological assay, the DIA moiety of avilamycin was quantifiable
in pig liver at 0 and 6 hours withdrawal. After 24 hours, the residues were below 28 pg avilamycin
equivalents/kg tissue. DIA residues were detected, but not quantifiable, in kidney at 0 and 6 hour
withdrawal and were not detected after 24 hours. No residues were detected in muscle or fat/skin
samples at any time. No antimicrobial activity was detected in any tissue by an inhibition assay using
Micrococcus huteus as the indicator organism. Thus, DIA residues detected in liver and kidney are due
to microbiologically inactive metabolites of the drug.

In a non-radiolabelled broiler chickens study, birds were fed a commercial diet containing avilamycin
ad libitum for 21 consecutive days (equal to 30 mg/kg bw/day). After a 21-day exposure period, DIA
was quantifiable in chicken liver at 0 time withdrawal and declined to 28 ug avilamycin
equivalents/kg tissue or less within 6 hours. DIA residues were detected, but not quantifiable, in
kidney and skin/fat at 0 and 6 hour withdrawal and were not detected after 24 hours. Skin/fat and
kidney samples did not have detectable residues after 6 hours withdrawal. No DIA residues were
detected in muscle samples at any time. No antimicrobial activity was detected in any other tissue by
the inhibition assay using Micrococcus luteus (LOD = 5 ug/kg), indicating that DIA residues detected
in liver and kidney were due to microbiologically inactive metabolites of the drug.
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In a similar study conducted in turkeys fed a commercial diet containing avilamycin ad libitum for 7
consecutive days, residues at zero withdrawal time were 68-195 pg avilamycin equivalents/kg in liver
and 37-105 g avilamycin equivalents/kg in fat/skin and below 28 pg avilamycin equivalents/kg tissue
in muscle and kidney, Antimicrobial activity was not found in liver, kidney and muscle samples.

In rabbits fed a commercial diet containing avilamycin ad libitum for 7 consecutive days the residues
at zero withdrawal time were very Iow in liver and kidney (93-145 pg avilamycin equivalents/kg and
228-352 pg avilamycin equivalents/kg, respectively, and below 28 pg avilamycin equivalents/kg tissue
in muscie and fat. Antimicrobial activity was not found in liver, fat, kidney and muscle samples.

For considering MRLs, an estimate of marker residue (DIA) to total residues was calculated. For pig
liver, available data indicate a ratio of 0.5. For the other pig tissues and the other species, this ratio
could not be established on an experimental basis owing to the low or non-detectable residue
concentrations. A conservative ratio of 0.1 was considered appropriate for recommending MRLs in
other species and tissues.

Analytical methods for residues of avilamycin in pig and chicken tissues (muscle, skin/fat, liver and
kidney) have been developed. The applicability of the methods to turkey and rabbit tissues was
demonstrated to measure DIA-avilamycin equivalents. The DIA concentration was measured by
gradient HPLC using negative-ion e¢lectrospray ionization mass spectrometry and converted to
avilamycin equivalents by multiplying the determined DIA concentration by the molar ratio of
avilamycin to DIA (5.6:1). The method was validated by the sponsor at three concentrations for all
tissues in all species. The sponsor adopted the LOQs as the minimum concentration in fortified
samples shown to satisfy the criteria for recovery and precision, however, this is not always the case,

The Committee reconsidered the data provided and calculated the LOQs considering the representative
chromatograms of the extracted fortified samples for pigs and chickens and using the LOQ criterion of
signal to noise ratio equal to 10. The LOQs expressed as DIA determined for pigs are 24, 22.4, 3.3 and
10 pg'kg for muscle, skin/fat, kidney and liver, respectively. The LOQs expressed as DIA for chickens
are 18.8, 18.7, 22.4 and 30.4 png/kg for muscle, skin/fat, kidney and liver, respectively.

While the method is satisfactory for measuring avilamycin residues as DIA in a quantitative manner, it
requires relatively complex instrumentation that may not be available in all regulatory laboratories, It
may be necessary to use alternative methods in these situations,

MAXIMUM RESIDUE LIMITS
The following data have been taken into account in recommending MRLs for avilamycin:

e A toxicological ADI of 0-2 mg/kg bw was established, which is equivalent to a daily intake of

0-120 mg for a 60 kg person.

Avilamycin is poorly absorbed and extensively metabolized.

Metabolism studies are available in rats and pigs. No metabolism data are available for
chickens, turkeys or rabbits,

» DIA was selected as the marker residue and liver is a suitable target tissue.

e Residue concentrations of the marker residue were not quantifiable or detected in muscle,
skin/fat and kidney in pigs and chickens at a withdrawal time of 0 h or greater. Low residue
concentrations were present in liver of all species studied in the first hours post-treatment, but
were not quantifiable or detected after 24 h withdrawal.

s For pig liver, a ratio of marker residue to total residue of 0.5 has been established. For the
other pig tissues and the other species, the ratio could not be established on an experimental
basis owing to the low or non-detectable residue concentrations. A conservative ratio of (.1
was adopted,
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¢ No microbiologically active residues were detected in edible tissues of pigs, chickens, turkeys
or rabbits.

e A validated routine analytical method for the determination of the marker residue in edible
tissues of pigs, chickens, turkeys and rabbits is available.

e A conservative estimate of approximately 10 x LOQ expressed as DIA was used to
recommend MRLs for chickens., Pig MRLs have been harmonized with chicken MRLs.
Chicken MRLs may be extended to turkeys based on similarity between the species. For
rabbits, as a minor species, MRLs were harmonized based on the existing recommended
MRLs in major species.

The recommended MRLs are expressed as the marker residue, DIA. Rounded MRL values are 200
peg/kg for muscle, 200 pg/kg for skin/fat, 200 pg/kg for kidney and 300 pg/kg for liver for pigs,
chickens, turkeys and rabbits.

The EDI was not determined because of insufficient quantifiable data points with which to calculate
the median values of residues (low quantities of residues or absence of quantifiable residues).

Using the model diet and the ratio of avilamycin cquivélents to DIA, the recommended MRLs would
result in a daily intake of 5.3 mg of avilamycin, approximately 4% of the upper bound of the ADI.

REFERENCES

Asanuma, K,, Shimazaki, S., Wada, N., Satake, A., Igarashi, Y., Funabashi, M., Kato, C., and
Tanno, K. (1987a). Residue of EL-750 (avilamycin) in pig. Research Institute for Animal Science in
Biochemistry & Toxicology, 2277 Shimokuzawa, Sagamihara-shi, Kanagawa, Japan. Sponsor
submitted,

Asanuma, K,, Fukushima, T., Wada, N., Satake, A., Igarashi, Y., Funabashi, M., Kato, C., and
Tanno, K. (1987b). Residue of EL-750 (avilamycin) in chickens. Research Institute for Animal
Science in Biochemistry & Toxicology, 2277 Shimokuzawa, Sagamihara-shi, Kanagawa, Japan.
Sponsor submitted.

Dalidowicz J.E., Thomson T.C., and Herberg, R.J. (1983). “C Avilamycin Balance-Excretion
Study in Pig (GLP-compliant study No. ABC-0229). Eli Lilly and Company, Greenfield, IN, USA.
Sponsor submitted.

Dalidowicz, J. E., Thomson, T. C., and Herberg, R. J. (1984a). "C Avilamycin Balance-Excretion
Study in Chickens (non-GLP-compliant study). Eli Lilly and Company, Greenfield, Indiana, USA.
Sponsor submitted,

Dalidowicz, J. E., Thomson, T.C., and Herberg, R.J. (1984). *C Avilamycin Balance-Excretion
Study in Chickens. Unpublished GLP-compliant Study No. ABC-0230 from Lilly Research
Laboratories, Eli Lilly and Company, Greenfield, IN, USA. Sponsor submitted.

Dalidowicz, J. E. (1985). Characterization of '*C Residues in Fat from Pig Fed '*C Avilamycin (GLP-
compliant samples from ABC-0287). Eli Lilly and Company, Greenfield, IN, USA. Sponsor
submitted,

Dalidowicz, J. E. (1986). *C Avilamycin Steady State Tissue Residue Study in Broilers Study.
Submitted to FAO by Eli Lilly and Company, Greenfield, Indiana, USA.

Donoho, A. L., Goebel, G. V., and Babbitt, G. E. (1987). Characterization of *C Avilamycin
Prepared from '*C Glucose Precursor. Submitted to FAO by Eli Lily and Company, Greenfield, IN,
USA.

37




.24

Donoho, A. L., and Magnussen, J. D. (1987). Comparative Metabolism of *C Avilamycin in Pig and
Rats (GLP-compliant study). Eli Lilly and Company, Greenfield, IN, USA. Sponsor submitted.

Eichmeier, L.S. (2006a). Validation of an HPLC-MS/MS Method for the Determination of
Avilamycin in Chicken Liver, Kidney, Muscle, and Fat/Skin. Report No. 49783, ABC Laboratories,
Inc., Columbia, MO, USA (ABC Method 49783-MI). Sponsor submitted.

Eichmeier, L.S. (2006b). Validation of an HPLC-MS/MS Method for the Determination of
Avilamycin in Pig Liver, Kidney, Muscle, and Fat/Skin. Report No. 49784, ABC Laboratories, Inc .
Columbia, MO, USA (ABC Method 49784-MI-01). Sponsor submitted.

Eichmeier, L.S., Burnett, T.J., Madsen, T., Pritchard, T.W., Rodewald, J.M., and Turberg, M.J,
(2006). Avilamycin Residue Decline Study in Pig (non-clinical GLP-compliant laboratory study),
ABC Laboratories, Inc., Columbia, MO, USA. Appendix G pg. 248. Determination of Avilamycin in
tissue by TLC and detection using bioautographic techniques. Covance Study N0.7074-126, Eli Lilly
and Company, Greenfield, IN, USA. Sponsor submitted.

Eichmeier, L.S., Burnett, T.J., Madsen, T., Pritchard, T.W., Rodewald, J.M., and Turberg, M.J.
(2006a). Avilamycin Residue Decline Study in Pig (non-clinical GLP-compliant laboratory study),
Study 50405, ABC Laboratories, Inc., Columbia, MO, USA. Sponsor submitted.

Eichmeier, L.S., Burnett, T.J., Madsen, T., Pritchard, T.W., Rodewald, J.M., and Turberg, M.J.
{2006b). Avilamycin Residue Decline Study in Pig and Broiler Chickens (non-clinical GLP-compliant
laboratory study), Study 50406, ABC Laboratories, Inc., Columbia, MO, USA. Sponsor submitted.

Eichmeier, L.S., Burnett, T.J., Madsen, T., Pritchard, T.W., Rodewald, J.M., and Turberg, M.J.
(2006¢). Non-clinical laboratory study (GLP-compliant): Avilamycin Residue Decline Study in
Turkey Tissues, Study 49785, ABC Laboratories, Inc., Columbia, MO, USA. Submitted to FAO by Eli
Lilly and Company, Greenfield, IN, USA.

Eichmeier, L.S., Burnett, T.J., Madsen, T., Pritchard, T.W., Rodewald, J.M., and Turberg, M.J.
(2006d). Avilamycin Residue Decline Study in Pig (non-clinical GLP-compliant laboratory study),
Study 49786, ABC Laboratories, Inc., Columbia, MO, USA. Sponsor submitted.

Formica, G., and Giannone, C. (1986). Gas chromatographic determination of avilamycin total
residues in pig tissues, fat, blood, faeces, and urine. Journal of the Association of Official Analytical
Chemists 69(5), 763-766.

Magnussen, J. D., Herberg, R. J., and Thomson, T. C. (1984). '*C-Avilamycin Steady-State Tissue
Residue Study in Pig (GLP-compliant study). Submitted to FAO by Eli Lilly and Company,
Greenfield, IN, USA.

Magnussen, J. D., and Herberg, R. J. (1985)."*C-Avilamycin Tissue Withdrawal Study in Pig
{GLP-compliant study). Eli Lilly and Company, Greenfield, IN, USA. Sponsor submitted,

Magnussen, J.D. (1985a). '“C-Avilamycin Rat Metabolism Study (GLP-compliant study). Eli Lilly
and Company, Greenfield, IN, USA. Sponsor submitted.

Magnussen, J.D. (1985b). Characterization of “C Avilamycin Residues in Pig Liver and Excreta,
(non-GLP-compliant samples from ABC-0287). Eli Lilly and Company, Greenfield, IN, USA.
Sponsor submitted.

38




25

Magnussen, J. D., Donoho, A, L., Herberg, R. J., and Thomsen, T. C. (1987). A Steady-State
Tissue Residue Study in Pig Dosed with Uniformly Labeled "“C-Avilamycin (GLP-compliant). Eli
Lilly and Company, Greenfield, TN, USA. Sponsor submitted.

Magnussen, J. D., Dalidowicz, J.E., Thomson, T. C., and Donoho, A. L. {£991), Tissue residues
and metabolism of avilamycin in swine and rats, J. Agric. Food Chem., 39, 306-310.

Method Number AM-AA-CA-R075-AB-755. Bioautographic Detection Of Avilamycin Residues In
Pig And Broiler Tissues. Submitted to FAO by Eli Lilly and Company, Greenfield, IN, USA.

Method Number AM-AA-CA-R093-AA-755. Gas Chromatographic Determination Of Avilamycin
And Its Metabolites Containing Dichloro-Isoeverninic Acid In Animal Tissues. Eli Lilly and
Company, Greenfield, Indiana, USA. Sponsor submitted. :

Morimoto, H., Otaki, H,, Takagi, H., Suga, K., and Yonemochi, C. (1986a). Investigation of safety
and residue of EL-750 in pigs. Japan Scientific Feeds Association, 821 Yoshikura, Narita-shi, Chiba,
Japan,

Morimoto, H., Otaki, H., Takagi, H., Suga, K., and Yonemochi, C. (1986b). Investigation of
safety and residue of EL-750 in broilers. Japan Scientific Feeds Association, 821 Yoshikura, Narita-
shi, Chiba, Japan.

Prichard, T. (2006). Nen clinical [aboratory study {(GLP-compliant): Validation of a
Bioautobiographic Method for Detection of Avilamicyn Residues in Pig and Chicken Tissues.
quance Method 70-74 113, Vol 1. $26 submitted to FDA CVM. Sponsor submitted.

Sweeney, D. J., Bewley, G. W.,, and Fossler, S. C. (1997). Total Residues in Edible Tissues and
Eggs of Highline W-36 Hens Dosed with C-Avilamyein in Feed (GLP-compliant study). Eli Lilly
and Company, Greenfield, IN, USA. Sponsor submitted.

West, S.D., Poole, G.M., and Wellenreiter, R.J. (1982). “Determination Of Residues In The Blood
Of Broilers Fed Diets Containing Avilamycin.” (non-GLP-compliant study). Eli Lilly and Company,
Greenfield, IN, USA. Sponsor submitted.

West, S.D., and Wellenreiter, R. J. (1983). Bicautographic Detection Of Avilamycin Residues In Pig
{Grower-Finisher) Tissues (non-GLP-compliant study). Submitted to FAO by Eli Lilly and Company,
Greenfield, IN, USA

West, 8.D., and Weston, J. H. (1983). Bioautographic Detection of Avilamycin Residue in Chicken
Tissues (non-GLP-compliant study). Eli Lilly and Company, Greenfield, IN, USA Sponsor submitted.

West, 8.D., Weston, J. H., and Wellenreiter, R, J. (1983). Bioautographic Detection Of Avilamycin
Residue In Plg (Starter Plg) Tissues (non-GLP-compliant study). Eli Lilly and Company, Greenfield,
IN, USA. Sponsor submitted.

39




ATTACHMENT 4
JECFA avilamycin residue summary

40




Online Edition: "Residues of some veterinary
drugs in foods and animals"

Veterinary Drug Avilamycin

Functional class Antimicrobial agent

Latest evaluation 2008

JECFA meeting 70

ADI 0-2 mg/kg bw

ADI status Full

Residue monographs 6-2009

Marker residue Dichloroisoeverninic acid (DIA)

Maximum residue limits Pig Muscle 200 pg/ke F

(MRL} recommended . )
Pig Liver 300 ug/kg F
Pig Kidney 200 pglkg F
Pig Fat/Skin 200 pg/kg F
Chicken Muscle 200 pgikg F
Chicken Liver 300 pg'kp F
Chicken Kidney 200 pg/kg F
Chicken Fat/Skin 200 pgikg F

. Rabbit Muscle 200 ug/kg F

Rabbit Liver 300 pgrkeg F
Rabbit Kidney 200 pglkg F
Rabbit Fat/Skin 200 pg/kg F
Turkey Muscle 200 pg/kg F
Turkey Liver 300 puglkg F
Turkey Kidney 200 pglkg F
Turkey Fat/Skin 200 pg/kg F

Other remarks

Summary of the evaluation

The ADI of 0-2 mg/kg bodyweight (0-120 mg per day for a 60 kg person) was
established on the basis of a NOAEL of 150 mg/kg avilamycin activity/kg bodyweight
and day and a safety factor of 100 and rounding to one significant figure.

Residue concentrations of the marker residue were not quantifiable or detected in
muscle, skin/fat and kidney in pigs and chickens at a withdrawal time of 0 h or greater.
Low residue concentrations were present in liver of all species studied in the first
hours post-treatment, but were not quantifiable or detected after 24 h withdrawal.

The Estimated Daily Intake (EDI) was not determined because of insufficient
quantifiable data points with which to calculate the median values of residues (low
quantities of residues or absence of quantifiable residues). Using the model diet and
the ratio of avilamycin equivalents to DIA, the recommended MRLs would result in a
daily intake of 5.3 mg of avilamycin, approximately 4% of the upper bound of the
ADL
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1. Introduction

A meeting of the Joint FAO/WHO Expert Committee on Food Additives
(JECFA) was held at the World Health Organization (WHO) Headquarters,
Geneva, from 21 to 29 October 2008. The meeting was opened by Dr David
Heymann, Assistant Director-General, Health Security and Environment, on
behalf of the Directors-General of the Food and Agriculture Organization of
the United Nations (FAO) and WHO. Dr Heymann informed the Committee
that the Director-General of WHO, Dr Margaret Chan, has presented an am-
bitious plan for the Organization, which is summarized in a six-point agenda.
Two of these points aim at strengthening health systems and at using evidence
to define strategies and measure results. It is in this context that the work of
JECFA contributes to the programme of the Organization.

Dr Heymann explained that reorganizations within WHO have taken place
to achieve the goals laid out in the six-point agenda. One of these was the
formation of the new cluster on Health Security and Environment in October
2007. The new cluster has two elements: access to drugs and vaccines; and
public health security with a focus on disease prevention, and in this context
food safety plays an important role. In a strategic move to strengthen risk
assessment related to food safety within the cluster, the JECFA and Joint
FAO/WHO Meeting on Pesticide Residues (IMPR) programmes have been
moved to the food safety department.

Seventeen meetings of the Committee had been held to consider veterinary
drug residues in food (Annex 1, references 80, 85, 91, 97, 104, 110, 113,
119,125,128, 134, 140, 146, 157, 163, 169 and 181) in response to the rec-
ommendations of a Joint FAO/WHO Expert Consultation held in 1984 (7).
The present meeting' was convened to provide guidance to FAO and WHO
Member States and to the Codex Alimentarius Commission on public health
issues pertaining to residues of veterinary drugs in foods of animal origin.
The specific tasks before the Committee were:

T As a result of the recommendations of the first Joint FAO/WHO Conterence on Food Additives
held in 1955 (FAQ Nutrition Meeting Report Series, No. 11, 1956; WHO Technical Report
Series, No. 107, 1956), there have been sixty-nine previous meetings of JECFA (Annex 1).




1.1

— To elaborate further principles for evaluating the safety of residues of
veterinary drugs in food, for establishing acceptable daily intakes (ADIs)
and forrecommending maximum residue limits (MRLs) for such residues
when the drugs under consideration are administered to food-producing
animals in accordance with good practice in the use of veterinary drugs
(see section 2);

— To evaluate the safety of residues of certain veterinary drugs (see section
3 and Annex 2); and

— To provide recommendations on possible alternative risk assessment
principles and approaches for substances without established ADIs and/
or MRLs in the international context (see section 2.1).

Declarations of interest

The Secretariat informed the Committee that all experts participating in the
seventieth JECFA meeting had completed declaration of interest forms and
that no conflict of interest had been identified.
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2. General considerations

A hypothesis-driven decision tree approach for the safety
evaluation of residues of veterinary drugs

In response to recommendations of the sixty-sixth JECFA (Annex 1, refer-
ence /87), a small working group developed a concept paper entitled “A
Hypothesis-Driven Decision Tree Approach for the Safety Evaluation of
Residues of Veterinary Drugs” for discussion at the current meeting. The
concept paper offers a hypothesis-driven decision tree approach to the risk
assessment of residues of veterinary drugs that builds upon the foundation in
risk analysis to provide greater flexibility in the advice that JECFA can pro-
vide on issues relating to the potential human health effects of residues of
veterinary drugs. In particular, it offers possible strategies for assessing com-
pounds for which there are few, if any, sponsors, compounds for which the
database is old and/or incomplete, and compounds that are not authorized,
where any residues would arise through environmental contamination or
illegal use.

The approach recognizes the importance of a preliminary risk assessment to
identify the available data and the data gaps and to help refine the risk ques-
tions that drive the analysis. The derivation of the risk questions, a step often
known as problem formulation, requires close interaction between JECFA
and the risk manager seeking advice (e.g. Codex Committee on Residues of
Veterinary Drugs in Foods [CCRVDF]). The approach further identifies ad-
ditional tools and options that may be of value in the evaluation of veterinary
drug residues and in the communication of the conclusions on risk to those
responsible for risk management. The approach is intended to provide in-
creased consistency and transparency to the evaluation of residues of veteri-
nary drugs while offering greater flexibility and adaptability to changes in
technology, science and safety concerns.

An important consideration is that while a decision tree approach based on
risk analysis may be anticipated to offer improved flexibility in the evaluation
of certain categories of veterinary drugs, the need for sufficient data of ade-
quate quality cannot be overemphasized. However, the decision tree approach




may help to identify critical data gaps early in the evaluation and potentiaily
lead to the generation of suitable data that will permit a successful evaluation
of the veterinary drug.

The concepts embodied in the paper were discussed by the Committee, The
Committee endorsed the proposal in principle and generally agreed with
the concepts as presented. The Committee discussed and made recommen-
dations for the draft, while it emphasized the following general and specific
comments:

General comments

— It was agreed that at this early stage of development, the concepts pre-
sented are more important than detailed considerations of roles and
implementation. It was recognized that there is little guidance currently
presented to direct when and how decisions are made among the decision
tree options.

-~ Inherent in the conceptual approach is an early interactive dialogue be-
tween risk managers and risk assessors that may not be fully reflected in
the current organizational structures,

— The Committee further noted the need to coordinate and, wherever ap-
propriate, reference similar and related efforts, to ensure a comprehen-
sive and non-duplicative approach. These efforts include the FAO/WHO
joint Project to Update and Consolidate Principles and Methods for the
Risk Assessment of Chemicals in Food, decisions of this and other joint
expert committees and the FAO guidance document on risk analysis (2).

— Evaluations by the Committee are based on Good Practice in the Use of
Veterinary Drugs as defined in the 17th Codex Procedural Manual (3).
Assessments on the potential risk to human health of exposure as a con-
sequence of other scenarios, such as specified misuse scenarios, would
be done only on a specific case-by-case basis. The importance of problem
formulation under such circumstances was emphasized.

— Some of the concepts raised were applicable to more areas of risk as-
sessment of chemicals than the assessment of residues of veterinary
drugs, and those issues that were cross-cutting should be identified and
developed with the respective experts from other bodies.

Specific comments

— The Committee emphasized the importance of clearly presenting the in-
tended purpose of the decision tree approach and identifying the target
audiences early in the document.




— The Committee recognized that there are many areas identified in the
concept paper that will require additional discussion and development.
Aspects related to considerations of acute and chronic exposure were
particularly identified as needing development and integration into the
decision tree approach.

— There are a number of advanced approaches to risk assessment, such as
toxicodynamic modelling, that have not been addressed in the present
document. These should be mentioned, even though they may not be
readily applicable to the majority of veterinary drugs.

The Committee recommended, in the interest of transparency and commu-
nication, that the JECFA Secretariat share the concept paper with relevant
FAO/WHO bodies, including joint expert committees and Codex commit-
tees, while clearly communicating that this paper is a first step in a long-term
project. The Committee further recommended that the JECFA Secretariat
convene one or more working groups as appropriate to expand and continue
the development of a general decision tree approach for the evaluation of
veterinary drugs. Progress in the development of this decision tree approach
should be discussed at future JECFA meetings.

The Committee identified the following areas for follow-up work:

— Implementation of proposed steps, such as preliminary risk assessment.
— Approaches for chronic and acute exposure assessments.

— Considerations related to the use of the acute reference dose (ARfD) and
associated issues related to short-term exposure.

— Applicability of the threshold of toxicological concern approach to
residues of veterinary drugs.

- Exploring ways to leverage resources and increase efficiency with ap-
proaches such as work sharing between regulatory bodies and JECFA.

— Specific guidance on the application of the decision tree approach, cross-
referenced to the diagrams provided.

~— Guidance on the use of default and other data-derived safety factors.

— Applicability of other advanced risk assessment procedures and tools not
addressed in the present concept paper.

The draft concept paper will be posted on the JECFA web site.
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2.3

Comments on the CVMP “Reflection Paper on the New Approach
Developed by JECFA for Exposure and MRL Assessment of
Residues of VMP”

The Committee considered the Committee for Medicinal Products for
Veterinary Use (CVMP) document entitled “Reflection Paper on the New
Approach Deveioped by JECFA for Exposure and MRL Assessment of
Residues of VMP [Veterinary Medicinal Products]” (4). This document,
dated 22 September 2008 and submitted to the JECFA Secretariat, provides
comments on the use of the estimated daily intake (EDI) as recommended by
the sixty-sixth JECFA (Annex 1, reference /81),

The Committee acknowledged the comments provided in the reflection paper
and noted the history of the development of the EDI and discussion of how
it fits into JECFA’s evaluation of residues of veterinary drugs, as reported by
the sixty-sixth JECFA. The sixty-sixth JECFA identified the EDI as one ofa
number of issues that are being addressed as part of the FAO/WHO joint
Project to Update and Consolidate Principles and Methods for the Risk
Assessment of Chemicals in Food. The current Committee confirmed the
utility of the EDI as a tool to ensure that intakes of residues resulting from
use of veterinary drugs in accordance with Good Practices in the Use of
Veterinary Drugs and the recommended MRLs do not exceed the ADI. The
Committee acknowledged that the use of the EDI is currently applicable only
to the evaluation of chronic toxicity of, and chronic exposure to, residues as
reflected by the ADIL The Committee reconfirmed that it requires an adequate
data set to estimate the EDI. When the data are not adequate to estimate the
EDI, other conservative approaches to ensure that the ADI is not exceeded
are applied. Future work will address considerations to identify the appro-
priate measures of hazard, consumption and exposure for issues of acute
toxicity and acute exposure, as might be appropriate for an ARfD. As noted
by the sixty-sixth JECFA, the EDI shouldnot be applied when there is concern
for acute toxicity or acute exposure. For this purpose, appropriate tools and
approaches will need to be developed.

Residues of veterinary drugs in honey and possible approaches
to derive MRLs for this commodity

The current Committee considered the guidance regarding honey from the
sixty-sixth meeting of the Committee (Annex 1, reference /81). The sixty-
sixth Committee recommended that a paper be prepared by an expert
with experience in beekeeping and honey production for the next meeting
to consider if a separate approach for honey is warranted and, in such a
case, to develop adraft recommendation for consideration at the next meeting.
The fifty-second meeting of the Committee (Annex 1, reference 140) first




considered the subject and requested that the 12th Session of the CCRVDF
comment on the matter; however, no formal comments were provided.

The Committee recognized that there are substantial production and trade in
honey; however, there are very limited numbers of residue (MRL) standards
for residues in honey. Honey production figures for 2005 indicate that ap-
proximately 1400 000 tonnes were produced worldwide. Honey production
is subject to numerous environmental factors, such as cropping, weather
conditions and the impact of pests and pathogens.

Points to consider

The Committee noted that there were a number of factors to consider in de-
veloping a process to address the need for recommending MRLs regarding
the use of veterinary drugs and pesticides for bee health. They include, but
may not be limited to, the following points:

— The recommendations must be within the Committee’s terms of refer-
ence, with adequate flexibility to meet differing conditions and avail-
ability of information,

— There is a need to accommodate a robust yet conservative approach to
facilitate MRL recommendations and encourage sponsorship for studies
that the Committee considers necessary for recommending MRLs.

— The drug is available as a commercial product, and the commercial prod-
uct containing the active ingredient is currently registered by a national
or regional authority.

— Honey production and honey bees in most countries are considered as a
minor use and/or a minor species food product, and the availability of
active sponsors to provide studies suitable for recommendations on
MRLs is likely to be limited.

— Honey is widely used as a sweetener and glazing agent in confectionery
products, breakfast cereals and baked goods, in addition to direct con-
sumption of liquid and set honey, and these uses must be accounted for
in intake estimates.

— Several substances used to manage bee health are unlikely toraise public
health concerns, because intakes of residues resulting from effective use
are far below internationally established ADIs.

— Some proprietary products are not registered for use in bee colonies, and
therefore approved dosages and conditions of use do not exist.

— For a number of substances registered for use by national authorities, no
contemporary toxicological evaluation may have been performed, or the
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review did not result in the establishment of a health-based guidance
value, such as an ADI.

— The main groups of substances that typically leave residues in edible bee
products are antibiotics (residues in honey and royal jelly) and persistent
lipophilic acaricides (residues in wax and propolis).

— Royal jelly should be the subject of a separate and later consideration.

— Residues in both honey and wax need to be considered in exposure es-
timates. The ratio of honey to wax is typically 9:1.

Substances with an existing ADI and/or MRL in a food-producing animal
or food commodity

The main groups of substances that typically leave residues in edible bee
products are antibiotics and persistent lipophilic acaricides. Of the products
known to be used for treatment of bee diseases, most, but not all, have a
national registration and a JECFA or JMPR evaluation with an ADI and/or
MRL (or the equivalent in national legislation) for either a food-producing
animal or other food commodity, and usually the active ingredients are sub-
stances with a long history of use.

Substances generally regarded as safe

Several substances are unlikely to raise public health concerns, because any
use in food-producing animals, especially the use in bees, is generally re-
garded as safe. Examples of such substances include formic acid, lactic acid,
oxalic acid, thymol and menthol. In the case of a substance that has clear
documentation to support the designation as “generally regarded as safe” by
national regulatory authorities and notrequiring a MR, a similar designation
can be made. It would require a proviso that equivalence can be demonstrated
in honey and that the ADI is sufficient so that no MRL would be required and
the ADI is not exceeded. In the case of a new substance not previously con-
sidered for registration by national authorities, substances would have to be
evaluated as new animal drugs or pesticides and subject to a full food safety
risk assessment.

Use of non-approved veterinary drugs or pesticides

In the situation where a substance is not approved for use in food-producing
animals (e.g. chloramphenicol or nitrofurans), no exception for honey would
be applied.




Products used in apiculture

Table 1 contains a list of products used in apiculture.

Table 1
List of products used in apiculture
Substance Proprietary ADI (ma/kg bw per day)
product

JECFA JMPR
Acrinathrine Yes
Amitraz Yes 0-0.01
Bromopropylate Yes 0-0.03
Chlorobenzilate No 0-0.02
Chlortetracycline No 0-0.008
Coumaphos Yes a
Cymiazole hydrochloride Yes
Enilconazol (imazalil) No ' 0-0.03
Erythromycin No 0-0.0007
Fenproximate Yes
Fipronil No 0-0.0002
Flumethrin Yes 0-0.004
Formic acid® Yes 0-3
Fumagillin Yes
Lactic acid® No Not limited
Lincomycin hydrochloride ? 0-0.03
Malathion No 0-0.3
MenthoP Yes 0-4
Methyl bromide No
Monensin ] No 0-0.01
Oxalic acid® Yes
Oxytetracycline Yes 0~0.003
Paradichlorobenzene No
Permethrin Yes 0-0.05
Propargite ? 0-0.01
Rifampicin No
Spinosad No 0-0.02
Streptomycin/dihydrostreptomycin No 0-0.05
Sulfathiazole No No ADI allocated
Tau-fluvalinate Yes
ThymolP Yes Acceptable
Tylosin tartrate Yes 0-0.03

bw, body weight
*Temporary ADI withdrawn in 1980; no ADI allocated in 1990.
5 Substances considered by many national authorities as generally regarded as safe.
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Suggested tools for data generation

Where an established ADI exists for use in another species as either a vet-
erinary medicine or pesticide, this would generally require a smaller set of
additional data for honey, as an ADI exists.

1. Design criteria for residue data studies

Study design for residue determinations must take into account how the
residue behaves in honey, as well as the following:

— number of apiaries involved, representing a variety of honey types;
— number of hives per apiary sampled,;

— number of frames per hive sampled,

— number of samples of wax and honey to be taken from a frame;,

—- number and spacing of time points to describe the kinetics of formation
and depletion of honey in the edible products;

— estimates of amounts of surplus honey present at the beginning of, during
and after the treatment until the end of the trial;

— scheme for the analysis of individual and bulk samples;

— climatic information for the duration of the trial, including season of the
year (e.g. rainfall);

— crops on which bees forage;

— temperature profile within thé hive;

— data on honey flow periodicity;

— data on any supplemental feed given to bees;

— data on bee health and bee/parasite mortality during the study;
— a protocol for the analysis of individual and bulk samples;
— studies on storage stability of residues in honey.

The above factors recognize the unique nature of honey, as all the drugs and
metabolites collect in the honey, and the only mechanisms for reduction are
dilution as more honey is produced, removal from the hive, and photochem-
ical or thermal degradation of the residues in the honey or through such factors
as pH and environmental conditions. Bees commonly move honey around
the hive as required, and this can lead to significant variations in residue
concentration, even across the same frame in all three hive dimensions.




The quality of the data should allow a statistical evaluation to determine the
confidence intervals necessary to recommend the setting of MRLs. The data
should show with 95% statistical confidence that 95% of all honey samples
from treated bees would be below the MRL and that the estimated intake of
residues (considering all other sources of intake) remains below the ADI. As
the design of the study depends on many factors, it has to be developed on a
product-by-product basis, depending on the use pattern.

2. Marker residue

The marker residue concept may not be normally or easily applied to honey
scenarios. However, it is important to sufficiently identify and, where feasi-
ble, quantify metabolites and degradation products in honey.

Dietary intake considerations

The Committee reviewed the adequacy of its currently used consumption
figure 0of 20 g of honey per day for the estimation of chronic and acute intakes.
When the original food basket of the Committee was established, care was
taken to ensure that the consumption.figures protected the preferential eater
of foods of animal origin. Based on data that were available, the 97.5th per-
centile ofdaily consumption by the consumers of a commodity from a country
with a known high consumption of the commodity was chosen. It was also

. considered necessary to derive figures that would cover the intake resulting

from consumption of processed products containing the raw commodity. For
honey. these aspects were not sufficiently addressed at previous meetings of
the Committee.

The Committee used a study conducted in 1986—1989 in Germany as a basis
for the study of methodological aspects of deducing a figure for daily intake
of honey, because in this study consumption data were available for more
than 9000 consumers of honey. In addition, more recent data and studies from
the United Kingdom, the Netherlands and Germany were reviewed. In the
above-mentioned German study, more than 9000 * eaters” of honey had con-
sumed approximately 26 000 portions of honey during a 7-day observation
period. The 99.95th percentile of all portions consumed on 1 day was ap-
proximately 144 g. This percentile may be considered as an estimate of acute
intake, although further guidance on this is needed.

In discussing criteria for the establishment of an estimate of chronic intake,
it was concluded that such a figure should be derived from the consumption
data for the “chronic” eaters only.

In the German study, the 97.5th percentile of consumption by the subgroup
who consumed >7 portions in a week was approximately 55 g/day per con-
sumer. The data from the United Kingdom were also based on.a 7-day survey
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and had been published by the Food Standards Agency. Thesc data were
available only in an aggregated format, and the number of participants was
lower. However, the highest estimated percentiles were not too different from
those from the German study. Data from a 2-day survey in the Netherlands
had been evaluated and used as a basis for modelling. The results obtained
were significantly lower than the estimates that were based on the United
Kingdom and German data.

As the data from the United Kingdom clearly indicated that infants and young
children have the highest consumption on a body weight basis, this finding
was further investigated. The Committee concluded that this was due mainly
to the lower body weight of this group and not to higher consumption, In this
context, a recent German survey found that the 97.5th percentile of honey
consumption by children 2—5 years of age was 22.1 g/day.

The Committee noted that a consumption figure of 50 g/day per person would
most likely protect all groups of consumers; however, further data are nec-
essary to determine whether this figure also sufficiently covers the consump-
tion of products containing honey.

Honey comb, with its original honey content, is consumed by a subgroup of
consumers. Many lipophilic substances used as acaricides accumulate in wax.
Therefore, the labels of certain registered products warm that wax from bees
treated with the products should not be consumed. The Committee concluded
that in cases where honey comb can be safely consumed, it would use a honey
to wax ratio of 9:1 in the estimation of intakes.

Recommendations

In considering the matters of interest noted in this report and the complex and
unique nature of honey and honey bees, JECFA may not be able to adopt any
specific approaches without further guidance from CCRVDF. The Commit-
tee therefore makes the following recommendations to CCRVDF:

1. That CCRVDF, with the aid of member countries, compile a comprehen-
sive list of all veterinary drugs registered for honey production and bee
health and develop a priority list of veterinary drugs for use in honey bees
to be considered for risk assessment by JECFA.

2. That CCRVDF and member countries be encouraged to provide data on
honey consumption, considering both direct and indirect honey intake,
for purposes of improved intake assessments as part of the risk assessment
for recommending MRLs.

3. That CCRVDF consider extension of good veterinary practice guidelines
to include honey production.
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4. That the CCRVDF ad hoc Working Group on Methods of Analysis and
Sampling consider analytical methods for residues in honey.

5. That CCRVDF provide guidance on the appropriate percentile for an es-
timation of acute intake,

The Committee further makes the following recommendation to the JECFA
Secretariat:

1. Thatthe JMPR Secretariat be advised of the Committee’s report regarding
residues in honey and considerations of residues from use of pesticides
in honey production and bee health.

Paper by Millstone et al. (2008)—Risk assessment policies:
Differences across jurisdictions

In the paper by Millstone et al. (5), the Committee found of interest the com-
parison of risk assessment policies in different jurisdictions, including the
joint FAO/WHO bodies such as JECFA. The Committee fully agrees on the
need for greater harmonization and transparency in the conduct of risk as-
sessment, which are among the purposes of risk assessment policies. The
Committee noted that both risk assessment policies and practice of risk as-
sessment evolve over time and that the methods and principles underpinning
the risk assessment work of JECFA and its sister bodies are currently being
consolidated and updated, which should ensure greater harmonization.
Moreover, expert meetings of WHO and FAO, such as JECFA, are conducted
according to well established rules in the respective constitutions of WHO
and FAO. In addition, JECFA has embarked upon an activity to increase the
flexibility with which it can respond to the needs of the Codex committees
and Member States, with respect to concerns about residues arising from
veterinary drugs. The Committee was somewhat surprised at the apparent
misunderstanding of some of its practices and procedures as reported in the
paper by Millstone et al. It is important that readers interested in the workings
of JECFA and its sister bodies seek up-to-date guidance from appropriate
sources, such as the Secretariat or the WHO and FAO web sites.

There are a number of disparities between the text of Millstone et al. and
current practices of JECFA. These include the implication that CCRVDF
originated the four-step process of risk assessment and that this was not
already routinely in use by JECFA; the historical interaction between
committees such as JECFA and CCRVDF in the evolution of safety factors;
the nature of the interaction between CCRVDF and JECFA in the develop-
ment of policy; and the basis for final agreement of the Codex Alimentarius
Commission’s position on risk assessment policy.

13
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No-observed-effect level (NOEL) and no-observed-adverse-
effect level (NOAEL): Use in JECFA assessments

The current Committee noted that the sixty-eighth JECFA (additives and
contaminants) (Annex 1, reference /87) had reconsidered the use of the terms
no-observed-effect level (NOEL), no-observed-adverse-effect level
(NOAEL) and the related terms lowest-observed-effect level (LOEL) and
lowest-observed-adverse-effect level (LOAEL) in evaluations of the safety
of food additives and contaminants. Taking into account common practice in
other risk assessment bodies, the current Committee decided to harmonize
with the sixty-eighth JECFA and agreed to differentiate between the terms
NOAEL and NOEL for the evaluation of veterinary drugs in food. The fol-
lowing definitions, based on WHO Environmental Health Criteria (EHC),
No. 170, Assessing the human health risk of chemicals: Derivation of
guidance values for health-based exposure limits (6), were accepted:

No-observed-adverse-effect level (NOAEL): greatest concentration or
amount of a substance, found by experiment or observation, that causes no
detectable adverse alteration of morphology, functional capacity, growth,
development, or lifespan of the target organism under defined conditions of
exXpOSUre....

No-observed-effect level (NOEL): greatest concentration or amount of a
substance, found by experiment or observation, that causes no alteration of
morphology, functional capacity, growth, development, or lifespan of the
target organism distinguishable from those observed in normal (control) or-
‘ganisms of the same species and strain under the same defined conditions of
exposure.

The Committee noted that it has, up to now, applied the NOEL according to
the EHC 70 (Annex 1, reference 76) definition. This definition includes the
statement that the NOEL ‘“‘causes no detectable, usually adverse, alteration
of morphology, functional capacity, growth, development, or lifespan of the
target” [emphasis added]. The Committee emphasized that the current deci-
sion to accept the definitions of NOEL and NOAEL from EHC 170 does not
entail any change in its evaluation practice. It is merely harmonizing the ter-
minology used to differentiate between observed effects and observed ad-
verse effects. Hence, this decision has no impact on any of the previous
evaluations made by this Committee.
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3. Comments on residues of specific
veterinary drugs

The Committee evaluated or re-evaluated nine veterinary drugs. Information
on the safety evaluations is summarized in Annex 2.

Avilamycin

Explanation

Avilamyein is an antibiotic of the orthosomycin family, produced by the fer-
mentation of Streptomyces viridochromogenes. It is a mixture of oligosac-
charides of orthosomycins, with a linear heptasaccharide chain linked to a
terminal dichloroisoeveminic acid (DIA). Avilamycin blocks the formation
of the 708 initiation complexes in bacterial protein synthesis by inhibiting
the binding of formylmethionine transfer ribonucleic acid (tRNA) to the 30S
or 508 ribosomal subunit. Avilamycin is composed of a mixture of avil-
amycin A (>60%), avilamycin B (<18%) and 14 minor factors,

Avilamycin is mainly active against Gram-positive bacteria, including
Bacillus spp., Clostridium spp., Corynebacterium bovis, Enterococcus
spp., Lactobacillus spp., Listeria monocytogenes, Micrococcus luteus,
Staphylococcus aureus and Streptococcus spp. Avilamycin is intended for
use as a veterinary medicine in chickens, turkeys, pigs and rabbits to control
bacterial enteric infections. It is intended to be administered at a dose of
100 mg/kg in feed to chickens, turkeys and pigs for 21 days. In rabbits, it is
intended to be administered at a dose of 80 mg/kg in feed for 28 days. The
typical avilamycin content of the fermentation product is 260 mg activity/g.

Avilamyein has not previously been evaluated by the Committee. The
Commiittee evaluated avilamycin to establish an ADI and to recommend
MRLs in relevant species at the request of the 17th Session of CCRVDF (7).
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Toxicological and microbiological evaluation

Biochemical data

Avilamycin is poorly absorbed, extensively metabolized and rapidly excreted
by pigs, rats and poultry. Orally administered avilamycin is excreted primar-
ily in faeces (over 90%), with less than 8% of the ingested drug eliminated
in urine. Metabolites are formed as a result of cleavage of the ortho ester

linking the C and D rings of avilamycin. The most abundant metabolite is

flambic acid, which represents 40-50% of the total residue in urine and faeces
and 15-20% of the residue in liver of pigs. No microbiologically active
residues have been detected in tissues following avilamycin administration.
There are no pharmacokinetic data available for humans.

Toxicological data

Various forms of avilamycin (i.e. mycelial, crystalline and granular forms)
were tested for toxicity. Doses of all forms of avilamycin in the toxicological
studies were reported on the basis of the microbiological activity of avil-
amycin relative to that of the crystalline form.

The acute oral toxicity of avilamycin in mice and rats is low. The oral median
lethal dose (LDsp) of the dried avilamycin products was higher than 390 or
745 mg avilamycin activity/kg body weight (bw) in both mice and rats.

Groups of mice fed avilamycin at levels of 0, 30, 300 or 3000 mg avilamycin
activity/kg in the diet (equivaient to 0, 4.5, 45 and 450 mg avilamycin activity/
kg bw per day) continuously for 28 days showed a slight increase in feed
intake and body weight of the males at 450 mg avilamycin activity/kg bw per
day. No treatment-related mortality or toxicity was observed. The NOAEL
was 450 mg avilamycin activity/kgbw per day, the highest dose administered.
In another study, mice orally exposed to the mycelial form of avilamycin at
0 or 30 000 mg avilamycin activity/kg in the diet (equivalent to 0 or 4500 mg
avilamycin activity/kg bw per day) for 28 days showed no mortality or
toxicity. The NOAEL was 4500 mg avilamycin activity/kg bw per day, the
only dose administered.

Male and female rats received a dried fermentation product of avilamycin at
dietary doses of 0, 4, 6 or 10% (equivalent to 0, 596, 894 or 1490 mg avil-
amycin activity/kg bw per day) for 2 weeks. There were no toxicologically
significant effects on body weight, feed consumption, feed conversion effi-
ciency, haematology, clinical chemistry, organ weights or histopathology.
The only treatment-associated finding was brown to black discoloration of
the waste trays by urine, although urine was yellow in the bladder or when
freshly voided. The NOAEL was 1490 mg avilamycin activity/kg bw per day,
the highest dose administered.




In male and female rats fed for 2 weeks with crystalline avilamycin (100%
activity) at doses of 0, 3000, 30 000 or 60 000 mg avilamycin activity’kg in
the diet (equivalent to 0, 300, 3000 or 6000 mg avilamycin activity/kg bw per
day), no toxicologically significant effects were found, other than increased
alanine aminotransferase (ALT) activity at 3000 and 6000 mg avilamycin
activity/kg bw per day and decreased total bilirubin at all doses of avilamycin
compared with the concurrent control, with statistical significance in females.
However, the level of total bilirubin in treated groups was in the normal range.
The induction of ALT was found only in females and was not accompanied
by histopathological damage or changes in liver weight. The NOAEL was
6000 mg avilamycin activity’kg bw per day, the highest dose administered.

In male and female rats fed avilamycin at levels of 0, 30, 300 or 3000 mg
avilamycin activity’kg in the diet (equivalent to 0, 3, 30 and 300 mg avil-
amycin activity’kg bw per day) continuously for 28 days, no mortality or
toxicity was observed. Weight gains, haematology, blood chemistry and
urinalysis parameters were not affected. The NOAEL was 300 mg avilamycin
activity/kg bw per day, the highest dose administered.

In another study, groups of rats fed mycelial avilamycin at 0 or 30 000 mg
avilamycin activity/kg in the diet (equivalent to 0 or 3000 mg avilamycin
activity/kg bw per day) showed no mortality or toxic signs. Weight gains,
haematology, blood chemistry and urinalysis parameters were not affected.
The NOAEL was 3000 mg avilamycin activity/kg bw per day, the only dose
administered.

In dogs orally administered the dried fermentation product of avilamycin
(17.8% activity) at 0, 3.56, 35.6 or 178 mg avilamycin activity/kg bw per day
by gelatine capsule for 6 months, no treatment-related mortalities or clinical,
haematological, biochemical or pathological signs of toxicity were observed,
other than changes in serum ALT. Minor changes of ALT within the historical
control range were not considered treatment related. The NOAEL for this
study was 178 mg avilamycin activity/kg bw per day, the highest dose
administered.

Groups of female and castrated male pigs were fed diets with the mycelial
cake form of avilamycin at levels of 0, 30, 300 or 3000 mg avilamycin ac-
tivity/kg (equivalent to 0, 1.2, 12 and 120 mg avilamycin activity/kg bw per
day) for 21 weeks. There were no adverse treatment-related differences in
clinical, haematological, biochemical or histopathological findings. The
NOAEL was 120 mg avilamycin activity/kg bw per day, the highest dose
administered.

Mice receiving avilamycin at concentrations of 0, 30, 300 or 3000 mg avil-
amycin activity/kg in the diet (equivalent to 0, 4.5, 45 and 450 mg avilamycin
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activity/kg bw per day) for 104 weeks showed no treatment-related toxico-
logical or carcinogenic effects. The NOAEL was 450 mg avilamycin activity/
kg bw per day, the highest dose administered.

In a carcinogenicity study, rats fed avilamycin at doses of 0, 30, 300 or
3000 mg avilamycin activity/kg diet for 1 week were mated and maintained
on their treatments during gestation and lactation. The offspring were fed
avilamycin derived from mycelial cake with 7% activity at doses of 0, 30,
300 or 3000 mg avilamycin activity/kg in the diet (equivalent to 0, 1.5, 15
and 150 mg avilamycin activity/kg bw per day) or pure avilamycin at
3000 mg avilamycin activity/kg in the diet (equivalent to 150 mg avilamycin
activity/kg bw per day) for approximately 2 years. Clotting times were
decreased in males receiving avilamycin derived from mycelial cake at
15 and 150 mg avilamycin activity/kg bw per day on weeks 13, 26, 52 and
78, but values recovered at the last two sampling times (weeks 104 and 112).
A non-statistically significant increase in pancreatic exocrine adenomas was
found in male rats that were fed avilamycin derived from mycelial cake at 15
and 150 mg/kg bw per day (incidence 2/59 and 4/60, respectively, compared
with 0/59 for the control group). A higher, but not statistically significant,
incidence of thyroid parafollicular cell carcinoma was also observed in male
rats treated with avilamycin derived from mycelial cake at 15 and 150 mg/
kg bw per day (incidence 5/59 and 4/60, respectively, compared with 1/59
for the control group). The tumour incidences were within the historical con-
trol range. There were no differences in any other toxicological parameters.
No neoplastic or non-neoplastic effects of pure avilamycin treatment were
reported, Avilamycin was not found to cause cancer in this study, and the
NOAEL was 150 mg avilamycin activity/kg bw per day, the highest dose
administered.

Assays covering an adequate range of genotoxic end-points were conducted
with avilamycin. Avilamycin was not genotoxic in any of the assays evalu-
ated. The Committee concluded that avilamycin is not genotoxic.

A three-generation reproductive toxicity study was performed in rats with
dietary avilamycin derived from mycelial cake or pure active ingredient. Rats
received avilamycin at doses of 0, 30, 300 or 3000 mg avilamycin activity/
kg in the diet (equivalent to 0, 1.5, 15 and 150 mg avilamycin activity/kg bw
per day). Animals of each generation were maintained on their respective
diets for at least 90 days prior to mating and throughout mating, gestation and
lactation. Satellite groups of animals were subjected to gross and organ
weight examination at 90 days of treatment. Three or four pregnant females
of each generation were sacrificed on day 20 of gestation to examine the
effects on fetal development. Resulting litters of each generation were reared
to 21 days postpartum and examined morphologically. There were no signs




or mortalities specifically attributable to avilamycin treatment over the three
generations. Mating performance, pregnancy rate, duration of gestation and -
total litter loss were comparable for all dietary concentrations. Macroscopic
changes at terminal postmortem examination of mated animals were unre-
lated to treatment. Absolute and relative liver weights were slightly, but
statistically significantly, increased in unmated F, adult females treated with
15 or 150 mg avilamycin activity/kg bw per day. However, the increase was
small and not supported by histopathological findings. The small increase in
absolute and relative liver weights was found only in F, females, not in males
and not in other generations. The NOAEL was 150 mg avilamycin activity/
kg bw per day, the highest dose administered.

Female pigs receiving avilamycin at 0 or 60 mg avilamycin activity/kg in the
diet (equivalent to 0 and 2.4 mg avilamycin activity’kg bw per day) for 21
weeks and then artificially inseminated showed no significant change in
growth or reproductive performance. Treatment had no effect on any repro-
ductive indices, including the number and weight of piglets at birth and at
weaning, [t was concluded that feeding of avilamycin to young pigs did not
adversely affect on their subsequent reproductive performance. The NOAEL
was 2.4 mg avilamycin activity/kg bw per day, the only dose tested.

Pregnant rats received avilamycin once daily at doses of 0, 500, 1000 or
2000 mg/kg bw (equivalent to 0, 132, 264 and 528 mg avilamycin activity/
kg bw per day) by oral gavage during gestation days 6-19. No treatment-
related effects were observed on survival, clinical signs or maternal repro-
ductive and fetal morphological development parameters. The NOAEL was
528 mg avilamycin activity/kg bw per day, the highest dose administered,

Rabbits administered a dried fermentation product of avilamycin by oral
gavage at daily doses of 0, 250, 716 or 2000 mg/kg bw (equivalent to 0, 44.5,
127.4 and 356 mg avilamycin activity/kg bw per day) during gestation days
6—18 showed no treatment-related effects on pregnancy rate, mean percentage
of live fetuses, fetal weights or fetal external anomalies. The NOAEL for
maternal toxicity, prenatal toxicity and teratogenicity in rabbits was 356 mg -
avilamycin activity/kg bw per day, the highest dose administered.

Neurobehavioural effects of avilamycin were evaluated in mice and rabbits
after a single administration of oral avilamycin at 0, 1500 or 5000 mg/kg bw.
There were no significant changes in end-points of neurobehavioural, neu-
rological or autonomic nervous system toxicity in treated mice or neurobe-
havioural clinical signs in rabbits at any of the doses tested.

Avilamycin has not been used for therapy in human medicine. There are no
data available on the effects of avilamycin on human health.
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Microbiological data

The Committee evaluated minimum inhibitory concentration (MIC) suscep-
tibility, faecal binding interaction and the biological activity of avilamycin
residues and used the microbiological decision tree, adopted during the sixty-
sixth JECFA (Annex 1, reference /87) and compliant with Guideline 36 of
the International Cooperation on Harmonisation of Technical Requirements
for Registration of Veterinary Medicinal Products (VICH GL36) (8), to de-
termine the impact of avilamycin on the human intestinal microbiota.

Avilamycin is microbiologically active mainly against Gram-positive
bacteria, including some bacterial genera and species representative of the
human intestinal flora. Avilamycin exerts no measurable antibacterial
activity against Escherichia coli (minimum inhibitory concentration
required to inhibit the growth of 50% of organisms [MICsp] >128 pg/ml)
and relatively poor activity against Bacteroides fragilis, other Bacteroides
spp-, Lactobacillus spp. and Bifidobacterium spp. Avilamycin activity is
clearly demonstrable against Peptostreptococcus (MICso = 0.25 pg/ml),
Eubacterium (MICso = 0.5 pg/ml) and Clostridium spp. (MICs = 1 pg/mi).

Avilamycin residue is extensively metabolized to products with very low
microbiological activity prior to entering the human colon. In addition, no
microbiologically active residues are detected in edible tissues from chicken
and pigs. Avilamycin binds to human faeces rapidly, extensively and irre-
versibly. Residues of avilamycin are substantially bound (>95%) to faecal
material within the colon, further reducing their microbiological activity.
Therefore, avilamycin residues are unlikely to disrupt the colonization barrier
of the human gastrointestinal tract.

Although avilamycin selects for resistance in the native enterococcal popu-
lation of pigs, no resistant isolates were detected beyond 1 week post-
treatment. This suggests that resistant isolates are unable to persist once
selective pressure is removed and are outcompeted by sensitive microflora.
The only drug that shows cross-resistance to avilamycin is the structurally
related antibiotic evernimicin, developed for, but not introduced into, human
medicine. The intrinsic resistance exhibited by most Gram-negative bacteria
to avilamycin is attributed to their lower membrane permeability, which lim-
its the accessibility of the target by avilamycin. Resistance to avilamycin in
Gram-positive bacteria occurs exclusively by modification of the drug target;
in other words, alterations in the antibiotic-binding site of the ribosome de-
crease the binding affinity of the drug. This is incomplete cross-resistance,
in that enterococci resistant to avilamycin exert only decreased susceptibility
and not complete resistance to evernimicin, In addition, the avilamycin class
of antimicrobial compounds is not used in human medicine. Considering the
existing information, the development of resistance to avilamycin and




cross-resistance to a number of commeonly used antimicrobials in veterinary
and human medicine is not likely.

Based on the available data, a microbiological ADI for avilamycin is not
needed.

Evaluation

The most relevant animal studies for evaluation of the safety of residues of
avilamycin in food are the 2-year toxicity study and the multigeneration re-
productive study in rats. No significant adverse effects were observed fol-
lowing avilamycin administration, and the NOAEL was 150 mg avilamycin
activity/kg bw per day, the highest dose administered in both studies. A tox-
icological ADI of 0-2 mg avilamycin activity/kg bw per day is established,
using a safety factor of 100 and rounding to one significant figure.

A toxicological monograph was prepared.
Residue evaluation

Data on pharmacokinetics and metabolism

The oral bioavailability of avilamycin in pigs, chickens and rats is low.
Complete pharmacokinetic data are not available.

Avilamycin is rapidly excreted in faeces when administered orally to pigs.
Within the first 9 days following treatment with radiolabelled drug, 92-93.4%
was excreted in the faeces and 4.5-8% in the urine, Similar results were found
in chickens, for which an average of 90% of the radioactivity was found in
excreta within the first 6 days.

Pharmacokinetic data in turkeys and rabbits are not available. Pharmacoki-
netic data in rats, pigs and chickens are highly consistent. Owing to similarity
of species, pharmacokinetic data in chickens may be applied to turkeys.

The metabolite pattern in urine and faeces of treated pigs was essentially the
same as the pattern for rats. In both species, there were three faecal metabo-
lites that were derived from the oligosaccharide and eurekanate portion of
avilamycin, The most abundant metabolite was flambic acid. This metabolite
has been previously identified as flambalactone. Flambic acid and flamba-
lactone were found to be interconvertible and represent 30-60% of the acidic
portion of the faeces. Parent avilamycin constituted less than 10% of the
faecal radioactivity in pigs.

The metabolites in liver of rats and pigs treated with radiolabelled avilamycin
were essentially the same. Flambic acid was the most abundant metabolite in
both species (15-20% of liver residue). Avilamycin residues in rat and pig
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livers were less than 0.05 mg/kg. The pattern of minor metabolites was sim-
ilar, but none of the minor metabolites were sufficiently abundant for iden-
tification. Characterization of fat samples from pigs demonstrated that
essentially all of the residues in fat were due to the incorporation of radioac-
tivity into the endogenous fatty acids.

No metabolism data are available for chickens, turkeys or rabbits.

Residue data

As avilamycin is extensively metabolized, the position of the radiolabel is
important for the correct interpretation of the total radioactive tissue data.

DIA is a moiety present in avilamycin, flambic acid and other possible
metabolites, which can be refeased by chemical hydrolysis. Advantage is
taken of this hydrolysis in the analytical procedure to measure residues de-
rived from avilamycin. DIA is proposed as the marker residue for avilamycin.

Three Good Laboratory Practice (GLP)-compliant radiolabelled residue
studies in pigs were submitted. Two of them used avilamycin labelled in the
DIA moiety [DIA-C], and the third used uniformly labelled [U-'*C] avil-
amycin. One GLP-compliant study in chickens using [DIA-“C]avilamycin
was submitted. In all studies, animals were slaughtered at a practical zero-
time withdrawal of 6 h after the final feeding of medicated ration.

Five crossbred pigs (three males and two females), weighing approximately
46 kg each, were fed at 12-h intervals for 7 days with a ration containing
76.19 mg [DIA-"“C]avilamycin/kg feed (equivalent to 80 mg activity/kg and
equal to 9.2-12.1 mg/kg bw per day). One male was sacrificed at the final
feeding of medicated ration. The remaining animals were then fed non-
medicated ration at 12-h intervals for either 3 or 5 days, and one male and
one female were sacrificed at the end of each time period. Concentrations
of avilamycin-related radioactivity in liver and muscle declined to non-
detectable levels (limit of detection [LOD] = 0.024 and 0.033 mg/kg, respec-
tively) within 3 days after the termination of dosing, whereas concentrations
in kidney declined to near non-detectable levels within 5 days after the ter-
mination of dosing (LOD =0.025 mg/kg). Radioactivity in fat showed a much

slower rate of decline due to [“C]avilamycin being incorporated into the fatty

acid fraction.

In a similar study using the same radiolabelled compound and dose, nine
crossbred pigs weighing approximately 44 kg each were fed at 12-h intervals
for 4,7 or 10 days. After 10 days of dosing, total radioactive residues in liver,
muscle, fat and kidney, expressed as avilamycin equivalents, were 0.22,
0.016, 0.12 and 0.10 mg/kg, respectively. Steady-state concentrations of ra-
dioactivity were attained in muscle, liver and kidney within 4 days after the




initiation of dosing. A steady-state concentration in fat was not attained dur-
ing this study; residues were 0.121 mg/kg at 10 days.

No residues of parent avilamycin were detected in pig kidney or fat analysed
by thin-layer chromatography coupled with bioautography after 10 days of
treatment, and only traces were detected in liver. Muscle was not assayed
owing to very low amounts of radioactivity (limit of quantification [LOQ]
<0.05 mg/kg). Approximately 50% of total radiolabelled residues in liver
were DIA-related residues analysed by a gas chromatographic (GC) method.
DIA -related residues were detected in kidney, but were less than the LOQ
(<0.1 mg/kg). No DIA residues were observed in fat (<0.1 mg/kg).

A steady-state tissue residue study was conducted in pigs dosed with [U-'*C]-
avilamycin. Six crossbred pigs weighing approximately 44 kg each were fed
at 12-h intervals for either 10 or 14 days with a ration containing a nominal
concentration of 60 mg['“Clavilamycin/kg feed (equivalent to 60 mgactivity/
kg and equal to 7.2-9.6 mg/kg bw per day). After 10 days of dosing, total
radioactive residues expressed as avilamycin equivalents in liver, fat, muscle
and kidney were 0.554, 0.261, 0.093 and 0.321 mg/kg, respectively. There
was no statistical difference in total radioactive residues in muscle, liver or
kidney at 10- or 14-day dosing times, indicating that steady state was
achieved. Only the radioactive residues in fat were significantly different
between 10 and 14 days. The GC analysis showed that extractable liver ra-
dioactivity consisted of several minor metabolites (<0.1 mg/kg). Flambicacid
was present at concentrations up to 0.04 mg/kg. Parent [*“Clavilamycin con-
centrations were less than 0.01-0.02 mg/kg.

Seven-week-old broiler-type chickens (six males and six females) were fed
a standard broiler finishing ration containing 14.16 mg [DIA-"CJavilamycin/
kg feed (equivalent to 15 mg activity/kg and equal to 3 mgrkg bw per day)
for 4, 7 or 10 days. After 10 days of dosing, the total radioactive residues,
expressed as avilamycin equivalents, in skin, liver and fat were 0.020, 0.022
and 0.026 mg/kg, respectively. Muscle and kidney samples contained no de-
tectable radiolabel residues. Steady-state concentrations of radioactivity were
attained in all tissues within 4~7 days after the initiation of dosing,

DIA has been proposed as the marker residue for avilamycin, as previously
mentioned.

The only tissue with measurable residues at 6-h withdrawal times is liver, and
thus it is the only possible target tissue.

No radiolabelled depletion studies on turkeys or rabbits are available.

One GLP-compliant non-radiolabelled residue depletion study was provided
for pigs, chickens, turkeys and rabbits.
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Crossbred commercial pigs (six males and six females) weighing 9-15 kg
cach were fed, ad libitum, a commercial diet containing avilamycin at a nom-
inal concentration of 150 mg/kg feed for 21 consecutive days (equal to
9-12 mg/kg bw per day). At the end of the 21-day exposure period, animals
were euthanized at withdrawal intervals of 0, 6 and 24 h. Samples of liver,
kidneys, muscle and skin with fat were collected. Avilamycin residues were
analysed as DIA equivalents by a liquid chromatography/tandem mass spec-
trometry (LC-MS/MS) validated method and also by a microbiological assay.
The results showed that the DIA moiety of avilamycin was quantifiable in
pig liver at 0 and 6 h withdrawal, declining by more than half in 6 h. After
24 h, the residues were below 28 pg avilamycin equivalents/kg tissue (lowest
point on the standard curve). DIA residues were detected, but not quantifiable,
inkidney at 0 and 6 h withdrawal and were not detected after 24 h. No residues
were detected in muscle or skin/fat samples at any time. No antimicrobial
activity was detected in any tissue by an inhibition assay using Micrococcus
ltuteus (LOD =5 pg/kg). Therefore, DIA residues detected in liver and kidney
were due to microbiologically inactive metabolites of the drug.

In several non-GLP-compliant studies submitted, increasing the dose of
non-radiolabelled avilamycin added to pig rations to 200 mg/kg did not
result in detectable levels of microbiologically active residues in the tissues
of pigs analysed by an inhibition assay using Micrococcus flavus
(LOD = 0.05 mg/kg).

Broiler chickens (15 males and 15 females) approximately 2 weeks old
weighing 339-541 g were fed, ad libitwn, a commercial diet containing avil-
amycin at a nominal concentration of 150 mg/kg feed for 21 consecutive days
(equal to 30 mg/kg bw per day). At the end of the 21-day exposure period,
animals were sacrificed at withdrawal intervals of 0, 6 and 24 h. Samples of
Hver, kidneys, muscle and skin/fat (subcutaneous) were collected. The results
showed that DIA was quantifiable in chicken liver at zero-time withdrawal
and declined to below or near 28 ng avilamycin equivalents/kg tissue within
6 h. After 24 h, the residues were below 28 pg avilamycin equivalents/kg
tissue (lowest point on the standard curve). DIA residues were detected, but
not quantifiable, in kidney and skin/fat at 0 and 6 h withdrawal and were not
detected after 24 h. Skin/fat and kidney samples did not have detectable
residues after 6 h withdrawal. No DIA residues were detected in muscie sam-
ples at any time, No antimicrobial activity was detected in any other tissue
by an inhibition assay using Micrococcus luteus (LOD = 5 ug/kg).

In several non-GLP-compliant studies submitted, increasing the dose of non-
radiolabelled avilamycin added to chicken rations to 200 mg/kg did not result
in detectable levels of microbiologically active residues in the tissues of
chickens analysed by an inhibition assay using Micrococcus flavus (LOD =

0.05 pg/g).
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Turkeys (three males and two females) approximately 8 weeks old weighing
2.9-5.2 kg each were fed, ad libitum, a commercial diet containing avil-
amycin at a nominal concentration of 150 mg/kg feed (equal to 30 mg/kg bw
per day) for 7 consecutive days. At the end of the 7-day exposure period,
animals were euthanized at zero withdrawal time. Samples of liver, kidneys,
muscle and skin with fat were collected and analysed using the routine ana-
lytical method (LC-MS/MS for DIA), which was validated for chicken tissues
and whose applicability was demonstrated for turkey tissues. The residues at
zero withdrawal time were very low inliver (67.6-195 pg avilamycin equiv-
alents/kg tissue) and skin/fat (37.3-105 pg avilamycin equivalents/kg tissue)
and below 28 pg avilamycin equivalents/kg tissue (lowest point on the stan-
dard curve) in muscle and kidney. Antimicrobial activity was not found in
liver, kidney or muscle samples.

Rabbits (three males and two females) approximately 7 weeks old weighing
1.06-1.46 kg each were fed, ad libitum, a commercial diet containing avil-
amycin at a nominal concentration of 125 mg/kg feed (equal to 7.7 mg/kg bw
per day) for 7 consecutive days. At the end of the 7-day exposure period,
animals were euthanized at zero withdrawal time. Samples of liver, kidney,
muscle and fat were collected and analysed using the LC-MS/MS method for
DIA developed for pig tissues and whose applicability was demonstrated for
rabbit tissues. The residues at zero withdrawal time were very low in liver
and kidney (93—-145 and 228-352 pg avilamycin equivalents/kg tissue, re-
spectively) and below 28 pg avilamycin equivalents/kg tissue (lowest point
on the standard curve) in muscle and fat. Antimicrobial activity was not found
in liver, fat, kidney or muscle samples.

For considering MRL values, it is necessary to estimate a ratio of marker
residue (DIA) to total residues. For pig liver, available data indicate a ratio
of 0.5. For the other pig tissues and the other species, this ratio could not be
established on an experimental basis owing to the low or non-detectable
residue concentrations. A conservative ratio of 0.1 was considered appropri-
ate for recommending MRLs in other species and tissues.

Analytical methods

Analytical methods for the determination of avilamycin in pig and chicken
tissues (muscle, skin/fat, liver and kidney) have been developed. The appli-
cability of these methods to turkey and rabbit tissues was demonstrated.
Avilamycin and/or its metabolites containing DIA were extracted from
homogenized tissues and hydrolysed to release DIA. The DIA concentration
was measured by gradient high-performance liquid chromatography (HPLC)
using negative-ion electrospray ionization mass spectrometry (ESI-MS)
and converted to avilamycin equivalents by multiplying the determined DIA
concentration by the molar ratio of avilamycin to DIA (5.6).
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The method was validated by the sponsor at three concentrations for all tissues
in all species. The sponsor adopted the LOQs as the minimum concentrations
in fortified samples that were shown to satisfy the criteria for recovery and
precision.

The Committee reconsidered the data supplied and calculated the LOQs con-
sidering the representative chromatograms of the extracted fortified samples
for pigs and chickens and using the criterion of signal to noise ratio equal to
10. The LOQs expressed as DIA determined for pigs are 24, 22.4, 3.3 and
10 pg/kg for muscle, skin/fat, kidney and liver, respectively. The LOQs
expressed as DIA determined for chickens are 18.8, 18.7, 22.4 and 30.4 pg/kg
for muscle, skin/fat, kidney and liver, respectively.

Maximum residue fimits

The following data have been taken into account in recommending MRLs for
avilamyecin:

— A toxicological ADI of 0-2 mg/kg bw was established, which is equiv-
alent to a daily intake of 0-120 mg for a 60-kg person.

— Avilamycin is poorly absorbed and extensively metabolized.

— Metabolism studies are available in rats and pigs. No metabolism data
are available for chickens, turkeys or rabbits.

— DIA was selected as the marker residue.

— Residue concentrations of the marker residue were not quantifiable or
detected in muscle, skin/fat or kidney in pigs and chickens at a with-
drawal time of O h or greater. Low residue concentrations were present
in liver of all species studied in the first hours post-treatment, but were
not quantifiable or detected after 24 h withdrawal,

— For pig liver, a ratio of marker residue to total residue of 0.5 has been
established. For the other pig tissues and the other species, the ratio could
not be established on an experimental basis owing to the low or non-
detectable residue concentrations. A conservative ratio of 0.1 was
adopted.

— No microbiologically active residues were detected in edible tissues of
pigs, chickens, turkeys or rabbits.

— A validated routine analytical method for the determination of the marker
residue in edible tissues of pigs, chickens, turkeys and rabbits is
available.
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—— A conservative estimate of approximately 10 x LOQ expressed as DIA
was used to recommend MRLs for chickens. Pig MRLs have been har-
monized with chicken MRLs. Chicken MRLs may be extended to turkeys
based on similarity between the species. For rabbits, MRLs may be har-
monized with those for minor species.

The recommended MRLs are expressed as the marker residue DIA. Rounded
values are 200 pg/kg for muscle, 200 pgrkg for skin/fat, 200 pg/kg for kidney
and 300 pg/kg for liver for pigs, chickens, turkeys and rabbits.

The EDI was not estimated because of insufficient data points with which to
calculate the median values of residues (low quantities of residues or absence
of quantifiable residues).

Using the model diet and avilamycin equivalents, the recommended MRLs
would result in a daily intake of 5.3 mg of avilamycin, which represents
approximately 4% of the upper bound of the ADI.

A residue monograph was prepared.
Dexamethasone

Explanation

Dexamethasone is a fluorinated glucocorticosteroid and a potent anti-
inflammatory agent used frequently for treatment of inflammatory processes
and primary ketosis in domestic food-producing animals. Dexamethasone
was evaluated at the forty-second and forty-third meetings of the Committee
(Annex 1, references /0 and 113). At the forty-second meeting, the Com-
mittee established an ADI of 0-0.015 pg/kg bw for dexamethasone and
recommended the following temporary MRLs: 0.5 pg/kg for muscle, 2.5 pg/
kg for liver and 0.5 pg/kg for kidney, expressed as parent drug, in cattle and
pigs; and 0.3 ug/l for cows’ milk, expressed as parent drug. At its forty-second
meeting, the Committee noted that dexamethasone undergoes extensive
metabolism. However, it also noted that the metabolites did not exhibit any
biological activity and consequently proposed dexamethasone as the marker
residue. The MRLs were designated as temporary because an adequate
method to determine compliance with the MRL was not available, At the
forty-third meeting, the same temporary MRLs were recommended for horses
as were recommended at the forty-second meeting for cattle and pigs. At the
fiftieth meeting (Annex 1, reference /34), the Committee reviewed docu-
mentation on an HPLC-MS method in tissue and milk, Selectivity was not
judged adequate because of the partial coelution of betamethasone (16B-
isomer); unambiguous identification of dexamethasone was considered to be
difficult. Large variation in detector response was reported to occur during
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analysis. Calculaticn of quantitative results in incurred samples may not be
accurate, because nonspecific interferences are encountered occasicnally.
The Committee concluded that the method did not meet the required perfor-
mance criteria for identification and quantification of incurred residues in
tissues and milk.

Two sponsors provided three methods for muscle/kidaey, liver and milk.

At the 17th Session of CCRVDF (7), a request for MRL recommendations
in cattle (tissues, milk), horses (tissues) and pigs (tissues) was raised.

Analytical methods

LC methods based on ultraviolet (UV) detection were considered unsuitable
for residue analysis at sub-microgram per kilogram (or sub-microgram per
litre) concentrations. Methods based on GC-MS (negative chemical ioniza-
tion) after dexamethasone oxidation are no longer used. LC electrospray
(positive or, better, negative mode) MS metheds are preferred because they
provide better sensitivity and specificity. The analytical method for muscle
and kidney from cattle consists of one common procedure using LC-MS/MS
(ESI+); sample preparation was performed using two solid-phase extraction
(SPE) purification steps. The chromatographic method involves gradient elu-
tion using a reversed-phase column. No mention of the use of any internal
standard is provided for muscle and kidney. The analytical method for liver
and milk from cattle consists of two different procedures using LC-MS/MS
(ESI); sample preparation was performed using one SPE purification step.
The chromatographic method involves isocratic elution using a reversed-
phase column. A chemical analogue (9¢-fluoroprednisolone) was utilized for
dexamethasene identification and quantification.

The validation of the method for muscle and kidney has been conducted with
a target residue level set at 1 jg/kg, whereas the MRL recommended previ-
ously by the Committee was 0.5 pg/kg. The validation of the method for liver
tissue has been performed for a target residue level of 2 pg/kg, whereas the
previous MRL in liver was 2.5 jg/kg. The validation of the method for milk
was performed at a target residue level of 0.3 ug/l, equal to the previously
recommended MRL for milk.

Selectivity has been proved as fitting with the needs; in particular, the efficient
chromatographic separation of betamethasone and dexamethasone was
made possible. The LOQ (defined as the lowest validated level) and limit of
identification were 0.4 pg/kg for both muscle and kidney. The LOQs were
0.15 pg/l for milk and 1 pg/kg for liver. The limit of decision (CCa,! risk

* CCa means the limit at and above which it can be concluded with an error probability of a that
a sample is non-compliant,




o = 5%) and detection capability (CCB,? risk f = 5%) were 1.2 pg/kg and
1.5 pg/kg, respectively, for muscle and kidney. These performances fit the
expectations of a MRL method at 1.0 ug/kg, but are insufficient considering
the MRL as recommended by the Committee at its forty-second and forty-
third meetings. Limits of decision and detection capabilities were 0.45 pg/l
and 0.57 pg/l, respectively, formilk and 2.9 pg/kgand 3.7 pg/kg, respectively,
for liver. These performances have been calculated in reproducibility condi-
tions, which can be considered as conservative. Any laboratory implementing
the methods will characterize an “in-house” decision limit in repeatability
conditions. The CCo would then be significantly closer to the MRL, The same
applies to the CCB. In summary, the performances of the methods are ful-
filling the minimum performance criteria corresponding to dexamethasone
residues in milk and liver at the MRL as recommended by the Committee at
its forty-second and forty-third meetings.

Maxlmum residue limits

In recommending MRLs for dexamethasone, the Committee considered the
following factors:

—— The established ADI is 0-0.015 pg/kg bw, equivalent to 0-0.9 pg for a
60-kg person.

— The marker residue is dexamethasone.
— The appropriate target tissues are liver or kidney and milk.

— A suitable validated routine method was available for monitoring
dexamethasone in bovine milk and liver at 0.3 pg/l and 2.0 pg/kg,
respectively.

— A suitable validated routine method was available for monitoring
dexamethasone in bovine muscle and kidney at 1.0 pg/kg, but not at

0.5 pgrkg.

~ No validated method for horses and pigs was provided or could be found,
but the method provided for cattle tissue is adequate to be extended to
pig and horse tissues.

— Therecommended MRLs are based on the performances of the analytical
methods (2 X LOQ).

On the basis of the above considerations, the Committee recommended the
following MRLs for edible tissues of cattle, pigs and horses, expressed as the

2 CCp means the smallest content of the substance thal may detected, identified and/or quan-
tified in @ sample with an error probability of B,
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marker residue dexamethasone: muscle/kidney, 1.0 ng/kg; liver, 2.0 pg/kg;
and cows’ milk, 0.3 pg/l. Based on these values for the MRLs, the maximum
theoretical intake would be 1 pg/day per person. This would be compatible
with a maximum ADI of 0.9 ug for a 60-kg person, The Committee noted
that at its forty-second meeting, it was concluded that dexamethasone is
rapidly eliminated from muscle and milk and that the probability of exposure
1o residues from these tissues is low.

An addendum to the residue monograph on dexamethasone was prepared.
Malachite green

Explanation

Malachite green (MG) is an N-methylated triphenylmethane dye that is used
mainly industrially for leather, wool, cotton, silk, jute, paper and certain
fibres. For such purposes, large quantities of extremely variable composition
have been produced. About 10-15% of all dyes are lost directly to wastewater
in the dyeing process.

The chemical has been used routinely in some countries in aquaculture since
the early 1930s and is considered by many in the fish industry to be an ef-
fective antifungal and antiprotozoal agent in fish, fish eggs and crayfish. It is
currently registered in some countries for use as a veterinary drug in orna-
mental fish, to which it is applied as a topical antiseptic or to treat parasites,
fungal infections and bacterial infections in fish and fish eggs. It is not per-
mitted in aquaculture of fish destined for human consumption. Reported types
of treatment of fish include dip treatment, flush treatment, sustained culture
treatment and application in feed. Extremely wide ranges of concentrations
and exposure times have been used.

MG in water originating from contamination as a result of its industrial ap-
plications or from its illegal use in aquaculture is efficiently taken up from
the water by fish and distributed to all tissues. MG is metabolically reduced
by fish to the persistent colourless metabolite, lencomalachite green (LMG),
and possibly other, as yet unidentified, degradation products. The rate of ex~
cretion of MG (as LMG) from fish is dependent on the fat content of the fish,
with more LMG being retained in fatty fish than in lean fish. Therefore, when
fish that have been exposed to MG reach the consumer, the amount of LMG
present in the fish is expected to be higher than that of MG, because of its
longer elimination half-life.

MG has not previously been evaluated by the Committee. It was placed on
the agenda of the current meeting at the request of the 17th Session of
CCRVDF (7), which requested JECFA to consider a literature review and




advise if this substance could be supported for use in food-producing animals
(as the available data were probably not sufficient to derive an ADI and
MRLs).

Two risk assessments were provided by national authorities. In addition, a
comprehensive literature search was performed.

Toxicological evaluation

Biochemical data

There is only limited information available on the absorption, distribution,
metabolism and excretion of MG in mammalian species, including humans.
In male and female rats given an oral dose of 2 mg "C-labelled MG/kg bw,
more than 95% of the radioactivity was excreted within 7 days, with more
than 80% appearing in the faeces. No attempt was made to identify any
metabolites. In vitro studies have shown that MG is readily converted into
LMG under anaerobic conditions by a multitude of bacterial species present
in the intestinal microflora from mice, rats, rhesus monkeys and humans.
Therefore, MG that is ingested can be converted to LMG by the intestinal
microflora.

In short-term feeding studies, it was shown that MG is sequentially N-
demethylated to secondary and primary aromatic amines in rats and mice
both before and after reduction to LMG. Analysis of liver extracts from rats
treated with MG by HPLC coupled to atmospheric pressure chemical ion-
ization mass spectrometry (APCI-MS) identified MG, its mono-, di-, tri- and
tetradesmethyl derivatives and MG N-oxide. A small, but measurable,
amount of LMG was also detected. Concentrations of MG and metabolites
increased with increasing dose. Similarly, LMG, demethylated derivatives,
MG N-oxide and demethylated N-oxide derivatives were detected in liver
extracts from rats treated with LMG. A small, but measurable, amount of MG
was also detected.

MG, in contrast to LMG, is highly cytotoxic to bacteria and mammalian cells
in vitro. Studies using mammalian cells showed that MG treatment resulted
in induction of the cytochrome P450 (CYP) mono-oxygenase system, lipid
peroxidation and catalase activity in a concentration-dependent manner.

Toxicological data

Malachite green. In short-term (28 days) feeding studies in rats with doses
ranging from 1 to 120 mg MG/kg bw per day, MG produced haematological
changes (decreased erythrocyte count and haemoglobin and haematocrit
values) and increased the relative liver weight in both sexes. This effect was
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accompanied by increased levels of gamma glutamyl transferase activity in
the blood. Vacuolization of hepatocytes, primarily midzonal and centrilobu-
lar, was observed at the highest dose level tested. The NOAEL was 10 mg
MG/kg bw per day based on haematological changes and effects on the liver,
both of which were seen at 30 mg MG/kg bw per day and higher dose levels.

When rats were dosed with 120 mg MG/kg bw per day for 21 days, there was
a significant increase in the triiodothyronine (T) levels and a significant de-
crease in the thyroxine (T4) levels in the females. Thyroid-stimulating hor-
mone (TSH) was not affected, and no effects were seen in the males.

In a study using male Wistar rats pretreated for 4 weeks with N-
nitrosodiethylamine (DEN), it was shown that administration of MG in the
drinking-water (resulting in daily doses ranging from 1.88 to 7.5 mg/kg bw
per day) for 7 months dose-dependently enhanced the DEN-induced liver
carcinogenicity to a significant extent. Increases in the relative liver weights
and biochemical markers for hepatic preneaplastic lesions and cell cyclereg-
ulatory proteins were noted. A subsequent biochemical study confirmed that
anumber of markers for liver cell proliferation and cell cycle regulation were
altered. The results provided evidence for dysregulation of checkpoints of the
cell cycle as a possible mechanism during promotion of hepatic preneoplastic
lesions by MG.

In a teratogenicity study in rabbits, MG (0, 5, 10 or 20 mg MG/kg bw per day
from gestation days 6 to 18) was reported to produce a dose-related decrease
in weight gain or marked weight loss in the dams and increased incidences
of fetal anomalies (gross, visceral and skeletal) in all treated groups. A
NOAEL could not be established. The lack of consistent dose-response re-
lationships in most of the effects seen in the pups is noteworthy, but might
be due to the very narrow dose range studied. The study was inadequately
conducted and reported, and additional studies would be needed to properly
address the potential of MG to produce reproductive and developmental
toxicity.

Administration of MG and its major metabolite LMG at doses up to 60 and
58 mg/kg bw per day, respectively, for 28 days gave rise to a single liver
deoxyribonucleic acid (DNA) adduct species (or co-eluting adducts) in male
Fischer 344 (F344) rats. Females were not studied. The adduct level increased
significantly as a function of the dose and did not differ between groups ad-
ministered equimolar doses of MG and LMG. In female B6C3F1 mice, doses
up to 90 and 87 mg/kg bw per day for 28 days for MG and LMG, respectively,
also gave rise to a single DNA adduct species (or co-eluting adducts), the
level of which increased as a function of the dose for MG, but only minimally
and borderline for LMG. Thus, in the female mouse, MG produced much
higher adduct levels than LMG at equimolar doses. In contrast, in the female
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Big Blue F344 transgenic rat, LMG at dose levels up to 54.3 mg/kg bw per
day for up to 32 weeks gave rise to a single DNA adduct species, the level of
which increased linearly with the dose.

MG did not produce mutations in the Ames test using Salmonella
typhimurium strains or in Chinese hamster ovary cells (CHO-K1) and pro-
duced DNA damage in the comet assay in CHO-K1 cells only at cytotoxic
concentrations. It did not produce a clastogenic effect in the in vivo mouse
bone marrow micronucleus test and did not increase the occurrence of reces-
sive mutations when tested in the mammalian spot test in mice. In addition,
MG did not induce micronuclei in erythrocytes, mutations in lymphocytes or
(in contrast to LMG) ¢II mutations in liver cells of female Big Biue B6C3F1
transgenic mice administered 67.5 mg MG/kg bw per day for 16 weeks.

It is concluded that although MG DNA adducts have been identified in the
liver of male rats and female mice, the weight of evidence indicates that MG
has no genotoxic potential in conventional in vitro and in vivo assays and did
not produce mutations in the liver of transgenic female mice at the dose levels
applied.

MG was tested for carcinogentcity in female F344 rats fed diets correspond-
ing to daily intakes of 0, 7, 21 or 43 mg/kg bw per day for 2 years. A reduced
body weight gain was observed at the two highest dose levels. There was a
trend in increased occurrence of thyroid gland follicular cell adenoma or
carcinoma, being statistically significant only at the middle dose level.
Hepatocellular adenomas were minimally (but not statistically significantly)
increased at the two highest dose levels, and there was a non-significant trend
m the incidence of mammary gland carcinomas in the treated animals (see
Table 2). The NOAEL for non-cancer effects was 7 mg MG/kg bw per day
based on the reduced body weight gain at the two highest dose levels.

MG was also tested for carcinogenicity in female mice, No increases in
tumour incidences were seen in female mice fed diets corresponding to daily
intakes of 15, 33 or 67 mg MG/kg bw per day for 104 weeks. No effects on
mortality or body weight gain were observed.

Leucomalachite green. LMG was tested in short-term (28 days) feeding
studies in female B6C3F1 mice at doses ranging from 43.5 to 174 mg/kg bw
per day and in male F344 rats at doses ranging from 29 to 116 mg/kg bw per
day. The NOAEL in female mice was 43.5 mg LMG/kg bw per day based on
reduced body weights seen at higher dose levels, All females at the highest
dose level had scattered dead or degenerate cells in the transitional epithelium
of the urinary bladder. When LMG was tested in male rats, increased relative
liver weights were reported for all dose groups, and the animals in the two
highest dose groups had significantly lower body weights. At the highest dose
level, gamma glutamyl transferase activity and phosphorus levels were
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significantly increased, whereas the erythrocyte count, haemoglobin and
haematocrit levels were significantly decreased. Vacuolization of hepato-
cytes, primarily midzonal and centrilobular, was observed at all dose levels.
Apoptotic follicular epithelial cells in the thyroid gland were scen in some
rats at the two highest dose levels. A NOAEL could not be established in

this study.
Table 2
Tumours in F344 female rats administered MG (0, 7, 21 or 43 mg/kg bw per day) for
Y.
2 years
Tumour type Tissue toxicity DNA Genotoxicity/ Other effects
adducts mutagenicity
Liver adenoma Eosinophilic focl A single liver Negative in Promoter of
1/48, 1/48, 5/48, 10/48, DNA adduct conventional tests  DEN-initiated
3/48, 4/48 13/48, 14/48 speciesin and transgenic liver tumours
Historical Necrosis at maleratsand female mice Decreased body
female mice. i |
control: 1 highest dose Positive in comet  welght
adenomain 6  |hcreased assay In CHO cells
studies relative liver al cytotoxic
weight concentrations
Thyroid Cystic follicles 120 mg/kg bw
adenomaand /46, 1/48, 1/47, per day:
carcinoma 3/46 Ts 0 Tal
0/46, 0/48, Thyroid weight Decreased body
3/47, 2/46 was not affected weight
Historical
control: NCTR
1.4% and NTP
0.9%
Mammary Decreased body
carcinoma weight
2/48, 248, 1/48,
5/48
Historical
control 0.7%

NCTR, National Center for Toxicological Research (USA); NTP, National Toxicology Program (USA).

In male rats given 116 mg LMG/kg bw per day for 21 days, there was a
significant increase in the serum TSH levels and a significant decrease in the
Ts levels,

LMG did not induce mutations in any of the tested S. fyphimurium strains and
in Chinese hamster ovary cells (CHO-K 1) and was negative for DNA damage
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in the comet assay in CHO-K1 cells. It did not produce any significant
increase in the /ac/ mutation frequencies or changes in the mutation spectrum
of /acI mutants in female Big Blue rats administered dietary doses up to
54.3 mg LMG/kg bw per day for up to 32 weeks. In addition, no effect was
observed in the liver ¢/T mutation frequency, the AHprt lymphocyte mutant
assay or the bone marrow micronucleus assay in these rats. :

LMG did not induce micronuclei in erythrocytes or mutations in lymphocytes
of female Big Blue B6C3F1 transgenic mice administered 0, 30.6 or 61.2 mg
LMG/kg bw per day for 16 weeks. However, LMG induced c// mutations
with an increased frequency of guanine to thymine (G — T) and adenine to
thymine (A — T) transversions in the liver cells of the female mice at the
highest dose level tested (61.2 mg LMG/kg bw per day).

LMG was tested for carcinogenicity in male and female rats fed diets corre-
sponding to dose levels of 0, 5, 15 or 30 mg/kg bw per day or 0, 6, 17 or
35 mg/kg bw per day, respectively, for 2 years. Mortality was not affected.
Reduced body weight gains were observed at the two highest dose levels in
both sexes. A low, not statistically significant increase in the incidence of
thyroid gland follicular cell adenoma or carcinoma (2-7%) was seen
in both sexes. There was no significant effect on the incidence of hepatocel-
lular adenomas in the rats fed LMG. The mammary gland adenoma or
carcinoma incidence in female rats was 0/48, 2/48, 3/48 and 4/48 at 0, 6, 17
and 35 mg/kg bw per day, respectively. The NOAEL for non-cancer effects
was 5 mg/kg bw per day based on the reduced body weight gains seen at the
higher dose levels.

In female mice fed diets corresponding to intakes of 0, 15, 31 and 63 mg
LMG/kg bw per day for 104 weeks, the only finding was a dose-related trend
in increased incidence of hepatocellular adenomas or carcinomas (3/47, 6/48,
6/47 and 11/47, respectively), with the incidence being statistically signifi-
cant in the highest dose group (Table 3).

Table 3

Tumours in B6C3F1 female mice administered LMG (0, 15, 31 or 63 mg/kg bw per day)

for 2 years

Tumour type Tissue DNA adducts - Genotoxicity/mutagenicity
toxicity

Liver adenoma and  No toxicity Liver DNA adduct Negative in conventianal in

carcinoma reported  species only borderline  vitro and in vivo tests and in

3/47, 6/48, in female mice female transgenic rats

6/47, 11/47 A single liver DNA Induced c¢ff mutations in

adduct species seenin  transgenic female mice
male and female rats
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Consideration of mode of action for MG and LMG. The incidences of tumours
in female rats administered MG for 2 years and of tumours in female mice
administered LMG for 2 years are shown in Table 2 and Table 3, respectively,
together with findings related to the possible mode of action.

Both MG and LMG caused a weak, statistically non-significant increase in
the occurrence of thyroid gland follicular cell adenoma and carcinoma inrats.
Short-term (28 days) studies showed an increase in T; and a decrease in T
after MG treatment in female rats, and LMG treatment resulted in an increase
in TSH and a decrease in T, levels. Mechanistic studies in vitro with LMG
showed an inhibition in thyroid peroxidase—catalysed tyrosine iodination.
This would support the view that chronic exposure to MG and LMG could
result in thyroid gland follicular cell tumours through a hormonal, thresholded
mechanism.

The tumour data supporting a treatment-related effect for MG and LMG in
the induction of liver carcinogenicity in rats are not strong, with only the
female rats treated with the two highest doses of MG having a minimally
increased (not statistically significant) occurrence of hepatocellular adeno-
mas. Although a dose-dependent formation of a DNA adduct species was
demonstrated in the livers of F344 and Big Blue rats administered MG or
LMG inthe diet, analyses of liver Jacl and c/I mutants revealed that the mutant
frequencies in LMG-treated rats wete similar to those of control rats and that
the majority of the independent mutations in treated rats were base pair sub-
stitutions, with a mutation spectrum similar to that found for control rats. In
addition, MG did not induce ¢/ mutations in female Big Blue mice. These
data suggest that, in the rat, MG might be promoting spontaneous lesions in
a manner similar to that reported in the studies on initiation/promotion of
hepatic preneoplastic lesions and tumours in male Wistar rats using DEN as
an initiator and MG as a promoter,

However, in female mice fed diets containing LMG for 104 weeks, a dose-
related trend in increased incidence of hepatocellular adenomas or carcino-
mas was reported, with the incidence being statistically significant in the
highest dose group. Although hepatocellular adenomas and carcinomas in
mice often are not considered to originate from a DNA-reactive mechanism
when they are the only induced tumour form, the induction of /7 mutations
in liver cells by a high dose of LMG in female transgenic mice indicates that
a genotoxic mechanism cannot be ruled out. Importantly, the mutation spec-
trum of ¢/I mutations was different from that of the control mice, with a
notable increase in G — T and A — T transversions. A number of studies
have shown that mutagenic aromatic amines produce predominantly such
transversions in Big Blue rodents.
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The Committee noted that LMG produced DNA adduct species, the levels of
which increased significantly with dose, in the liver of male F344 and female
Big Blue rats, but had no carcinogenic effect in the liver of male and female
F344 rats. In contrast, in the liver of female B6C3F1 mice, where LMG in-
duced mutations and tumours, the level of DNA adducts was borderline. This
suggests that the DNA adduct species formed after treatment with MG and
LMG is of low mutagenic and carcinogenic potential. In addition, the induc-
tion of ¢/ mutations by LMG in the Big Blue mouse appears to be tissue
specific, as tumours developed only in the liver of B6C3F1 mice.

Preliminary dietary exposure conslderations

The Committee performed preliminary dietary exposure assessments on the
basis of two different sets of residue data. The first set represented results of
monitoring and surveillance data, and the concentrations found may have
resulted from environmental contamination or from illegal uses. The second
set of data was taken from a well conducted study using MG under realistic
conditions of use in fish of a size ready for human consumption.

For the first approach, the Committee examined a number of reports on mon-
itoring and surveillance data for MG and LMG. Of 3277 samples selected
from these reports, 222 samples were reported positive for MG in the range
from 0.2 to about 600 pg/kg fish muscle. For many of the results, it is not
defined what “malachite green” means (MG, LMG or the sum of both), be-
cause the method was inadequate. However, it is possible that some national
authorities have more detailed data.

It was found that only a subset of the above data had been systematically
collected. These were monitoring data (spanning from 1995 to 2006) pub-
lished in the United Kingdom on the occurrence of MG and LMG in fish
muscle. If both substances were found in a sample, the Committee calculated
the sum. The Committee estimated the mean leve] in the positive samples to
be 30.7 ng/kg fish muscle and the level at the 97.5th percentile to be 138 pg/kg.
Assuming the daily consumption of fish to be 300 g/person, the daily expo-
sure to the sum of MG and LMG can be calculated to be 9.2 and 41 pg/person
atthe mean and 97.5th percentile, respectively. For a 60-kg person, this would
be equivalent to 0.15 and 0.69 pg/kg bw per day for the mean and 97.5th
percentile, respectively.

In the open literature, well conducted residue studies suifable to predict the
concentration—time course of residues of MG in fish are available only for
two species, the rainbow trout (Oncorhynchus mykiss) and the channel catfish
(Ictalurus punctatus). Only for trout were sufficient individual animal data
available to perform a statistical evaluation. The data and the results of the
assessment are described below.
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A study investigating the metabolite profiles and residues of MG in trout
tissues was conducted in trout kept in tanks under tightly controlled condi-
tions. Concentrations in the exposure tanks were maintained at 2 mg/l by a
metering apparatus, using **C-labelled MG (radiochemical purity 98%) stock
solution at 800 mg/l and delivering 10 ml/min of this solution to the tank.

Seventy-two randomly selected trout, each weighing about 350 g, were di-
vided into three groups of 24 fish. Aftera 1-h exposure, the fish were removed
to a depuration tank containing flowing, uncontaminated water. At specific
time intervals during exposure and depuration, two or three trouts were re-
moved randomly from each group, and the concentrations of total radioactive
residue in tissue homogenates as well as the ratioc of MG and LMG concen-
trations in an organic extract were determined. These data were used by the
Committee to calculate the tissue concentrations of MG and LMG for the
intake assessment.

The highest concentrations of residues were found in liver and kidney; how-
ever, for the intake estimates, muscle was used. In skin, there were also
significant concentrations of residues; however, concentrations were not cal-
culated for muscle and skin in natural proportions, as the concentrations in
muscle were higher than those found in skin, and therefore the approachusing
the muscle data was slightly more conservative.

The kinetic data representing the concentrations of MG and LMG over
the time period between the end of the treatment and 505 h were subjected
to statistical analysis using one exponential term on the basis of the natural
logarithms of the residue contents. Depletion half-lives of 28 h for MG and
197 h for LMG were determined. The Kinetic parameters, including the vari-
ance of the data, were used to calculate model intakes for every day of
80 years of a human lifespan, assuming daily consumption of 300 g of fish
muscle. For this purpose, 29 220 approximately log-normally distributed
random numbers were generated for each time point of interest ranging from
the predicted value of the regression line minus 4 times the residual variance
to the same predicted value plus 4 times the residual variance. These calcu-
lations were repeated for a number of assumed slaughter times of the fish,
ranging from 1 h (end of treatment) to 500 h. The results were expressed in
mg MG (LMGYkg of human body weight. The minima, maxima and several
percentiles, including the median of these estimated daily intakes, were cal-
culated. The median was used for an assessment of chronic intake. The
median daily intake of LMG ranged from 7.3 pg/kg bw at 1 hto 0.87 ug/kg
bw at 500 h (Table 4),

The Committee considered that the assumption of consumption of 300 g of
fish contaminated with MG and LMG every day for a lifetime is a highly
conservative assumption. In addition, it was assumed that the concentrations
of MG and LMG would not change during cooking of the fish.




6¢

Table 4

Results of an intake assessment for malachite green and leucomalachite green

Intake (ug/kg bw per day) at various theoretical slaughter times of fish (h)

38 59 92 143 224 349 543 847 1320 2058 3208 500.0
MG .

Lowest intake 02 02 02 01 01 01 01 00 00 0.0 0.0 )
Median intake 17 16 15 13 11 08 05 02 01 0.0 0.0 0.0
PSO 36 34 31 28 23 16 10 05 02 0.0 0.0 0.0
Pg5 44 42 38 34 28 20 13 06 0.2 0.0 0.0 0.0
P97.5 52 50 46 40 33 24 15 07 02 0.0 0.0 0.0
P99 65 61 57 50 41 29 18 08 03 0.0 0.0 0.0
Highest intake 152 142 141 118 98 104 38 20 06 0.1 0.0 0.0

MOE formedian 11128 11225 11540

intake

LMG

Lowest intake
Median intake
P90

P95

Pg7.5

11940 12608 13664 15426 18921 25713 41351 86780 279316 1715561 29143431 2 364 965 091

1.3 15 141 13 12 08 08 08 0.5 0.3 0.3 0.1

74 69 67 64 60 55 48 4.0 3.3 25 1.7 0.8
122 120 11.7 113 107 100 89 7.8 6.4 4.8 3.3 1.7
146 141 138 133 126 117 107 93 7.7 5.8 4.0 2.1
168 164 158 153 145 135 125 11.0 9.1 6.9 46 24




Table 4 (contd)

Intake (pg/kg bw per day) at various theoretical slaughter times of fish (h)

1.0 1.6 24 3.8 5.9 9.2 143 224 349 543 847 1320 2058 320.8 5000
P99 19.7 195 196 19.7 191 189 183 173 16.0 150 134 109 8.3 5.6 30
Highest intake 485 424 360 397 36.2 346 380 389 315 320 303 226 166 143 6.4
MOE formedianintake 2750 2746 2792 2832 29302 2976 3108 3337 3653 4159 4958 6071 8076 12095 22891
Sum
Lowest intake 1.7 1.6 17 14 1.7 1.3 1.4 1.3 1.0 0.8 0.8 0.5 0.3 0.3 0.1
Median intake 9.1 9.1 8.9 8.7 8.5 8.2 7.7 71 6.3 5.3 43 34 25 1.7 0.9
P90 164 164 160 158 154 148 141 129 116 9.9 8.3 6.6 49 33 1.7
P95 194 194 190 190 183 176 167 154 138 12.0 9.9 79 5.9 4.0 2.1
P97.5 225 225 220 220 214 204 193 178 159 140 117 9.3 7.0 46 24
P99 267 264 262 263 252 246 233 214 189 16.8 143 11.2 8.4 5.6 3.0
Highest intake 641 586 571 54.9 50'4, 488 498 487 420 358 323 232 167 14.3 6.4
MOE for median intake 2205 2206 2248 2289 2359 2444 2587 2836 3198 3779 4690 5942 8038 12090 22891

P, percentile.



Evaluation

The Committee first addressed the question of the use of MG for food-
producing animals. There are no conventional studies available on the
absorption, distribution, metabolism and excretion of MG in mammalian
species. Although the available short- and long-term studies point to a
NOAEL in the order of 10 mg/kg bw per day, the study on teratogenicity in
rabbits, albeit of low quality, raises concern regarding the potential develop-
mental toxicity of MG. Because a NOAEL could not be identified, additional
studies would be needed to properly address the potential reproductive and
developmental hazards of MG. In addition, following ingestion, MG is ex-
pected to be extensively reduced to LMG, primarily by the gastrointestinal
microflora, before absorption, and it cannot be ruled out that LMG, the major
metabolite of MG, induces hepatocellular adenomas and carcinomas in
female mice via a mutagenic mode of action. Based on these considerations,
the Committee considered it inappropriate to establish an AD] for MG.
Therefore, the use of MG for food-producing animals cannot be supported.

The Committee thereafter evaluated the safety of residues of MG and LMG
in fish as a result of industrial use and other sources of contamination. The
Committee considered whether it could establish a margin of exposure
(MOE) for non-cancer end-points. In view of the deficient database, the
Committee considered it inappropriate to derive an MOE for non-cancer end-
points for MG and LMG.

In the evaluation of exposure to genotoxic and carcinogenic residues, the
Committee considered the induction of hepatocellular adenomas or carcino-
mas in female mice treated with LMG to be the pivotal effect for the risk
assessment of MG and LMG as contaminants in food. Because there is no
information on the conversion rate of MG to LMG in food, the Committee
considered it prudent to evaluate the sum of MG and LMG in food expressed
as LMG.

For substances that are genotoxic and carcinogenic, JECFA (contaminants)
has suggested using an MOE approach in the risk assessment of unintentional
contaminants (Annex 1, reference /76). The present Committee agreed to this
approach. The MOE is the ratio between a defined reference point on the
dose-response curve for the adverse effect and the human intake of the sub-
stance. As a reference point from the dose-response curve for the pivotal
adverse effect, it was suggested that the BMDL,, which is the lower limit of
a one-sided 95% confidence interval on the benchmark dose (BMDL) cal-
culated for a benchmark response of 10% incidence above the modelled
background incidence, be used.
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The United States Environmental Protection Agency’s benchmark dose
(BMD) software (BMDS) version 1.4.1 was used for modelling the liver
tumour dose-response (hepatocellular adenomas and carcinomas combined)
in the LMG-treated female mice. The following dose-response models were
fitted to the dose—incidence data: gamma, logistic, log-logistic, multistage,
probit, log probit, quantal linear and Weibull models. The BMD and BMDL
values for an extra 10% risk compared with the modelled background inci-
dence (BMD;, and BMDL,y) were estimated by performing 250 iterations.

The BMD,), values from the accepted models ranged from 33.5 to 43.1 mg
LMG/kg bw per day, and the BMDL,, values ranged from 18.5 to 31.2 mg
LMG/kg bw per day. In order to be prudent, the Committee decided to use
the more conservative lower end of this range of values for the evaluation
and, to simplify the calculation, chose a BMDL,, value of 20 mg LMG/kg
bw per day as the reference point for the MOE calculation.

Assuming a daily consumption of 300 g of fish contaminated with MG and
LMG, the estimated exposure to the sum of MG and LMG for a 60-kg person
was 0.15 pg/kg bw per day, expressed as LMG, for the average intake and
0.69 pg/kg bw per day for the high (97.5th percentile) intake. Comparison of
these mean and high-level exposures with the BMDL,, of 20 mg/kg bw per
day indicates MOEs of about 130 000 and 30 000, respectively. JECFA has
previously, at its sixty-fourth meeting (Annex 1, reference 176), considered
MOEs of 10 000 or higher for unintended contaminants (polycyclic aromatic
hydrocarbons and ethy! carbamate from food, excludingalcoholic beverages)
to be of low concern for human health.

The Committee also performed preliminary estimates of the potential expo-
sures in the case that MG had been used to treat fish in aquaculture and the
fish had been subjected to various depletion times. For the median intake, the
sum of MG and LMG was about 9 pg/kg bw per day at the end of the 1-h
treatment period and about 1 pg/kg bw per day after a depletion time of
500 h. Comparison of these exposure levels with the BMDL,, of 20 mg/kg
bw per day indicates MOEs of about 2000 and 20 000, respectively. The
97.5th percentile intakes were about 23 and 2 pg/kg bw per day at the end of
the 1-h treatment period and after a depletion time of 500 h, respectively,
providing MOEs of about 900 and 10 000 (see Table 4).

The current Committee noted the conclusion at the sixty-fourth JECFA and
agreed that MOEs of less than 10 000 for genotoxic and carcinogenic
contaminants indicate a health concern.

A toxicological monograph was prepared.




Residue evaluation

Data on pharmacokinetics and metabolism

Pharmacokinetic studies exhibiting several technical and scientific limita-
tions were performed in rainbow trout. MG was administered through uptake
from the water bath. The heavily vascularized gill was assumed to be the
principal site of MG uptake from solution.

In one of the few well designed and well conducted studies, the pharmacoki-
netics and metabolism of MG in channel catfish were studied after intravas-
cular administration 0£0.8 mgof C-labelled MG. For waterborne exposures,
the initial dye concentration was 0.8 mg/l, and animals were exposed for 1 h.
The channel catfish had body weights ranging from 0.5 to 0.7 kg. For the

collection of blood and urine, the dorsal aorta and urinary bladder were can-

nulated. Tissue distribution was determined after waterborne exposure in
groups of five animals killed at 2, 4, 24, 96, 168 and 336 h. Additional animals
dosed with unlabelled MG were sacrificed after 24 and 42 days. MG and
LMG plasma and muscle concentrations were determined, as well as total
radioactivity.

After intravascular dosing, MG plasma concentrations declined rapidly;
simultaneously, LMG plasma concentrations increased, to reach a peak of
0.88 mg/l 0.75 h after dosing. At this time point, the corresponding concen-
tration of MG was 0.6 mg/l. At 10 h, the concentrations of MG and LMG
were 0.05 and 0.2 mg/l, respectively. The sum of these two compounds
accounted for approximately 70% of the total drug equivalents at each
sampling time.

After waterborme exposure at 21 °C, plasma total radioactivity increased
rapidly. The concentrations of MG and LMG reached 2.77 and 1.56 mg/l,
respectively, at the end of dosing. While MG plasma concentrations de-
creased rapidly after transfer of fish to clean water, LMG plasma concentra-
tions increased to a maximum of 2,36 mg/! 1 h after transfer. Ten hours after
the end of treatment, the MG concentration in plasma had declined to the
LOD of 0.25 mg/l. At this time, the LMG concentration was estimated to be
30 times higher. LMG plasma concentrations were still 0.11 mg/l at day 14
after treatment.

The mean recovery of total radioactivity from muscle of treated fish was
88%. MG and its metabolites were widely distributed and concentrated in
tissue, with the highest total residue concentrations in the excretory tissues
and fat and the lowest in the muscle and plasma. At the end of the exposure
period, MG and LMG concentrations in muscle were 1.18 and 1.45 mg/kg,
respectively. Fourteen days after treatment, concentrations were (.01 and
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0.52 mg/kg, respectively. LMG was quantifiable for up to 42 days in muscle.
Three unidentified metabolites eluting before LMG were detected on the
HPLC system. The sum of the concentrations of these metabolites reached a
maximum of 31.3% of the total residue at 24 h after treatment. The effect of
pH of the exposure solution was studied at pH values of 6, 7 and 8. Uptakes
increased with pH, which may be due to the change in equilibrium concen-

‘trations between MG and its carbinol form and in the rates of conversion of

MG into carbinol.

No systematic metabolism study was available in fish.

Residue data

Eggs and fry. MG accumulates in the eggs of gravid female salmon after
treatment and remaing detectable in eggs and newly hatched fry. Rainbow
trout eggs were treated by repeated flush treatment, at an expected concen-
tration of 1 mg/l of "C-labelled MG, every 3 days for 31 days. A flush
treatment consisted of adding a concentrated solution of MG to an incubation
unit and flushing it through with fresh water, Total radioactivity was deter-
mined in five eggs, and the MG concentration was determined in five other
eggs by HPLC with post-column oxidation and visible light detection. The
pretreatment concentration of radioactivity in eggs and fry increased from
day 0 to day 31 to a concentration of 271 + 42 mg/kg, without reaching a
steady state, and declined to 55 = 11 mg/kg on day 28 after the final treatment.
LMG was the major residue. One more polar unknown compound was found
in addition to the known compound.

Fish. Trout, with an approximate body weight range from 200 to 300 g, were
exposed for 24 h to MG, added in a tank at an initial concentration of
0.2 mg/l. The final MG concentration in water was 0.005 mg/] after 24 h. At
the end of the treatment, the total concentration of MG plus LMG in fish
muscle determined by HPLC was 910+ 243 pg/kg, and the MG concentration
was 86.3 + 54.4 ng/kg. On subsequent days, the concentrations of the parent
drug rapidly decreased according to a biphasic time—concentration curve, and
the between-fish variability increased. The depletion of LMG in muscle
comes closer to a log-linear curve, The concentrations measured in the fatty
tissue were very high, and a very high correlation was found among the fat
content of muscle, the concentration of LMG in muscle and the rate of
depletion of MG-related residues.

Juvenile tilapias (Oreochromis niloticus) (body weight = 24.1 £ 6.8 g) were
exposed to MG at two therapeutic doses (0.1 g/l water for 24 h and 0.2 g/l
water for 1 h). The fish were then transferred into clean water and collected
at different sampling times until 360 h post-exposure. An LC-MS/MS
method with an LOD of 2 pg/kg was used to determine MG and LMG




concentrations in muscle tissue. The highest concentrations of MG and LMG
were 35.6 = 5.8 ng/kg and 32.2 + 17.5 pg/kg, respectively. The MG level
decreased to 0.42 + 0.15 pg/kg within 24 h, whereas LMG was still present
after 120 h at a level of 1.48 + 0.7 pg/kg. After treatment at the lower dose,
the highest average concentrations of MG and LMG were 4.6 + 1.8 pg/kg and
30.6 £ 2.6 ng/kg, respectively. The concentration of the parent MG was
2.0 £ 0.35 pg/kg at 72 h and not detectable 168 h after treatment. Concen-
trations of LMG remained stable between approximately 12 and 72 h after
treatment. At 360 h afier exposure, the average concentration was 3.5 +

2.3 ng/kg.

Analytical methods

Two strategies are currently followed for MG and LMG detection in fish
tissue. The first is based on the measurement of each molecule separately,
and the second is based on measurement of the molecules together after con-
version of LMG into MG by chemical oxidation. Because of the instability
of MG and LMG, particular precautions are taken throughout the protocol
{e.g. amber flasks to prevent photodegradation; antioxidants/reductants and
radical scavengers to avoid redox reactions). MG and LMG are generally
extracted from fish tissue with an acetonitrile-buffer mixture and are then
purified on SPE cartridges. Because of their notable polarities, MG and LMG
are analysed by HPLC (reversed-phase), the mobile phase being based on an
acetonitrile-buffer mixture. MS is the most widespread detection technology
used, because it provides adequate sensitivity and specificity. Ionization is
generally performed by atmospheric pressure ionization (either ESI or APCI
sources), and positive ions are exploited. The signal acquisition—by selected
reaction monitoring—is realized on triple quadrupole or ion trap detector.
Isotope dilution approaches (*Hs-MG and *Cs-LMG) are used for quantifi-
cation of MG and LMG, providing accurate quantification by overcoming
pitfalls mainly due to matrix suppression during ESI. HPLC coupled toa UV
or fluorescence detector has been reported, but it never reached the global
performances of MS. Post-column oxidation (e.g. with lead dioxide) of LMG
to MG is often reported when UV (conversion of the colourless leuco form
into the coloured form) or MS (detection of MG is more sensitive than that
of LMG) is used as a detector. Methods are generally validated according to
internationally recognized requirements. When LC-MS/MS (+ESI) is used,
decision limits (CCe!) are in the 0.1-1.0 pg/kg range, and detection capabil-
ities (CCPB?) are in the 0.2-2.0 ng/kg range. There is good linearity of the

1 CCa means the limit at and above which it can be concluded with an error probability of a that
a sample is non-compliant.

2 CCP means the smallest content of the subslance that may detected, identified andfor quan-
lified in a sample with an error probability of .
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response in the range 0.5-10 ug/kg on triple quadrupoles or ion trap detectors,
especially when labelled MG and LMG are used as internal standards.

Main issues with the analytical technique concern the recovery of MG/LMG
from the sample and their stability throughout the analytical process. The
recovery of MG in tissue may be improved by the development of high-
pressure solvent extraction techniques and/or enzymatic/chemical digestion
of the tissue. Dramatic degradation is reported at room temperature for
MG, and MG and LMG recoveries are strongly affected by freeze—
thawing cycles. LMG is not the end-point of MG degradation; indeed, N-
demethylation, hydroxylation and cleavage of the conjugated structure lead-
ing to benzophenone derivatives have been described. More than 20
transformation products have been identified. These reactions occur both in
living fish organisms during enzymatic action and also during photo-
oxidative degradation. Some identified degradation products in incurred
rainbow trout are N-demethyl-MG, N,N-didemethyl-MG, N-demethyl-LMG
and N,N-didemethyl-LMG. These derivatives were found to represent about
20% of the total concentration of MG residues. Degradation products of MG
and LMG might be prevented or at least reduced during sample preparation
by addition of ad hoc antioxidant agents to the analytical matrix.

Maximum residue limits
MRLs for MG and LMG could not be recommended by the Committee.
A residue monograph on MG and LMG was prepared.

Melengestrol acetate

Explanation

Melengestrol acetate (17¢-acetoxy-6-methyl-16-methylene-4,6-pregnadiene-
3,20-dione; MGA) is a synthetic progestogen that is active after oral admin-
istration. It is administered as a feed additive to female beef cattle (heifers)
to improve the efficiency of feed conversion, promote growth and suppress
estrus, The range of approved doses is 0.25-0.50 mg/heifer daily, and it is
fed for the duration of the fattening/finishing period, usually 90-150 days.

MGA has been reviewed previously by the Committee at its fifty-fourth, fifty-
eighth, sixty-second and sixty-sixth meetings (Annex 1, references /46,
157,169 and 781). An ADI of 0-0.03 ug/kg bw was established at the fifty-
fourth meeting of the Committee. MRLs were initially recommended at the
fifty-fourth meeting of the Committee and subsequently reconsidered at the
sixty-second and sixty-sixth meetings based on new metabolism studies that
identified specific metabolites and determined their progestogenic activity




relative to that of MGA. The sixty-sixth meeting recommended MRLs of
18 pg/kg in fat, 10 pg/kg in liver, 2 pg/kg in kidney and 1 pg/kg in muscle
tissue of cattle. These MRLs are expressed as MGA equivalents and cover
both MGA itself, as the marker residue, and its metabolites. The biological
activity of the metabolites (non-MGA fraction of the tissue residues) was
converted to MGA equivalents, taking into account their known, lower pro-
gestogenic activity and converting the marker residue to total residue, based
on the fraction attributable to marker residue in each of the relevant tissues.
The analytical methods were extensively reviewed at the fifty-eighth meeting
of the Committee, at which time the Comumittee noted that the available
HPLC-MS method submitted by the sponsor was suitable to measure residues
in food animal tissues.

At the 17th Session of CCRVDF (7), CCRVDF recommended that MGA be
reconsidered based on a commitment of new scientific data on toxicity and
hormonal effects to be provided by the European Commission, including
reference to the specific issues to be addressed. Scientific datahave now been
submitted by the European Commission, comprising a number of papers
published in the scientific literature or submitted as unpublished original
research reports to the European Commission between 1996 and 2007.
JECFA was asked to reconsider MGA taking into account the more recent
data on analytical methods, measurement of residues in tissues, toxicity and
hormonal effects of MGA.

In the covering letter included in the European Commission submission, the
Committee was asked in particular:

* To reconsider important end-points, such as the effects on pre-pubertal chil-
dren (and other subpopulations that may be exposed) on the immune system,
endocrinological effects etc.

*» To discussdataindicating thathormones do not only act viahormone-mediated
receptors but other mechanisms (e.g. direct and indirect genotoxic effects).

* To re-calculate the data from residues in meat from animals treated with these
hormeones for growth promotion purposes and to take into account data coming
in particular from improved analytical capacitics.

* To describe preciscly what authorised use of good practice of use of the vet-
erinary drugs it considers appropriate in the cvaluation'and their respective
impact on potential exposure and risk estimate.

These issues were considered by the Committee at its present meeting, taking
into account relevant earlier information as well as the submitted data. The
Committee also searched the literature for any new publications on MGA
since its last toxicological review in 2000 (Annex 1, reference /46). The
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majority of the papers and reports submitted by the European Commission
concerned actions of hormones or substances with hormone-like activity in
general. There is only limited new or additional information on MGA itself,
covering developments in analytical methods for residue analysis, further
information on plasma concentrations of MGA and MGA residues in tissues
of heifers, the mode of action of MGA in accelerating onset of puberty in
heifers, lack of effect of MGA in bulls, further in vitro studies on interactions
of MGA with hormone receptors and downstream effects, pathological
effects in zoo animals with long-term contraceptive MGA implants, and
effects of prenatal, juvenile and adult exposure to MGA in rabbits.

The main focus of this re-evaluation is on MGA itself. The Committee did
not consider it necessary to review the considerable amount of information
that is now available from studies on experimental animals, wildlife and
humans concerning the possible effects of a wide range of hormonally active
chemicals on development, physiological function and disease (endocrine
disrupter effects), as a number of general reviews have addressed these issues.
Thisre-evaluation of MGA is predicated on an understanding that the present
state of the science provides strong evidence for effects of endocrine dis~
rupters in laboratory animals. However, while there are serious concerns for
wildlife and human health effects, the causal links between exposure and
endocrine disruption in these populations remain unclear. As others have
pointed out, attempting to relate events during fetal and neonatal life to sub-
sequent function and adult disease is an exceedingly difficult chajlenge for
epidemiology. The Committee also noted that there is still no consensus in
the scientific community as to whether low-dose exposures to endocrine dis-
rupters cause adverse effects in humans.

Since MGA has both progestogenic and glucocorticoid activity, the
Committee gave specific consideration to background data on the possible
role of progesterone and interactions of progestogens with progesterone re-
ceptors in development and disease and to the possible influence of giuco-
corticoids on immune function. The Committee noted that while MGA
undoubtedly has been shown to have hormonal activity, as demonstrated by
in vitro experiments and in vivo studies in laboratory animals and treated
cattle, an important consideration in the risk assessment is whether human
exposure to residues in meat at the upper bound of the ADI (0.03 pg/kg bw)
would be expected to have any effect.

Toxicological evaluation

The progestogenic activity of MGA in humans was reviewed by the
Committee in 2000 (Annex I, reference /47). Steroid receptor specificity and
relative binding activity of MGA and its four major metabolites were also




reviewed by the Committee in 2004 (Annex 1, reference 169), when it
was concluded that MGA and its metabolites exert their biological action
primarily as progestogens and secondarily as glucocorticoids, with no an-
drogenic or estrogenic activity at relevant physiological concentrations. The
Committee noted in 2004 that the most potent progestogenic metabolite of
MGA, 2B-hydroxy-MGA, had a potency of only 12% compared with that of
MGA itself. In the present evaluation, additional in vitro studies on proges-
terone receptor binding affinity were reviewed, and they are consistent with
the previous data. Overall, the studies indicate that the relative progesterone
receptor binding affinity of MGA is greater than that of progesterone by
around 5- to 11-fold, depending on the assay, whereas the metabolites of
MGA have lower affinities than progesterone.

The first area the Committee was asked to reconsider was the important
toxicological end-points in relation to particular subpopulations that may be
exposed. The Committee considered the hormonal activity profile of MGA
in relation to prenatal and postnatal development, genotoxicity, cancer and
immunotoxicity. Potential pharmacological and toxicological effects have
been considered.

The Committee noted that many of the general concerns that have been
expressed concerning the possible effects of endocrine disrupters on fetal and
child development relate to estrogenic, androgenic and anti-androgenic
activity of substances. MGA is not considered to show estrogenic activity in
vivo and has estrogenic activity only at high concentrations (nanomoles to
micromoles per litre) in vitro. In this regard, the Committee noted that many
of the data submitted by the European Commission referred to the known or
possible effects of estrogens, which are not considered relevant for MGA.
Nor is MGA considered to have anti-estrogenic activity, from its lack of ac-
tivity in the human breast cancer cell line, MCF-7 cells, or (anti)-androgenic
activity, from its lack of binding to the androgen receptor.

Concerning progestogenic activity, one way of assessing whether exposure
to residues of MGA and its metabolites in meat would have any effect in
adult humans is to compare the pharmacological activity of progestogenic
steroids that are structurally related to MGA, as was also done earlier by the
Committee (Annex 1, reference /47). MGA has not been used in human
therapeutic medicine, but the closely related compounds megestrol acetate
(MA) and medroxyprogesterone acetate (MPA) are, or have been, used in
human contraception and for the treatment of endometriosis and cancer
(breast, endometrium, ovary, testis). The amounts of MA or MPA used orally
in endometriosis and cancer therapy are in the range of 30-800 mg daily. The
amounts of MPA used orally for contraception are lower, in the range of
2.5-10 mg/day, whereas contraceptive doses of MA have been reported to be
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in the range of 0.35-0.5 mg/day. MGA has been estimated to be less potent
than MA, based both on inhibition of menstruation in estrogen-primed
women and on alteration of cervical mucus. The relative binding affinity of
MPA to the bovine progesterone receptor, compared with that of proges-
terone, is 223%, whereas that of MGA is 526%. Data from humans and
laboratory animals indicate that MGA is about 4 times more potent than MPA
with respect to activity on the endometrium. This information, together with
that on the lowest pharmacologically active doses of MPA in the range of
2.5-10 mg daily, suggests that amounts of orally ingested MGA in humans
would need to be of the order of 0.5 mg/day (8 pg/kg bw for a 60-kg person)
or more to exert any discernible pharmacological effect. This is supported by
limited data showing that 7.5 or 10 mg MGA/day, but not 5 mg/day, delays
the onset of menstruation in regularly ovulating women, and that 2.5 mg
MGA/day induces withdrawal bleeding in estrogen-primed amenorrhoeic
women. Ingestion of MGA at the level of the upper bound of the ADI
(1.8 pg/day for a 60-kg person) would be around 300-fold below 0.5 mg/day,
the estimate of the minimal or no-effect level foralteration of menstrual cycle
hormones and endometrial effects of MGA in women. The ADI for MGA is
derived by application of an uncertainty factor to the minimally effective
progestogenic dose of 5 pug MGA/kg bw per day affecting the menstrual cycle
in cynomolgus monkeys, which appear to be the most sensitive species.

Data on the role of progesterone during embryonic and fetal development
and on development of the reproductive tract in particular are sparse in
comparison with the information that is available on estrogenic, androgenic
and anti-androgenic substances. Although there are laboratory animal studies
and occasional human case-reports of adverse effects of prenatal or perinatal
exposure to high doses of progesterone and other progestogens, data from
human trials on the use of progestogens in pregnancy (e.g. to prevent spon-
taneous abortions) do not provide any evidence of adverse effects on the
embryo, fetus or young child.

Data on the effects of MGA on the immune system are limited, and no new
information was submitted. The information reviewed by the Committee in
2000 (Annex 1, reference /47) indicated that there are measurable effects on
adrenal gland size, cortisol secretion and susceptibility to infection in cattle
given 0.5 mg MGA/day in the feed. Data from clinical trials in humans given
MGA indicated that 10 mg/person (167 pg/kg bw) was without any effect on
adrenal hormonal responsiveness, a NOEL that is at least 10 000 times higher
than the exposure would be at the upper bound of the ADI (0.03 pg/kg bw).
These exposure and dose considerations indicate that any indirect effect of
MGA through glucocorticoid alteration of the immune system is unlikely.
The Committee also noted that in the mammalian repeat-dose studies
considered in its previous evaluation, immune system parameters, such as
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serum cortisol, leukocyle counts, and adrenal, thymus and spleen weights,
were affected by MGA only at doses of 50 pg/kg bw per day or more.
Similarly, in three special studies on immunotoxicity in the rat, also consid-
ered in the previous evaluation, MGA showed immunosuppressive activity
only at doses of 5 mg/kg bw per day or more. Overall, the data show that the
effects of MGA on immune system parameters are apparent only at doses that
are 6600 times higher than the dose at which MGA is considered {o have
minimal progestogenic activity in humans (8 ug/kg bw).

The second area the Committee was asked to consider concerned the data
indicating that hormones may act not only by interaction with hormone
receptors and the consequent downstream effects, but also by other mecha-
nisms, such as direct or indirect genotoxic activity. This is an important
question, because it raises the possibility that adverse effects such as cancer
might be incurred through toxic modes of action that are without a discernible
threshoid.

The Committee noted that in 2000 it had reviewed a comprehensive set of
genotoxicity tests on MGA itself, including in vitro tests on gene mutation
in bacteria and mammalian cells, unscheduled DNA synthesis in rat hepato-
cytes and single strand breaks in mammalian cells and an in vivo test for
micronucleus formation in mouse bone marrow. The results were all negative,
and the Committee had concluded that MGA was not genotoxic (Annex 1,
reference /47). New data on genotoxicity submitted for the present evaluation
have shown that MGA does not induce gene mutations or micronuclei in
mammalian cells in vitro, nor does it induce /ac/ mutations in E. coli. A review
published in 2004 on the genotoxicity of hormonal steroids showed that
the majority of progestogens are not genotoxic. However, some progestogens
that are structurally related to MGA, sharing the 17-hydroxy-3-oxo-pregna-
4,6-diene structure, do have genotoxic potential. Since the genotoxic profile
of MGA itself is uniformly negative, it appears to differ from some of those
with which it shares a structural similarity. The Committee reaffirmed its
previous view that the data on MGA show that it is not genotoxic. Thus, there
is no evidence that MGA would increase the risk of cancer by a genotoxic
mechanism.

However, progesterone, after binding to progesterone receptors and trigger-
ing downstream gene expression, clearly plays a role in, for example, human
breast development and progression of some types of breast cancer. The
Committee also recalled that several long-term studies in mice, reviewed in
its previous evaluation, showed dose-related increases in the incidence of
mammary adenocarcinoma, but that mechanistic studies had shown that the
effect was attributable to promotion caused by stimulation of prolactin
secretion, with a NOEL for mammary tumorigenesis of 0.5 mg/kg bw per day.
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Epidemiological evidence both from combined estrogen—progestogen ther-
apy and from combined estrogen—progestogen hormone replacement therapy
shows that the addition of the progestogen confers a small, but significant,
increase in the risk of breast cancer, which is greater than that in users of
estrogen alone. Since duration of exposure is a significant risk factor for breast
cancer in women taking combined oral contraceptives or combined hormone
replacement therapy and the increase in risk for breast cancer is largely con-
fined to current or recent users, this also suggests that the progestogenic
component is acting more as a promoter than as an initiator of cancer, which
is consistent with a non-genotoxic mode of action, Although the increase in
risk of breast cancer is seen in association with pharmacologically active
doses of progestogen, the doses used are such that the data do not allow no-
effect levels for the increase in risk to be established. However, exposure to
MGA from residues in meat is several orders of magnitude lower than the
pharmacologically active doses of a progestogen that would elevate the risk
of breast cancer. Given the involvement of progesterone receptors in the car-
cinogenic effects of progestogens, there should be no increase in the risk of
cancer at exposure levels below those that activate progesterone receptors in
vivo in humans. An additional consideration is that absorption of low con-~
centrations of MGA present as residues in meat would be followed by
extensive and rapid metabolism in the liver and that the metabolites of MGA
have less binding affinity for progesterone receptors than progesterone itself.
The Committee also noted that very young infants, in whom metabolizing
capacity is not fully developed, would not be consuming meat or other animal
tissues in which MGA residues may be present.

It can be concluded that progestogens do not have a carcinogenic effect on
the uterus, since 2ll the available clinical and epidemiological data show that
progestogens oppose the hyperplastic effect of estrogens in the endometrium
and reduce the likelihood of endometrial cancer in women also exposed to
exogenous estrogens. Use of combined estrogen—progestogen oral contra-
ceptives reduces the risk of ovarian cancer and increases the risk of cervical
cancer, whereas the data from use of combined estrogen—progestogen hor-
mone replacement therapy are inadequate for evaluation with respect to these
two cancer sites. The influence of the progestogen component with respect
to these two cancer sites has not been separately analysed.

The fourth area the Committee was asked to consider was the authorized uses
according to good practice in the use of veterinary drugs that it considers
appropriate in the evaluation and their respective impact on potential expo-
sure and risk estimates. Good practice in the use of veterinary drugs is the
official recommended or authorized usage, including withdrawal periods,
approved by national authorities of veterinary drugs under practical condi-
tions (3). In line with established practicein JECF A, when assessing exposure




to residues and risk, the Committee considers only maximum residues from
approved treatments. In the case of MGA, the Committee considered only
the approved use in heifers at the recommended dose range of 0.25-0.5 mg/
heifer per day for recommending MRLs. The Committee did note that in the
case of MGA, which is added to the feed, if the level of addition increases to
3 times the maximum recommended dose of 0.5 mg/heifer per day, then the
hormonal activity profile changes, and the desired effect (growth promotion)
does not occur.

Evaluation

In reaching its conclusions, the Committee considered not only the data on
MGA from its previous toxicological evaluation in 2000 and the few new
studies on MGA that have been published or submitted since then, but also
more general information on the role of progestogens in human reproduction,
prenatal and child development, and cancer. The issue of immunotoxicity
was also revisited. The Committee noted previously that MGA has both pro-
gestogenic and glucocorticoid activity, and that both earlier and new data
confirm these as the principal hormonal activities of MGA, with only weak
estrogenic activity shown at relatively high concentrations in vitro.

There are no data on plasma concentrations of MGA following human dietary .

exposure. However, based on the comparative data considered in the
Committee’s previous evaluations (Annex 1, references /46 and /69) show-
ing similarities in absorption and metabolism of MGA among cattle, rats,
rabbits and humans, it can be estimated that the plasma concentration in
humans after ingestion of 0.03 pg/kg bw (equivalent to the upper bound of
the ADI) would be around 0.5-1 pg/ml. This is some 4000-fold below the
minimum concentration necessary to stimulate proliferation in the human
breast cancer cell line, MCF-7 cells, which is a sensitive indicator of estro-
genic activity. In addition, a study in rabbits found concentrations of MGA
in plasma in the low nanogram per millilitre range following an oral dose of
0.5 mg/kg bw. This is in the same range as the minimum concentration of
MGA necessary to produce effects on the estrogen receptor in MCF-7 cells.
Given that the dose in this study was some 17 000-fold greater than the max-
imum intake of humans exposed to residues in meat, assuming consumption
at the upper bound of the ADI, even allowing for the uncertainty introduced
by species differences (rabbit versus human), it is highly unlikely that dietary
residues of MGA will have any estrogenic effects in humans consuming meat
from animals treated with this drug. The Committee also noted that MGA is
devoid of genotoxic activity both in vitro and in vivo; thus, non-thresholded
mechanisms of carcinogenicity are unlikely to play any role.
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Concerning progestogenic activity, there is a small, but significant, increase
in risk of breast cancer in humans exposed to progestogens in the form of
combined estrogen—progestogen oral contraceptives or hormone replacement
therapy, and the evidence suggests that the progestogenic component is acting
more as a promoter than as an initiator of cancer. On the basis of comparative
estimates of progestogenic activity, the exposure to MGA and its metabolites
from residues in meat consumed at the upper bound of the ADI is 200-300
times lower than these pharmacologically active doses and below a dose that
would produce any measurable effect on progesterone receptors. Although
MGA causes mammary tumorigenesis in the mouse, this is attributable to
stimulation of prolactin secretion having a promoter activity, and there is a
clear NOEL of 0.5 mg/kg bw per day for this effect. This NOEL is more than
15 000 times higher than the exposure would be at the upper bound of the
ADI. The Committee therefore concluded that residues of MGA and its
metabolites would be unlikely to have any influence on the development of
breast cancer.

Concerning glucocorticoid activity and effects on the immune system, there
is no new information. However, the Committee noted that the NOEL for
adrenal hormonal responsiveness to MGA in humans is at least 10 000 times
higher than the exposure would be at the upper bound of the ADI. Similarly,
the NOEL for immunosuppressive activity is at least 1000 times higher than
the exposure would be at the upper bound of the ADI.

The Committee concluded overall that the new data do not provide any basis
to reconsider the ADI. Human exposure to residues of MGA and its metabo-
lites in meat, resulting from the use of MGA as a feed additive in cattle ata
daily dose of 0.25-0.5 mg/heifer, would be unlikely to have any adverse
effects on adults, children, the embryo or the fetus.

A toxicological monograph was prepared.

Residue evaluation

The Committee was asked to recalculate the data from residues in meat from
animals treated with hormones for growth promotion purposes and to take
into account data in particular from improved analytical methods. As MGA
was the only hormone for growth promotion purposes on the agenda, esti-
mates of exposure are provided only for MGA.

Analytical methods

In the submission of new scientific data, references to two analytical methods
were included (9, 10). The analytical method reported by Daxenberger et al.
(9) consists of two procedures—one for liver, kidney and muscle using




HPLC-MS and one for fat using GC-MS. The analytical method reported by
Hageleit et al. (10) is an enzyme immunoassay (E[A) screening method. In
both publications, the authors indicated that the methods had been validated
based on the European Commission criteria (1 7). The fifty-eighth meeting of
the Committee (Annex 1, reference 157) reviewed these methods in its report
as well as an analytical method provided by the sponsor. A review of the open
literature did not reveal any additional validated methods for MGA suitable
for regulatory use at the recommended MRLs. A comparison of the perfor-
mance of the three analytical methods is provided in Table 5.

Table 5

Comparison of method performance for residues of MGA in bovine tissues

Authors, year (reference)

Assay system Tissues LOD (pg/kg) LOQ (pg/kg)

Merritt & Hamyrick, 2001 (72) HPLC-MS Fat 0.42 1.0
‘ Liver 0.38 0.89

Daxenberger etal., 1999 (9)  HPLC-MS Kidney ND 1.0
Liver 1.0

Muscle 0.5

GC-MS Fat 5.0

Hageleit et al., 2001 (10) EIA Fat 0.4 2.0
Muscle 0.05 01

ND, not determined.

Evaluation

The Committee concluded that the HPLC-MS and GC-MS methods are suit-
able for determination of MGA residues in food animal tissues and that the
EIA method may be used as a screening method for detection of MGA
residues in food animal tissues. The sponsor’s method (/2) demonstrated the
same LOD and LOQ as the two methods submitted for the Committee’s
review.

No residue data were provided in the Daxenburger et al. (9) or the Hageleit
et al. (J0) publication. An estimate of residue exposure for MGA was
made using United States Department of Agriculture (USDA) publicly avail-
able residue data for 2004-2006 and an analytical method with an LOQ of
10 pg/kg (13) in fat tissue. A total of 986 samples of fat tissue from heifers
collected over a continuous 36-month time period using a statistically de-
signed sampling programme were analysed. Heifers account for, on average,
approximately 7% of total meat and poultry production in the USA. Most
animals are raised as feedlot animals and are expected to be rather uniform
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in production treatments. Results indicated that no samples had residues at
or above the recommended MRL of 18 pg/kg for fat tissue. Sixty samples
had quantifiable values, with a median residue concentration of 11 pg/kg and
a highest residue concentration of 17 pg/kg. The remaining 926 samples were
reported as below the LOQ. Assuming exposure using the median value of
11 pg/kg for the 60 quantifiable residues and applying the food basket value
of 50 g for fat, exposure to MGA residues would be 0.55 ug/day or approx-
imately 30% of the upper bound of the ADI. Using the median exposure to
MGA residues for all samples, again applying the food basket value of 50 g
for fat, the median residue level would be approximately 5 pg/kg, assuming
that all residues are one half the LOQ (10 pg/kg) of the USDA method. This
would result in an exposure of 0.25 pg/day, equivalent to approximately 14%
of the upper bound of the ADI.

An addendum to the residue monograph was not prepared.
Monensin

Explanation

Monensin is a polyether carboxylic ionophore antibiotic produced by
Streptomyces cinnamonensis. The sodium salt is a mixture of four analogues,
A, B, C and D, which are produced during fermentation, with monensin A
being the major component (98%). Depending on the method of purification,
monensin can exist in mycelial, crystalline and recrystallized forms. It is used
for the treatment of coccidiosis in poultry (chickens, turkeys and quail) and
ruminants (cattle, sheep and goats). Monensin is also used to control ketosis
and bloat in cattle and as a growth promoter feed additive in cattle and sheep.
Monensin is mainly effective against Gram-positive bacteria. Monensin is
not used in human medicine and was therefore not classified as a critically
important antibiotic for humans by the 2007 WHO expert meeting on cate-
gorization of critically important antimicrobials for human medicine for the
development of risk management strategies to contain antimicrobial resis-
tance due to non-human antimicrobial use (/4). Monensin acts by interfering
with ion flux across bacterial membranes, causing reallocation of bacterial
energy resources to maintaining cellular pH and ion balance rather than
growth and reproduction. Effects on feed conversion efficiency may arise
from the ability of monensin to shift rumen fermentation towards the more
energetically efficient propionate pathway, reduce methane production and
increase nitrogen retention by reducing dietary protein deamination and
urinary ammonia excretion.

Monensin has not previously been evaluated by the Committee. CCRVDF
decided at its 17th Session (7) to put monensin on the priority list for evalu-
ation by JECFA.




The present Committee considered data on the pharmacokinetics (including
metabolism), acute toxicity, short-term and long-term toxicity, carcinogenic-
ity, genotoxicity, reproductive toxicity, immunotoxicity, cardiovascular and
respiratory toxicity, epidemiological findings and microbiological effects of
monensin, Additionally, residue depletion studies and analytical methods
were reviewed. Many of the studies were conducted prior to the introduction
of GLP.

Toxicologlcal and microbiological evaluation

Biochemical data

The absorption and excretion of monensin have been studied in a variety
of species, including rats and dogs. The recovery of monensin in the bile
was independent of dose (33-49% in male rats receiving 5 or 40 mg
monensin/kg bw and 31-53% in female rats receiving 2 or 16 mg monensin/
kg bw).

Monensin rapidly disappears from the serum in rats and dogs, and the highest
concentration of monensin is attained in the liver.

In rats and dogs, less than 10% of excreted monensin is the parent compound.
Monensin is extensively metabolized in the liver in the majority of animals.
In human microsomes, monensin sodium is extensively metabolized (93—
99% by 60 min), and its turnover is similar to that in dogs.

Monensin metabolism occurs primarily through O-demethylation or hydrox-
ylation of the ionophore backbone and is believed to occur at least in part by
CYP3A. Tested monensin metabolites have decreased antibacterial, anticoc-
cidial, cytotoxic, cardiac and ionophoric activity.

The primary excretion route for monensin is the facces, In rats, a majority of
the administered dose (up to 10 mg/kg bw in males, up to 4 mg/kg bw in
females) was excreted within 72 h (70-91%), and excretion was independent
of dose. Higher doses in rats of both sexes led to decreased excretion of
monensin.

Toxicological data

Crystalline monensin and several preparations of mycelial monensin were
tested for toxicity. The Committee evaluated the toxicity of monensin on the
basis of the specific form utilized in the studies.

The acute oral toxicity of monensin was moderate to high. The LDsg values
in mice, rats and rabbits ranged from 22 to 96 mg/kg bw. Signs of toxicity
included hypoactivity, ataxia, dyspnoca, ptosis, loss of righting reflex and
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muscle weakness. Pairs of monkeys given a single dose of monensin in a
range from 20 to 160 mg/kg bw by gavage developed diarrhoea within 24 h
at all doses and vomiting and appetite suppression starting at 110 mgrkg bw,
but no mortality occurred. The LDy, value for mycelial monensin in monkeys
is greater than 160 mg/kg bw.

Ina GLP-compliant study, male and female mice fed diets containing 0, 37.5,
75, 150 or 300 mg mycelial monensin sodium/kg for 3 months (equivalent to
0,5.6,11.2,22.5 or 45 mg/kg bw per day) showed a dose-dependent decrease
in body weight gain at the end of the study, ranging from 27% and 21% in
the lowest dose group in females and males, respectively, to 99% in the high-
est dose group in both sexes. Mean body weights also declined, with decreases
ranging from 5% and 8% in the lowest dose group to 29% and 35% in the
highest dose group in females and males, respectively. Except for the declines
in body weights and body weight gains in the lowest-dose males, all changes
were statistically significant. Elevated creatine phosphokinase values were
observed for the males in the two highest dose groups and for the females
receiving the highest dose. Mild diffuse vacuolation of cardiac myofibres
occurred in the highest dose group. Since weight gain was affected in all dose
groups, a NOAEL could not be identified from this study.

Several GLP-compliant and non-GLP-compliant oral subchronic toxicity
studies were conducted in rats using mycelial or crystalline monensin. In a
non-GLP-compliant study, rats were fed diets containing mycelial monensin
sodium for 3 months at nominal concentrations of 0, 25, 50, 80 or 125 mg/kg
(based on feed analysis, equal to 0, 0.89-2.45, 1.83-4.63, 3.02--7.71 and
4.54-12.05 mg/kg bw per day in males and 0, 1.30-2.55, 2.75-5.83, 4.04—
12.83 and 10.17-20.21 mgrkg bw per day in females). Transient dose-
dependent decreases in body weight gain, mean body weight and feed
consumption were observed in females receiving 50, 80 or 125 mg/kg in the
diet. Males receiving 125 mg/kg in the diet also had a transient decrease in
body weight gain. The NOAEL for this study was the nominal concentration
of 25 mg/kg in the diet. An exact dose could not be determined owing to the
wide range of measured concentrations of monensin in the feed.

In four parallel subchronic toxicity studies conducted according to GLP, rats
were fed diets containing crystalline monensin sodium or three different
preparations of mycelial monensin sodium at 0, 50, 200 or 400 mg/kg (equiv-
alentto 0,2.5, 10 and 20 mg/kg bw per day) for 3 months. Mortality occurred
in four females and one male exposed to the highest dose of mycelial mon-
ensin and in one female in the middle dose group. The cause of death could
not be determined; however, a relationship with the treatment could not be
ruled out. Decreased body weight gain was observed for all forms of mon-
ensin starting at 200 mg/kg in the diet and in female rats exposed to the




mycelial forms of monensin at 50 mg/kg in the diet. Doses of 200 and
400 mg mycelial monensin/kg in the diet reduced feed consumption com-
pared with crystalline monensin and led to decreased body weight gain in
male rats, Slight quantitative differences in body weight gain and feed con-
sumption between the crystalline and mycelial forms were not considered
biologically significant, Focal degeneration and interstitial myositis of the
diaphragm and skeletal muscle occurred in higher incidence in treated female
rats than in controls; however, overall incidence and severity were low.
Owing to the decreased body weight gain at the lowest dose, a NOAEL could
not be determined.

In a non-GLP-compliant study, rats of both sexes were exposed in feed to
crystailine or mycelial monensin sodium at 0, 50, 200 or 400 mg/kg (equiv-
alentto 0, 2.5, 10 and 20 mg/kg bw per day) for 3 months. The toxicological
responses to both forms of monensin did not differ. Three high-dose females
(one in the crystalline group, two in the mycelial group) died during the study.
A severe reduction in body weight gain was observed for both formulations
starting at 200 mg/kg in the diet. A slight, transient decrease in body weight
gain was observed for females in the 50 mg/kg diet group for the first 2 weeks
of the study. Increased total bilirubin and alkaline phosphatase levels and
decreased mean serum glucose and creatinine levels were seen in all animals
receiving either form at 400 mg/kg in the diet and in females receiving
200 mg/kg in the diet. Female rats in al! treatment groups also had decreased
ALT levels. Initial histopathological examination revealed a non-dose-
dependent incidence of scattered foci of a few myocardial fibres, with
degeneration, necrosis and infiltration of mononuclear cells, particularly in
males, in all three dose groups for both forms of monensin. A second inde-
pendent pathology evaluation concluded that the scattered myocardial lesions
were not adverse and that the incidence was similar to the control incidence.
The Committee concluded that a NOAEL could not be identified because of
a slight, transient reduction in body weight gain in females in the lowest dose
group, which became severe and non-transient in the next dose group.

In anon-GLP-compliant study, two dogs per sex per group were administered
monensin sodium orally in capsules at daily doses of 0, 2.5, 5, 11 or 25 mg/
kg bw for 90 days. Deaths attributed to treatment with monensin occurred in
two males of the highest dose group and one female of the second highest
dose group. Females of the highest dose group developed ataxia, tremors, loss
of muscular control and slight relaxation of the nictitating membrane; there-
fore, treatment was stopped after 5 days. There were no signs of toxicity in
surviving male and female dogs receiving 11 and 5 mg/kg bw per day or less,
respectively. Haematology, clinical chemistry, urinalysis, organ weights and
gross pathology of all animals were normal, with the exception of transiently
elevated serum ALT levels in the second highest dose group. The NOAEL

was S mg/kg bw per day.
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In a second non-GLP-compliant study, dogs were orally administered mon-
ensin sodium at doses of 0, 5, 15 or 50 mg/kg bw per day for 91 days in gel
capsules. Two males in the highest dose group and one male in the middle
dose group did not survive the study and exhibited myopathy of the heart
with degeneration of the muscle fibre, macrophage infiltration and visceral
congestion. Dogs dosed with 15 and 50 mg monensin sedium/kg bw per day
vomited more frequently, lost body weight, had transient increases in lactate
dehydrogenase and aspartate aminotransferase (AST) and developed
muscular weakness, ataxia, arrhythmias, convulsions and mydriasis. Degen-
erative changes in striated muscle were observed starting at 15 mg/kg bw per
day. A slight loss of body weight was observed in dogs in all dose groups.
Since toxic effects were seen at the lowest dose, a NOAEL could not be
identified.

In a 1-year study, mycelial monensin sodium was orally administered as an
equally divided dose in gel capsules twice daily to dogs at doses of 0, 1.25,
2.5,5 or 7.5 mgkg bw. No data on feed intake were reported. Dogs receiving
5 and 7.5 mg/kg bw per day showed transient signs of toxicity, which included
hypoactivity, muscle weakness (particularly legs and neck), stilted gait, dif-
ficulty standing and anorexia. Increased ALT and creatine phosphokinase
levels were observed during the first 2 weeks of monensin administration in
dogs receiving 5 and 7.5 mg/kg bw per day, and several dogs in these groups
also had periodic increases in ALT and creatine phosphokinase levels
throughout the entire study period. A decrease in body weight gain was seen
in male dogs receiving 2.5, 5 or 7.5 mg/kg bw per day, which exceeded 10%
for the highest dose. No histopathological changes were seen that were related
to monensin exposure. Since body weight gain was decreased at the next
higher dose, the NOAEL was 1.25 mg/kg bw per day.

Long-term (1- and 2-year) studies were carried out in mice and rats orally
administered mycelial or crystalline monensin scdium. All long-term toxicity
studies were conducted according to GLP guidelines.

Mice were given mycelial monensin sodium in the diet at concentrations of
0, 10, 25, 75 or 150 mg/kg (equal to 0, 1.2, 3.1, 10.2 and 22.6 mg/kg bw per
day for males and 0, 1.4, 3.5, 11.7 and 25.6 mg/kg bw per day for females)
for 2 years. Significant decreases in body weight and body weight gain oc-
curred in mice receiving 25 mg/kg in the diet or greater, and a statistically
significant, dose-dependent decrease in leukocyte counts was observed in
males receiving monensin at concentrations of 25, 75 or 150 mg/kg in the
diet. Minimal increases in urea nitrogen, creatinine, bilirubin, AST and cre-
atine phosphokinase occurred with the highest dose. No substance-related
deaths, physical signs or behavioural changes were reported. There was no
evidence of carcinogenicity that could be attributed to monensin. A NOAEL
of 10 mg/kg in the diet (equal to 1.2 mg/kg bw per day) was identified.
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Rats were given crystalline monensin sodium in the diet at 0, 25, 56 or
125 mg/kg (equal to 0, 1.14, 2.57 and 5.91 mg/kg bw per day in males and
0, 1.46, 3.43 and 8.68 mg/kg bw per day in females) for 2 years. Body weight
and body weight gain were significantly decreased in animals receiving
125 mg/kg in the diet, and a decrease in these parameters was observed during
the first 4 months in rats receiving 56 mg/kg in the diet. Feed conversion
efficiency was decreased in the animals receiving 56 or 125 mg/kg in the diet,
and mean feed consumption was decreased in animals in the highest dose
group during the first 5 weeks of the trial. Crystalline monensin sodium did
not produce carcinogenicity. The NOAEL was 25 mg/kg in the diet (equal to
1.14 mg/kg bw per day).

In a second study., rats that were exposed to monensin in utero were further
exposed to 0, 33, 50 or 8¢ mg mycelial monensin sodium/kg in the diet for
2 years (equal to 0, 1.40, 2.18 and 3.60 mgrkg bw per day in males and 0,
1.72, 2.86 and 5.02 mg/kg bw per day in females). Survival in both sexes
increased in a dose-dependent manner. A transient decrease in body weight
was observed at the beginning of the study in all animals receiving 80 mg/kg
in the diet and in females receiving 50 mg/kg in the diet. Body weight gain
was also significantly decreased during the 1st week in males receiving
monensin at 33 and 80 mg/kg in the diet and during the first 2 weeks in
females receiving the highest dose. There was a statistically significant in-
crease in feed intake in females in the highest dose group. In utero exposure
followed by 2 years of exposure to mycelial monensin sodium at doses up to
80 mg/kg in the diet did not lead to carcinogenicity. As the observed decrease
in body weight gain was transient and restricted to the first few weeks of the
2-year study, the effect was not considered to be adverse. The NOAEL was
80 mg/kg in the diet (equal to 3.60 mg/kg bw per day).

Monensin produced negative results in an adequate range of in vitro and in
vivo genotoxicity studies. The Committee concluded that monensin had no
genotoxic potential.

In a GLP-compliant multigeneration study, mycelial monensin was admin-
istered to three generations of rats and their offspring at doses of 0, 33, 50 or
80 mg/kg in the diet (equivalent to 0, 1.6, 2.5 and 4 mg/kg bw per day).
Reduced body weight gain was seen in animals of both sexes in every
generation and at all doses. There were no significant differences in fertility,
litter size, gestation length, parent and progeny survival or sex distribution,
and no evidence of teratogenicity was observed. A NOAEL for parental and
offspring toxicity could not be determined owing to the reduction in body
weight gain in both sexes in every generation and at all doses. The NOAEL
for reproductive toxicity was 80 mg/kg in the diet (equivalent to 4 mg/kg bw
per day), the highest dose tested.
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In a one-generation, non-GLP-compliant reproduction study, female rats re-
ceived diets containing a non-specified preparation of monensin at concen-
trations of 0, 100 or 300 mg/kg (equivalent to 0, 5 or 15 mg/kg bw per day)
until premating weights achieved 185 g and during pregnancy and lactation.
Female body weight was significantly decreased in the highest dose group
after 8 days of treatment and remained lower throughout the study. No sig-
nificant differences in female fertility were observed. All females became
pregnant, with the exception of two in the high dose group, which did not
show vaginal opening and could not be mated. Weight gain during pregnancy
was not affected by treatment. Gestation length, litter size and number of
stillborn pups were also unaltered by monensin treatment. The body weights
of male and female pups in the highest dose group were reduced from post-
natal day 10 until postnatal day 21. Male offspring in the low dose group
showed body weight reduction only on postnatal day 21. No external signs
of malformation were detected in the pups. Females perinatally exposed to
100 mg monensin/kg in the diet showed a delay of incisor eruption; this effect
was not seen in the high dose group. No other treatment-related effects were
observed. Owing to effects on body weight in males in the low dose group
on postnatal day 21, a NOAEL for developmental toxicity could not be
identified.

In a non-GLP-compliant teratogenicity study, pregnant rabbits received mo-
nensin sodium at doses of 0, 0.076, 0.38 or 0.76 mg/kg bw per day from
gestation days 6 to 18, Decreased maternal feed consumption was observed
in the high dose group during treatment only. Doses up to 0.76 mg/kg bw per
day did not affect litter size, corpora lutea number, implantation occurrence,
fetal viability or resorption occurrence. In addition, sex distribution, progeny
survival and mean fetal weights did not differ between groups, Fetal abnor-
malities occurred in low incidence and were unrelated to monensin treatment.
The NOAEL for maternal toxicity was 0.76 mg/kg bw per day, the highest
dose tested. The NOAEL for teratogenicity was 0.76 mg/kg bw per day, the
highest dose tested.

In dogs that received monensin sodium by gavage at a single dose 0f 0, 0.138,
0.345, 0.690 or 1.38 mg/kg, coronary artery flow was significantly increased
at 0.690 and 1.38 mg/kg bw, whereas heart rate and blood pressure remained
unchanged. The elevation in coronary blood flow was maximal 13-17 min
after dosing and returned to normal by 30 min. The threshold for pharmaco-
logical effects on the heart was 0.345 mg/kg bw. The observed transient
increase in coronary blood flow in dogs given a single oral dose of monensin
was considered treatment related but not adverse, owing to the absence of
effects on blood pressure or heart rate.




Monensin is not used in human medicine. An evaluation of the medical
records of employees involved in the manufacture of monensin from 1968 to
2001 provided no evidence of chronic diseases that could be related to mo-
nensin exposure. Several employees developed immunoglobulin E (IgE)-
mediated allergic responses, including transient urticaria, swelling of the face
or tongue, pruritis, chest congestion and chest tightness, which resolved upon
their removal from the monensin manufacturing area.

Two case-reports are available in the literature regarding accidental exposure
of humans to monensin. In the first case, a 17-year-old boy ingested an
unknown amount of monensin sodium; in the second, a 16-year-old boy
consumed approximately 500 mg of monensin. In both cases, a similar pattemn
of toxicity was observed as has been seen previously during overdosing in
domestic animal species. Monensin caused rhabdomyolysis, which led to
acute kidney failure in both patients and heart failure in the 16-year-old boy.
Death occurred in both patients within 11 days of consumption. The primary
targets of monensin overdose in humans appear to be skeletal and heart
muscles.

Microbiological data

A JECFA decision tree approach that was adopted at the sixty-sixth meeting
ofthe Committee (Annex 1, reference /81) and complies with VICH GL36 (8)
was used by the Committee to determine the impact of monensin residues on
the intestinal microbiota.

The Committee evaluated MIC susceptibility, faccal binding interaction and
biological activity of monensin metabolites in the assessment of monensin.

Monensin is microbiologically active against some bacterial genera and
species representative of the human intestinal flora.

In tests using the higher bacterial inoculum density of 10° colony-forming
units (cfu)/ml, monensin exerted little or no antibacterial activity (MICso
values >128 pg/ml) against Bacteroides fragilis, other Bacteroides species
and E. coli. This is consistent with the known spectrum of activity for this
compound, which has low activity against Gram-negative bacteria. Monensin
also exerted very weak activity against Bifidobacterium species. Monensin
activity was clearly demonstrable against the other six bacterial groups
tested at the higher inoculum density. Peptostreptococcus was the most sus-
ceptible group (MICs of 0.5 pg/ml), whereas Fusobacterium was the least
susceptible.

To determine the effect of faecal binding on the antibacterial activity of
monensin, selected monensin concentrations of 0, 1, 2, 5, 10, 20, 50 and
100 pg/ml were incubated with increasing concentrations of sterilized human
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faeces (0, 10, 20 and 50% weight by volume [w/v] in Mueller Hinton Broth),
collected from three individual donors for time periods between 0 and 12 h.
All three faecal samples had maximal binding of monensin (>90% binding)
at 50% concentration. The results demonstrated the rapid and extensive bind-
ing of monensin to human faeces. An additional faecal interaction study was
conducted, incorporating the microbiological and chemical assays. The mean
proportions of monensin that became unavailable after 12 h interaction with
faeces, as determined by the growth inhibition assay and chemical assay, were
96.8% and 94.3-98.6%, respectively. This confirmed the conclusions from
the earlier study that the antibiotic activity of monensin in the colon would
be reduced by >90% by contact with faecal material.

In terms of resistance development, monensin does not appear to select for
true acquired resistance in bacteria and is not a drug used in human medicine,
Results from the microbiological studies suggest that the development of re-
sistance to monensin and cross-resistance to a number of commonly used
antimicrobials in veterinary and human medicine is unlikely. Thus, the only
potential adverse effect on human intestinal microbiota would be disruption
of the colonization barrier as the end-point of concemn for determining the
microbiological ADI. However, since the majority of monensin residues in
the colon are bound to faeces and are biologically inactive, the bioavailable
concentration is below the lowest MICs; of any of the representative human
intestinal bacteria. Therefore, monensin residues are unlikely to disrupt the
colonization barrier of the human intestine. Consequently, there is no need
to determine a microbiological ADI for monensin residues.

Evaluation

Oral exposure to monensin results in skeletal and cardiac muscle damage and
adecrease in leukocyte count and body weight gain. The effects on leukocytes
and body weight gain occur at similar doses, which are lower than those that
induce the effects in muscle. The effect on body weight gain was consistent,
at similar doses, across studies in mice, rats and dogs; based on feed intake
data in a rat study, it was considered to be a true treatment-related effect. The
observed transient increase in coronary blood flow in dogs given a single oral
dose of monensin was considered treatment related but not adverse, owing to
the absence of effects on blood pressure or heart rate.

The Committee considered the effects of high doses of monensin on muscle
tissue to be important adverse effects. The Committee also considered the
consistent decrease in body weight gain at lower doses as a conservative
indicator of monensin toxicity, even though the exact mechanism of this ef-
fect is not known. On the basis of the toxicological findings, the Committee
selected the lowest relevant NOAEL of 1.14 mg/kg bw per day in the 2-year




oral rat study, based on a decrease in body weight gain at the next higher dose,
as the basis for derivation of the ADI. The Committee noted that this NOAEL
was supported by similar NOAELSs for this effect in other species. An ADI
of 0—-10 pg monensin/kg bw was established by applying a safety factor of
100 to this NOAEL and rounding to one significant figure.

A toxicological monograph was prepared.
Residue evaluation

Data on pharmacokinetics and metabolism

The fate of orally administered monensin has been studied in a number of
different species.

In a study in cattle, calves received a single oral dose of 10 mg [*“C]monensin/
kg bw in a gelatine capsule. Approximately 35% (in males) and 37% (in
females) of the administered radioactivity were recovered in the bile; faecal
excretion was the primary route of elimination. In additional studies, mon-
ensin or monensin metabolites were detected in plasma, liver and milk,
demonstrating the absorption of monensin following oral administration.

Data are also available for pigs, sheep and goats. Again, monensin was elim-
inated rapidly, primarily in faeces. The metabolite profiles are qualitatively
similar across all species. In all species, several metabolites were identified,
but each represented less than 10% of the total residue.

Radiolabelled monensin was rapidly excreted in chickens, with approxi-
mately 75% of the administered dose eliminated in excreta within 3 days of
dosing. Following intravenous administration, an elimination half-life of
2.11-5.55 h was calculated. Bioavailability following gavage administration
was approximately 65%, and serum protein binding was approximately 23%.
In turkeys, absorption was similar to that seen in chickens. The reported
elimination half-life was 1.4-1.6 h.

Data from diverse species indicate that monensin is extensively metabolized.
Monensin and monensin metabolites generally each represent small percent-
ages (<10%) of the total residues. Monensin and monensin metabolites are
found in faeces, urine, liver, bile, plasma and cows’ milk.

Residue data

Radiolabelled total residue studies have been conducted in cattle, pigs, sheep,
chickens and turkeys.

Cattle. In cattle, radiolabelled residues at zero withdrawal were highest in
liver. Residue concentrations ranged from 0.21 to 0.59 mg cquivalents’kg,
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for dose equivalents of 33 and 44 mg/kg in feed, respectively. Total residues
in other tissues were very much lower or non-detectable. In dairy cows treated
by gelatine capsule (daily dose range: 900~1100 mg, corresponding to ap-
proximately 36 mg monensin‘kg feed) for 9.5 days, tissue residues at zero
withdrawal also were highest in liver (1.28 mg/kg) and much lower in other
edible tissues.

Data from four unlabelled tissue residue studies in cattle were reviewed. In
the earliest study, groups of cattle were fed monensin to provide 100, 500 or
750 mg/head per day. Monensin residue was detected only in one kidney of
one animal in the highest dose group at zero withdrawal (bioautography sen-
sitivity: 0.05 mg/kg). In a residue study in lactating dairy cows testing
different routes of exposure, monensin was delivered by intraruminal con-
trolled-release capsules (32 g monensin) and in a diet containing 24 mg
monensin/kg (fed for 10 days) followed by a diet containing 36 mg monensin/
kg (fed for 21 days). At zero withdrawal time, monensin was detected in four
of six liver samples (residues ranged from 45.8 to 84.5 pg/kg). In another
study, cows received monensin in feed (0, 24 or 36 mg/kg) or by gelatine
capsule (1.8 mg/kg bw) through a rumen fistula. Liver was assayed at zero
withdrawal, but there were no quantifiable residues (LOQ = 25 pg/kg).

In the most recent study (2007), lactating dairy cows were treated twice
daily for 7 days with gelatine capsules to deliver 0.9 mg monensin/kg bw.
Using an HPLC-MS/MS method (LOQ = 1.00 pug/kg), residues were deter-
mined at 6, 18 and 30 h after the final dosing. Mean residues in liver were
9.07 £ 1.86 pg/kg, 5.54 = 0.81 pg/kg and 3.07 = 1.57 pg/kg at 6, 18 and
30 h, respectively. Quantifiable residues were found in fat at 6 h and 18 h
withdrawal (3.18 £2.08 pg/kg and 1.41 pg/kg, respectively) and in kidney at
6 h withdrawal (1.03 pg/kg). There were no quantifiable residues in muscle
at any withdrawal time.

Pigs. Data from three radiolabelled studies in pigs were provided. In the first
study, pigs received feed containing 55 mg monensin/kg. At all withdrawal
times, liver had the highest concentration of radioactivity. Liver concentra-
tions at zero withdrawal time were 1.67 mg monensin equivalents’kg (male)
and 1.20 mg monensin equivalents/kg (female). The net radioactivity con-
centrations in other tissues were very low.

In a second radiolabelled study, pigs were dosed orally for 2.5 days at a level
equivalent to 50 mg/kg in the feed. At slaughter 4 h after the final dosing,
liver contained the highest net residue, 1.0-1.4 mg monensin equivalents/kg.
Again, residues in the other tissues were low.

In a third study, six pigs were fed radiolabelled monensin (110 mg/kg in feed)
for 5 days; samples were taken at 6 h (practical zero-time), 3 days and 5 days
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of withdrawal. Livers from 6 h (practical zero withdrawal time) animals con-
tained amean of 2,3 mg equivalents total residue/kg. This decreased to amean
of 0.44 mg/kg by 5 days of withdrawal. Mean concentrations in kidney were
0.17 mg total residue/kg at zero withdrawal, decreasing to 0.05 mg/kg after
5 days. Concentrations in other edible tissues were uniformly low at all time
points, less than 0,05 mg/kg. Monensin was not detected in the tissues of any
of the treated animals at any time point using bioautography (sensitivity =
0.025-0.050 mg/kg) or HPLC (sensitivity 0.005 mg/kg) assays.

In an unlabelled residue study, pigs received a medicated feed containing
100 mg monensin/kg. No monensin residues were detected in any of the tis-
sues assayed (bioautography; sensitivity of <0.05 mg/kg for muscle and
<0.025 mg/kg for liver, kidney and fat).

Sheep and goats. Lambs were fed a complete ration containing 16.5 mg
radiolabelled monensin/kg for 3, 5 or 7 dosing days. Mean liver total residues
ranged from 0.20 to 0.36 mg monensin equivalents/kg at 12 h withdrawal
(7 = 9). Parent monensin residues in liver were less than 0.05 mg/kg. Total
residues in other tissues were less than 0.027 mg monensin equivalents/kg.
There were no radiolabelled data provided for goats.

Residue data from studies using unlabelled monensin were provided for
lambs and goats in separate studies. Lambs were fed a medicated ration con-
taining 0, 11, 22 or 33 mg monensin/kg for 118 days and withdrawn for 0, 24
or48 h. Residues were found only in liver at zero withdrawal (0.05-0.1 mg/kg)
and 24 h withdrawal (below LOQ/sensitivity of 0.05 mg/kg), and not in mus-
cle, fat orkidney. Goats were fed rations containing 0, 22 or 33 mg monensin/
kg and withdrawn from medicated feed for 0 or 5 days. Residues were de-
tected in liver samples of the low and high dose groups only at zero with-
drawal, and only one sample was above the LOQ of 0.04 mg/kg. No monensin
was detected in any of the 5-day withdrawal samples.

Chickens and turkeys. The distribution of radiolabelled residues at zero
withdrawal has been extensively evaluated in chickens and turkeys. Chickens
were treated with feed containing 110-125 mg [**C]monensin/kg. In all the
studies, liver was the edible tissue with the highest total residue at either a
practical or true zero withdrawal (range = 0.434—0.935 mg/kg). Muscle had
the lowest residue at zero withdrawal (range = 0.006--0.059 mg/kg). Residues
in fat and skin/fat depleted slowly, but the highly persistent radioactivity
was atiributed to incorporation of label into endogenous fatty acids. At
3 days of withdrawal, concentrations of radiolabelled residues in liver had
depleted to below the concentrations of radiolabelled residues in fat and
skin. Unextracted radioactivity in liver increased from 38% to 69% during
the 5-day withdrawal, even as the total liver radioactivity decreased.
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In turkeys treated with ["*C]monensin at 110 mg/kg feed for 5 days, liver had
the highest mean radioactive residue, and muscle had the lowest (0.91 mg/kg
and <0.03 mg/kg, respectively), paralleling the findings in chickens.

A series of non-radiolabelled studies have been conducted in chickens and
turkeys. In the first study, chickens were preconditioned on feed containing
120 mg monensin/kg for 45 days and then transferred to feed containing
16.5, 50 or 120 monensin/kg for 5 days. At zero withdrawal, monensin con-
centrations below 0.04 mg/kg were detected in fat samples from birds in the
120 mg monensin/kg group. No other tissues or treatment groups had de-
tectable monensin residues. In another study, chickens were fed monensin
(120 mg monensin/kg) alone or in combination with other feed additives.
Although a few samples (out of more than 2000 analysed) were positive
at 0 and 24 h withdrawal, samples from chickens withdrawn for 48, 72 and
96 h were all negative for monensin residues. In another study, chickens
received medicated feed containing 80, 100 or 120 mg monensin/kg.
Concentrations of monensin residues at zero withdrawal (bioautography;
sensitivity 0.025 mg/kg) were 0.057-0.110 mg/kg in fat, undetectable to
0.035 mg/kg in muscle, undetectable to 0.039 mg/kg in liver and undetectable
to 0.014 mg/kg in kidney. No detectable residues of monensin were found in
fat (48 h or more withdrawal) or in liver, muscle and kidney (24 h or more
withdrawal). When broiler chickens received monensin at 40 mg/kg bw by
gavage, the highest concentrations of monensin residues were found in
liver (2.4 £ 0.06 mg/kg at 2 h withdrawal). Detectable residues were found
in liver, kidney and fat at 24 h withdrawal and in liver at 48 h withdrawal
(0.13 £0.02 mg/kg). In a recent study (2007), chickens were treated with 125
mg monensin/kg feed for 42 days. At zero withdrawal, the highest concen-
tration of monensin was found in skin with fat (24.3 ug/kg), followed by liver
(14.8 pg/kg) and kidney (14.2 pg/kg). No monensin residues were detected
in muscle samples. There were no detectable residues in any tissues collected
at 12 or 48 h withdrawal. In anotherrecent study (2007), chickens were treated
orally with monensin (121 mg monensin/kg feed). Residues, determined us-
ing a sensitive LC-MS/MS method, declined rapidly and were observed only
in fat at the 18-h sampling. Unpublished data with close-interval (every 2 h)
sample collections show that monensin residues through the 12-h sampling
point are highest in fat, followed by liver.

Two residue depletion studies with unlabelled monensin were provided
for turkeys. In the first study, turkeys were fed a medicated feed containing
120 mg monensin/kg. Detectable residues (bioautography; limit of sensitivity
= 0,05 mg/kg) were found in all tissues at zero withdrawal, in fat and kidney
samples through 24 h withdrawal, and in muscle and skin to 48 h post-
treatment. Liver samples were negative at 72 h. In a recent unpublished study
(2008), turkeys received monensin at a dose rate of 100 mg/kg in feed. Close-
interval sample collections show that monensin residues through the 24-h
sampling point are highest in fat, followed by liver.




Quail. Quail were reared for 8 weeks on a diet containing 80 mg monensin/
kg. At the end of the feeding period, the birds were slaughtered, with no
withdrawal period. No monensin was detected in any of the liver samples
(composites from 56 birds) from monensin-treated birds using a thin-layer
bioautographic method (LOQ = 0.04 mg/kg).

Cows’ milk. Total residues in cows’ milk reached steady state (average con-
centration = 45 pg/kg) within 5 days when cows were dosed by gelatine
capsules (1.8 mg/kg bw). Parent monensin was detected at concentrations
below 1 pg/kg. Approximately 26% of the radioactivity contained in milk
was attributed to incorporation into endogenous fatty acids, rather than from
monensin-related residues.

Three milk residue depletion studies using unlabelled monensin were pro-
vided. In one study, lactating dairy cows (weight range: 580-725 kg) were
treated with two controlled-release capsules (32 g monensin per capsule; re-
lease rate range: 408.5--469.9 mg/day) and fed a medicated feed containing
24 mg monensin/kg (for 10 days) followed by medicated feed containing
36 mg monensin/kg (for 21 days) (an estimated average daily dose of
1800 mg monensin per cow), While on treatment, there were no detectable
residues of monensin in milk (<5 pg/kg). In another study, Holstein cows
received monensin in feed (0, 24 or 36 mg/kg) or with gelatine capsules
(1.8 mg/kg bw) through a rumen fistula. None of the milk samples at any of
the three milkings sampled contained residues of monensin at or above the
LOQ of the HPLC-UV method (0.005 mg/kg). In the most recent study
(2007), lactating dairy cows were treated twice daily (total daily dose: 0.9 mg
monensin/kg bw) for 7 days with gelatine capsules. All of the samples
collected at the first milking contained quantifiable monensin residues
(range: 0.54-0.32 pg/kg). Only one sample collected at the second milking
(0.32 ug/kg) and no samples collected at the third milking contained quan-
tifiable monensin residues (LOQ = 0.25 pg/kg).

Analytical methods

The earliest semiquantitative method for the analysis of monensin in animal
tissues and fluids was based on thin-layer chromatography with bioautogra-
phy. It has a sensitivity of 0.025 mg/kg and a routine performance limit of
0.05 mg/kg. Ithas been further refined to have a sensitivity limitof 0.01 mg/kg.

An HPLC method with post-column derivatization using vanillin and detec-
tion at 520 nm has been validated for poultry and bovine tissues and cows’
milk. The LOQ is 0.025 mg/kg for tissues and 0.005 mg/kg for milk.

More recently (2004), a method utilizing extraction with an organic solvent
and cleanup on SPE columns followed by LC-MS/MS using C,s columns and
ESI methods has been developed. This method is suitable for the determina-
tion of monensin residues in whole eggs and in bovine, porcine and avian
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tissues, including muscle, liver and fat, with a decision limit (CCa!) of
0.2 pgrkg. A validated HPLC-MS/MS method (internal standard: narasin) is
available for use in the analysis of chicken tissues and plasma. Most recently
(2007), a validated HPLC-MS/MS method with ESI-MS/MS was developed
in accordance with GLP and European guidelines (/). Using liquid-phase
extraction and a narasin internal standard, separation is achieved with a re-
versed-phase column and gradient elution. The method LOQ is 1.00 pg/kg
for tissues and 0.25 pg/kg for milk.

Maximum residue limits

In recommending MRLs for monensin, the Committee considered the fol-
lowing factors:

— An ADI of 0-10 pg/kg bw was established by the Committee based
on a chronic toxicological end-point. This ADI is equivalent to up to
600 pg monensin for a 60-kg person.

— Monensin is the marker residue in both tissues and milk.

— Monensin is extensively metabolized; monensin represents, conserva-
tively, 5% of total residues in tissues and 2.7% in milk.

-~ Liver contains the highest concentration of total residues at zero with-
drawal in all species tested. In chickens treated at the maximum dose of
125 mg/kg in feed, total residues in abdominal fat exceed those in liver
at 3 and 5 days of withdrawal. Liver can serve as the target tissue.

—— While residue data in the studies submitted were determined using sev-
eral methods, newer methods include a validated HPLC method with
post-column derivatization and a validated HPLC-MS/MS method. Both
of these newer methods are suitable for routine monitoring.

— The MRLs recommended for poultry tissues were based on residue data
from the unlabelled residue depletion studies. For cattle, the residue con-
centrations were determined using the validated HPLC method with
post-column derivatization. For chickens and turkeys, the residue con-
centrations were determined using the validated HPLC-MS/MS method.

— The MRL recommended for cows’ milk was based on unlabelled residue
depletion data determined using the validated HPLC-MS/MS method.
The recommended milk MRL is 8 times the LOQ (0.25 pg/kg) for that
method.

' CCa means the limit at and above which It can be concluded with an error probability of a that
a sample is non-compliant.
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— Because monensin is not currently approved for use in pigs, no MRLs
were recommended for monensin residues in pig tissues.

The Committee recommended permanent MRLs for monensin in poultry
(chicken, turkey and quail) tissues of 10 pg/kg in liver, kidney and muscle
and 100 pg/kg in fat. The Committee recommended permanent MRLs for
monensin in ruminant {cattle, sheep and goat) tissues of 10 pg/kg in kidney
and muscle, 20 pg/kg in liver, 100 ug/kg in fat and 2 pg/kg in milk. Residues
in all species are determined as monensin.

It was not possible to do an intake estimate for monensin owing to the small
number of residue data points. Using the model diet and marker to total
residue ratios of 5% for tissues and 2.7% for milk, the MRLs recommended
above would result in an intake of 301 pg/person per day (pouitry tissues plus
milk) or 321 pg/person per day (ruminant tissues plus milk), which represent
50% and 54% of the upper bound of the ADI, respectively.

A residue monograph was prepared.
Narasin

Explanation

Narasin belongs to the polyether monocarboxylic acid class of ionophores
produced by Streptomyces aureofaciens strain NRRL 8092. Narasin is com-
posed of 96% narasin A, 1% narasin B, 2% narasin D and 1% narasin L.
Narasin A has the major activity (85%). The biological activity of narasin is
based on its ability to form lipid-soluble and dynamically reversible com-
plexes with cations. Narasin functions as a carrier of these ions, mediating an
electrically neutral exchange—diffusion type of ion transport across mem-
branes. The resultant changes in transmembrane ion gradients and electrical
potentials produce critical effects on cellular function and metabolism of
coccidia. Narasin is effective against sporozoites and early and late asexual
stages of coccidia infections in broiler chickens, caused by Eimeria acer-
vulina, E. brunetti, E. maxima, E. mivati, E. necatrix and E. tenella. Narasin
is also used for the prevention of necrotic enteritis in broiler chickens. In
cattle, narasin is used as a growth promoter. Narasin’s growth-promoting
effect is attributed to shifts in the ruminal bacterial population and subsequent
modulation of rumen fermentation.

The antimicrobial spectrum of activity of narasin is limited mainly to Gram-
positive bacteria, including Enterococcus spp., Staphylococcus spp. and
Clostridium perfiringens. Narasin is not used in human medicine and was
therefore not classified as a critically important antibiotic for humans by
the 2007 WHO expert meeting on categorization of critically important
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antimicrobials for human medicine for the development of risk management
strategies to contain antimicrobial resistance due to non-human antimicrobial

use (/4).

Narasin has not been previously reviewed by the Committee. Narasin was
evaluated on priority request by the 17th Session of CCRVDF (7). The
Committee was requested to establish an ADI and recommend MRLs for
narasin residues in chicken, pigs and cattle.

The Committee considered the results of studies on pharmacokinetics and
metabolism, acute, short-term and long-term toxicity, carcinogenicity, geno-
toxicity, reproductive and developmental toxicity, general pharmacology,
microbiological safety and exposures in humans. Studies were conducted
with the dried biomass form of narasin referred to as mycelial narasin or the
purified crystalline form of narasin, Mycelial narasin is used in the manu-
facture of narasin products used in food-producing animals.

Toxicological and microbiological evaluation

Biochemical data

Owing to the principal effect of narasin on the microflora of the gastroin-
testinal tract (including coccidia), few conventional pharmacokinetic studies
have been performed. Studies in both target and laboratory animals indicate
that narasin depletes quickly in plasma. Narasin is metabolized by the liver
by oxidation/hydroxylation pathways, resulting in polar metabolites that are
readily excreted in bile. The primary route of excretion of narasin is in the
faeces, with total elimination occurring within 3—4 days.

The metabolism and excretion of narasin were evaluated in a series of studies
in rats. Following a single oral dose of 2.3 mg of ['“C]narasin, 75% of the
total radioactivity was recovered in the urine and faeces of rats by 52 h post-
dosing. Only 1.1% of the total excreted radioactivity was found in the urine,
and the remainder (98.9%) was in the faeces. In a second study, more than
16 structural isomer metabolites of narasin and narasin B were identified in
the faeces using HPLC/ion spray mass spectrometry (ISP-MS). In another
study, it was concluded that ['*C]narasin was metabolized by rats to more
than 20 metabolites, and the patterns in faeces and liver were qualitatively
similar.

Toxicological data

Myecelial and crystalline forms of narasin were tested for toxicity. Doses of
both forms of narasin in the toxicological studies were reported on the basis




of the microbiological activity of narasin relative to that of the crystalline
form.

The acute oral toxicity of narasin varies between species, being extremely
toxic (defined as an LDsp of 1 mg/kg bw or less) to horses, highly toxic
(defined as an LDs, of 1-50 mg/kg bw) to pigs, mice, rats and rabbits, and
moderately toxic (defined as an LDsq of 50-500 mg/kg bw) to chickens and
quail. The primary clinical signs of acute toxicity following an oral dose of
myecelial or crystalline narasin were hypoactivity, leg weakness and ataxia,

In a non-GLP-compliant 3-month oral toxicity study, mice (15 per sex per
group) were fed mycelial narasin at 0, 10, 20 or 40 mg narasin activity/kg in
the diet, equivalent to 0, 1.5, 3 and 6 mg narasin activity/kg bw per day. There
were no toxicologically relevant changes in survival, clinical signs, body
weight or haematological, clinical chemistry or anatomic pathology. The
NOAEL was 40 mg/kg in the diet, equivalent to 6 mg narasin activity/kg bw
per day, which was the highest dose tested.

In a second 3-month non-GLP-compliant oral toxicity study, mice (15 per
sex per group) were fed mycelial narasin at levels of 0, 60, 80 or 100 mg
narasin activity/kg in the diet, equivalent to 0, 9, 12 and 15 mg narasin ac-
tivity/kg bw per day. At termination, mean body weights of males in the 80
and 100 mg/kg dietary groups were decreased by 26% and 27%, respectively.
The mean body weight of females in the 100 mg/kg dietary group was de-
creased by 14%. On the basis of the magnitude of the body weight changes
at 80 and 100 mg/kg in the diet, the NOAEL was 60 mg/kg in the diet, equiv-
alent to 9 mg narasin activity/kg bw per day.

In a 3-month non-GLP-compliant oral toxicity study, rats (15 per sex per
group) were fed mycelial narasin at levels of 0, 15, 30 and 60 mg narasin
activity/kg in the diet, equal to 0, 1.1, 2.2 and 4.7 narasin activity/kg bw per
day for males and 0, 1.1, 2.6 and 5.7 mg narasin activity’kg bw per day for
females. Decreases in feed conversion ratios, mean body weight and mean
body weight gain were adverse (exceeding 10% of control values) narasin-
related effects seen in males and females at the 30 and 60 mg/kg dietary levels.
The decreased mean body weight in females in the 60 mg/kg dietary group
was statistically significant. On the basis of decreased feed conversion ratios,
mean body weight and mean body weight gain, the NOAEL was 15 mg/kg
in the diet, which was equal to 1.1 mg narasin activity/kg bw per day.

Ina 1-year non-GLP-compliant oral toxicity study, rats (15 per sex per group) -

were fed mycelial narasin at levels of 0, 7.5, 15 or 30 mg narasin activity/kg
in the diet, equal to 0, 0.49, 1.0 or 1.9 mg narasin activity/kg bw per day for
males and 0, 0.57, 1.2 or 3.2 mg narasin activity/kg bw per day for females.
Decreases in mean body weight and feed conversion ratios relative to control
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in females in the 30 mg/kg dietary group and decreased feed conversion ratios
in females in the 15 mg/kg dietary group were attributed to unpalatability and
spillage of the diet. This was evidenced by a significant decrease in mean
food consumption and mean body weight loss in females in the 30 mg/kg
dietary group in week 1, followed by significantly increased weekly mean
food consumption in most weeks thereafter. Non-significant increases in
weekly mean food consumption by females in the 15 mg/kg dietary group
were also observed. Therefore, the effects on mean body weight and feed
conversion ratio are not toxicologically relevant findings. There were no
treatment-related effects inmales or females atany dose level. In the absence
of evidence of toxicity, the NOAEL was 30 mgnarasin activity/kg in the diet,
equal to 1.9 mg narasin activity/kg bw per day, which was the highest dose
tested. '

In a 3-month non-GLP-compliant oral toxicity study, dogs (four per sex per
group) were given mycelial narasin in gelatine capsules at dose levels of 0,
0.5, 1.0 or 2.0 mg narasin activity/kg bw per day. Clinical signs of leg weak-
ness and incoordination at 2.0 mg/kg bw per day were attributed to treatment
with narasin. The electrocardiograms (ECGs) of six of the eight 2.0 mg/kg
bw per day animals showed decreased heart rate, with normal to markedly
abnormal sino-arrhythmias present. Three of these dogs had signs of sino-
arrest. No histological lesions were found in the hearts of these same animals,
and there were no comresponding changes in blood chemistry values. On the
basis of clinical signs of leg weakness, incoordination and abnormal ECG
findings seen at 2.0 mg/kg bw per day, the NOAEL was 1.0 mg narasin
activity/kg bw per day. ‘

To further define the signs of toxicity and evaluate the effects of narasin on
ECGs in dogs, a non-GLP-compliant 6-month study was conducted in dogs
{four per sex per group) given mycelial narasin orally by gelatine capsule at
dose levels of 0, 0.5, 1.0 or 1.5 mg narasin activity/kg bw per day before the
morning feeding. Abnormal ECG findings consisting of bradycardia, low-
amplitude R-waves, elevated T-waves and marked suppression of the ST
segment were seen in a single 1.5 mg/kg bw per day female at the 1-month
interval. These findings were deemed treatment related, because treatment-
related effects on ECGs were seen in a separate 3-month oral toxicity study
of narasin in dogs. However, ECG changes in this animal were absent at the
3- and 6-month ECG examinations, providing evidence of reversibility, and
there was no evidence of microscopic changes in the heart. On the basis of
the reversible abnormal ECG findings, the NOAEL was 1.0 mg narasin
activity/kg bw per day.

In a GLP-compliant study, male and female dogs (four per sex per group)
were given daily oral doses of mycelial narasin by gelatine capsule at 0, 0.5,
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1.0 or 2.0 mg narasin activity/kg bw per day for 1 year. An additional group
(four per sex) was given crystalline narasin orally by capsule at a dose level
of 2.0 mg/kg bw per day. One male in the 2.0 mg/kg bw per day mycelial
group was found moribund, with clinical signs of anorexia, excessive sali-
vation, laboured respiration and recumbency, and was killed on day 13.
Clinical signs and microscopic lesions observed in the heart indicated that
the moribund condition of this animal was treatment related. Effects related
to treatment with mycelial narasin at 2.0 mg/kg bw per day in all surviving
animals were slight to severe leg weakness, excessive salivation, loss of
muscle tone and patellar reflex deficits. Less frequently observed effects were
convulsions or opisthotonos, bilateral dropped carpus, transient occurrences
of tremors, decreased food consumption, hypoactivity and laboured respira-
tion. Effects related to treatment with crystalline narasin at 2.0 mg/kg bw per
day were of lower incidence or severity and included leg weakness, ataxia,
excessive salivation, depressed appetite, laboured respiration, decreased
muscle tone and patellar reflex deficits. Effects related to treatment in the
1.0 mg narasin activity/kg bw per day mycelial narasin group included
transient leg weakness and slight muscle atrophy observed clinically, but
not histologically, in one male and occasional salivation in two females.
Decreases in body weight gain were observed in the 2.0 mg/kg bw per day
mycelial and crystalline narasin groups, but were of greater magnitude in the
mycelial narasin group. Mean body weight was decreased in males (11% and
15%) and females (29% and 11%) in the 2.0 mg/kg bw per day mycelial and
crystalline narasin groups, respectively. These decreases were associated
with decreases of 10% or greater in monthly mean food consumption at mul-
tiple intervals during the study. There were no treatment-related ECG find-
ings. Transient increases in creatine phosphokinase and AST values and
degenerative and/or regenerative changes in cardiac and skeletal muscles and
sciatic, tibial and other unspecified peripheral nerves were narasin-related
effects seen in animals given mycelial or crystalline narasin at 2.0 mg/kg bw
per day. The histopathological changes were more severe in the mycelial
narasin group. Heart muscle lesions were observed only in the 2.0 mg/kg bw
per day dog that was killed in extremis. On the basis of mortality, clinical
signs, effects on body weight, clinical chemistry and microscopic findings in
skeletal and cardiac muscles and peripheral nerve, the NOAEL was 0.5 mg
narasin activity/kg bw per day.

In replicate 2-year, GLP-compliant combined toxicity/carcinogenicity stud-
ies, mice (30 per sex per group per replicate) were fed mycelial narasin at 0,
5, 15 or 50 mg/kg of the diet, equal to 0, 0.59, 1.91 and 7.16 mg narasin
activity/kg bw per day for males and 0, 0.71, 2,29 and 8.72 mg narasin ac-
tivity/kg bw per day for females. An additional group of 30 mice per sex was
fed crystalline narasin at 50 mg/kg in the diet, equal to 8.24 and 9.49 mg/kg
bw per day for males and females, respectively. Mice tolerated these
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levels of exposure with no treatment-related effects on survival and no
evidence of carcinogenicity. Decreases in mean body weight and body
weight gain were observed for males and females at mycelial and crystalline
narasin dietary levels of 15 and 50 mg/kg. Body weight decreases in the
50 mg/kg dietary crystalline narasin group were greater than those in the
50 mg/kg dietary mycelial narasin group. In both replicates, on the basis of
effects on body weight, the NOAEL was 5 mg narasin activity/kg in the diet,
equal to 0.59 narasin activity/kg bw per day.

In rats, two non-GLP-compliant 2-year combined chronic toxicity/carcino-
genicity studies were conducted. The first study had 60, 40, 40 and 40 rats
per sex per group, and the second study had 60, 40, 40 and 39 males:41
females per sex per group, for the control, low dose, middle dose and high
dose groups, respectively. In both studies, rats were fed mycelial narasin for
2 years at0, 7.5, 15 or 30 mg narasin activity/kg of the diet, equal t0 0, 0.31,
0.59 and 1.15 mg narasin activity/kg bw per day for males and 0, 0.38, 0.76
and 2.0 mg narasin activity/kg bw per day for females in the first study and
0, 0.29, 0.62 and 1.26 mg narasin activity/kg bw per day for males and 0,
0.37, 0.88 and 2.34 mg narasin activity/kg bw per day for females in the
second study. In both studies, the rats tolerated these levels of exposure with
no treatment-related effects on survival and no evidence of carcinogenicity.
The only clinical finding clearly related to treatment with narasin was de-
creased body weight gain in females at the 30 mgrkg dietary narasin level.
On the basis of this body weight effect, the NOAEL was 15 mg narasin
activity/kg diet, equal to 0.76 mg narasin activity/kg bw per day in the first
study and 0.88 mg narasin activity’kg bw per day in the second study.

Crystalline narasin produced negative results in an adequate range of in vitro
and in vivo genotoxicity studies. The Committee concluded that narasin had
no genotoxic potential.

In a non-GLP-compliant multigeneration reproductive toxicity study, rats
(45 per sex per group for the parental generation and 25 per sex per group in
subsequent generations) were fed mycelial narasin at levels of 0, 7.5, 15 and
30 mg narasin activity/kg in the diet, equal to 0, 0.8, 1.8 and 3.8 mg narasin
activity/kg bw per day during the growth phases. A total of four generations,
three parental generations and their offspring, were exposed to narasin.
Narasin was well tolerated, with no evidence of reproductive impairment or
effect on the progeny when fed at levels of 0, 7.5 and 15 mg/kg of the diet.
At the 30 mg/kg dietary level, parental female body weight was generally
lower than control, and mean progeny body weights were significantly de-
creased. However, the reproductive capacity of the rats was normal. The
NOAEL based on effects on body weight in parents and offspring was 15 mg
narasin activity/kg of the diet, equal to 1.8 mg narasin activity/kg bw per day.




The NOAEL for reproductive effects was 30 mg narasin activity/kg of the
diet, equal to 3.8 mg narasin activity/kg bw per day, which was the highest
dose tested.

The teratogenicity of mycelial narasin in rats was evaluated as a segment
in each of the three generations from the aforementioned multigeneration
reproductive toxicity study. Rats (22-25 per sex per group) were fed narasin
at levels of 0, 7.5, 15 or 30 mg narasin activity/kg in the diet, equivalent to
0, 0.5, 1.3 or 3.5 mg narasin activity/kg bw per day. Pregnant females were
killed on gestationday 20. Maternal mean body weight at the 30 mg/kg dietary
level was significantly decreased compared with control. The NOAEL for
maternal toxicity was 15 mg narasin activity/kg in the diet, equal to 1.3 mg
narasin activity/kg bw per day. The NOAEL for teratogenicity was 30 mg
narasin activity/kg in the diet, equal to 3.5 mg narasin activity/kg bw per day,
the highest dose tested.

Pregnant rabbits (15 per dose) were dosed by oral gavage with mycelial
narasin at dose levels of 0, 0.6, 1.2 or 1.8 mg narasin activity/kg bw per day.
Maternal toxicity occurred at 1.2 and 1.8 mg narasin activity/kg bw per day
and included mortality, abortions, leg weakness and incoordination. Non-
significant decreases in mean body weight and food consumption relative to
control were also noted at these dose levels. Non-significant decreases in
mean live litter size and a slight increase in resorptions relative to control
were noted at 1.8 mg/kg bw per day. There was no evidence of teratogenicity.
The NOAEL for maternal toxicity was 0.6 mg narasin activity/kg bw per day.
The NOAEL for teratogenicity was 1.8 mg narasin actmty/kg bw per day,
which was the highest dose tested.

A review of the medical records and incident/injury reports for 163 employees
occupationally exposed to narasin indicated two cases of confirmed IgE-
mediated allergic responses to narasin, which were manifested by transient
facial uticaria, pruritis, nasal congestion and chest tightness. Three additional
cases with similar respiratory symptoms were not confirmed by intradermal
testing and might have represented local respiratory irritation rather than an
allergic response. After relocation away from the narasin manufacturing area,
the symptoms in all five cases resolved completely, with no long-term
consequences.

Microbiological data

The JECFA decision tree approach that was adopted by the sixty-sixth
Committee (Annex 1, reference /87) and complies with VICH GL36 (8) was
used to evaluate the impact of narasin residues on the intestinal microflora.

{




78

Narasin activity was clearly demonstrable against Bifidobacterium,
Clostridium, Enterococcus, Eubacterium, Lactobacillus, Fusobacterium
and Peptostreptococcus. Peptosireptococcus was the most susceptible
group, with a MIC range of 0.062-0.5 ug/ml and a MICso of 0.125 pg/ml.
Narasin exerted very weak activity against Bacteroides fragilis and other
Bacteroides spp., with a MICsp of 32 pg/ml. Narasin exerted no measurable
antibacterial activity against E. coli (MIC >128 pg/ml). Therefore, the only
potential adverse effect on human intestinal microbiota would be disruption
of the colonization barrier as the end-point of concem for determining the
microbiological ADI. However, since the majority of narasin residues in the
colon are bound to faeces (99.4%) and biologically inactive, the bioavailable
concentration is below the MICso of 0.125 pg/ml for Peptostreptococcus,
which is the most sensitive genus of the representative human intestinal bac-
teria. In addition, to study the ability of narasin to affect faecal excretion of
Salmonella in poultry, broiler chickens were fed narasin at 100 mg/kg of the
diet and the next day dosed with Salmonella for periods up to 8 weeks. Narasin
treatment had no statistically significant effect on the faecal excretion of
Salmonella or on the proportion of faecal coliforms resistant to narasin,
Therefore, narasin did not affect the normal intestinal microbiota, Based on
MIC susceptibility, faecal binding interaction and in vivo colonization barrier
studies, narasin residues were considered unlikely to disrupt the colonization
barrier of the human gastrointestinal tract. Narasin does not appear to select
for acquired resistance in bacteria, as there is no genetically encoded resis-
tance gene for ionophores. The Committee concluded that it was not neces-
sary to determine a microbiological ADI for narasin.

Evaluation

The lowest NOAEL was established in the GLP-compliant, 1-year oral tox-
icity study in the dog. The NOAEL in this study was 0.5 mg/kg bw per day,
based on clinical and pathological signs of toxicity at the higher doses. Safety
factors of 10 for interspecies differences and 10 for interindividual variability
in the population were applied, for a total safety factor of 100. This safety
factor was considered appropriate in view of the extensive database of ade-
quately conducted studies for a compound that has a long history of use.
Therefore, an ADI of 0-5 pug/kg bw was established on the basis of the tox-
icological data.

A toxicological monograph was prepared.




Residue evaluation

Data on pharmacokinetics and metabolism

Chickens. The pharmacokinetics of narasin in chickens was evaluated in
several studies, Narasin was rapidly cleared from plasma and tissues.

Three studies were conducted to evaluate the metabolism of narasin in chick-
ens. In one study, radiolabelled narasin was extensively metabolized by
chicken liver, with oxidation serving as the primary pathway of metabolism.
Narasin A metabolites represented 88.9% of total radioactivity, and more than
85% of the dose was recovered in excreta within 48 h. Liver was the tissue
with the highest concentration of radioactivity, followed by fat, kidney and
muscle. At Jeast 15 metabolites and parent narasin were identified from the
excreta. The distribution and relative magnitude of radioactivity from liver
and excreta were similar, Narasin metabolites were 20 times less active than
parent narasin,

Cattle. Two studies were evaluated. In one study, following oral administra-
tion (approximately 79.2 mg/day, by gelatine capsule) of ['“C]narasin, a total
of 91% of the administered radioactivity was recovered, 89% in the facces
and 2% in the urine. Liver was the only edible tissue that contained appre-
ciable concentrations of residue. Little more than trace concentrations of
residues were found in the other tissues. The most abundant metabolite in
cattle liver was NM-12, narasin monohydroxylated in ring B. It represented
approximately 15% of the liver radioactivity. Parent narasin represented ap-
proximately 5% of the total residue.

Pigs. Two GLP-compliant studies were conducted. Following oral adminis-
tration of [“C]narasin in feed, approximately 90% of the administered
radioactivity was recovered in the facces, and less than 10% in the urine. The
metabolife profile was qualitatively similar to that seen in cattle, and liver
was the only edible tissue that contained appreciable concentrations of
residue.

Residue data

Cattle. In a GLP-compliant study, six steers and three heifers received a
single capsule containing ['*C]narasin equivalent to 13 mg/kg in feed. The
animals were dosed twice daily for 5 consecutive days. At all slaughter times,
liver contained the highest concentrations of radioactivity, corresponding to
0.49, 0.23 and 0.05 mg narasin equivalents/kg at zero withdrawal time, 1 day
and 3 days, respectively. Less than 5% of the liver radioactivity corresponded
to parent narasin. Muscle, fat and kidney contained less than 0.02 mg narasin
equivalents/kg at zero withdrawal. In a non-GLP-compliant study with
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non-radiolabelled narasin, 18 cattle were fed 150 mg narasin/head per day
(66 mg/kg in diet) for 140 days. Residues were found in the fat and liver until
48 h post-withdrawal (<10-20 pg/kg at zero withdrawal, <5-10 pg/kg at 24
and 48 h withdrawal) (thin-layer bioautographic method sensitivity = 5 ug
narasin/kg). Less than 5 pg narasin/kg was found in the muscle tissue at zero
withdrawal, and no residues were found at 24 h withdrawal time, No residues
were found in kidney at any time.

Pigs. In a GLP-compliant study, 12 pigs were fed with a ration containing
[“*C]narasin at a level equivalent to 37.5 mg/kg feed for 5 days. The mean
total residues in liver for 0, 24, 48 and 72 h withdrawal were 0.51, 0.44, 0.26
and 0.18 mg/kg, respectively. Muscle and kidney contained no detectable
radioactive residues at zero withdrawal, and fat contained less than 0.05 mg
narasin/kg. The analytical method was a thin-layer chromatography—
bioautographic method, using Bacillus subtilis as the indicator organism. In
a non-GLP-compliant study, 24 pigs were fed ad libitum for 14 days with a
finishing ration containing O or 45 mg narasinvkg in feed. Tissues were col-
lected at 12 and 24 h withdrawal time. No residues at or above the LOQ of
the HPLC-UV method (25 pg/kg) were observed in the tissues of any animals
slaughtered at either time point.

Chickens. Two residue depletion studies with [*C]narasin were evaluated in
chickens. In a non-GLP-compliant study, nine chickens were preconditioned
on a ration containing a nominal 80 mg narasin/kg feed. At about 8 weeks of
age, the birds were dosed with 80 mg ['*C]narasin ration/kg ad libitum for 5
days and then slaughtered at 0, 1 and 3 days of withdrawal. Liver contained
the highest '*C residues, and muscle contained the lowest. At 3 days of with-
drawal, all residues were below 25 pg/kg with the exception of liver, which
had residue concentrations of approximately 65 pg/kg. In a GLP-compliant
study, 15 broiler chickens were dosed for 5 days with a broiler ration con-
taining 100 mg ["*C]narasin/kg. Liver, kidney, fat, muscle and skin samples
were taken. The zero withdrawal time mean residues of narasin in milligram
per kilogram equivalents were as follows: liver, 0.45; fat, 0.21; skin, 0.14;
kidney, 0.14; and muscle, 0.02. Following withdrawal of medication, the ra-
diochemical residues depleted rapidly in all tissues. After a 1-day withdrawal,
the residue concentrations had declined by more than 50%, and all tissues
except liver (0.18 mg/kg) were below 0.1 mg/kg.

In a GLP-compliant comparative metabolism study in cattle, dogs and rats,
radiochemical residues were extracted from liver and faeces. Metabolite pat-
terns in all three species were qualitatively similar. It was shown in this study
that the toxicological test animals, rat and dog, were exposed to the same
metabolites following oral dosing with narasin. In a metabolite study in rats
dosed orally with narasin, faeces were examined to determine specific narasin
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metabolismin the rat. Theresults of this study showed that the same pathways
(oxidation/hydroxylation) for metabolism in the chicken are shared by the
rat, and hydroxylated metabolites found in chickens were tested by autoex-
posure in rat toxicity studies with narasin,

Three GLP-compliant studies were conducted to evaluate depletion of
unlabelled narasin in chickens. In the first study, 32 broiler chickens were
fed 80 mg narasin/kg in feed for 5 consecutive days. Tissue samples were
taken at 0, 6, 12 and 24 h withdrawal, Narasin was quantified by HPLC
with UV detection after post-column derivatization (LOQ = 25 pg/kg;
LOD = 0.6 ng/kg). Narasin was not detected in muscle or kidney at any of
the slaughter times. In liver, narasin was detected only in the 6-h withdrawal
sample. Narasin was detected in skin/fat at 0 and 6 h withdrawal. No residues
were detected in any tissues beyond 12 h withdrawal. In the second study,
broiler chickens were fed from day 0 to day 42 with a medicated ration con-
taining either 80 or 160 mg narasin/kg. Nine chickens per group were
slaughtered at 2, 24, 72, 120 and 168 h withdrawal. Narasin analyses were
conducted by bioautography using Bacillus stearothermophilus var. cali-
dolactis C-953 as the indicator organism (LOQ = 25 pg/kg). In the 80 mg/kg
dose group, narasin residues were quantified in fat and skin at 2 and 24 h after
treatment, In muscle, liver and kidney, no quantifiable narasin residues were
found. In the 160 mg/kg dose group, narasin residues were quantified in skin
up to 24 h and in fatup to 2 h. There were no quantifiable residues in muscle,
liver or kidney at any sampling time. In the third study, 80 broiler chicks were
fed for at least 45 days with a ration containing 80 mg narasin/kg. Birds
were slaughtered afier 6, 12, 18 and 28 h withdrawal. Residues were deter-
mined using a bioautographic assay using Bacillus subtilis as the indicator
organism. The LOQ was 5 pg/kg. Mean residue concentrations ranged
from 86.1 + 50.6 pg/kg (fat) and 58.8 + 14.9 pg/kg (skin) at 6 h withdrawal
to 13.0 £ 9.5 pg/kg (faf) and 8.2 + 2.6 pg/kg (skin) at 28 h withdrawal.

Analytical methods

Screening methods. Screening by thin-layer chromatography-biocautography
using Bacillus stearothermophilus var, calidolactis C-953 inoculum has
been developed for detection of narasin with an LOQ of 25 pg/kg in edible
tissues. The recoveries range from 84% to 100%. A second thin-layer
chromatography-bioautographic method, using Bacillus subtilis as the indi-
cator organism, with an LOQ of 5 pg/kg, was also reported. In depletion
studies conducted in cattle, residues were determined using a thin-layer
bioautographic method with a limit of sensitivity of 5 pg narasin/kg.

Confirmatory methods. Available analytical methods for the determination
of narasin residues include HPLC-UV and HPLC-MS/MS. The HPLC
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method with UV detection has been validated for poultry and pig tissues. The
LOQis 25 pg/kg for tissues. An improved method foruse with chicken tissues
has an LOQ of 7 pg/kg. Mass spectrometric methods provide enhanced sen-
sitivity, with an LOQ of 1 pg/kg (one study) and CCa! of 0.3 or 1.6 ug/kg
(two additional studies). Both the HPLC-UV and the HPLC-MS/MS methods
are considered suitable for monitoring purposes. As a result, in recommend-
ing MRLs for pigs, chickens and cattle, the Committee used the LOQ values
for the HPLC-UV method. The method has not been fully validated for cattle
tissues.

Maximum residue limits

In recommending MRLs for narasin in chickens and pigs and temporary
MRLs for cattle, the Committee considered the following factors:

— An ADI of 0-5 pg/kg bw was established by the Committee based on a
toxicological end-point. This ADI is equivalent to up to 300 pg for a
60-kg person.

—— Narasin A is considered a suitable marker residue in tissue.

— Metabolites exhibit little or no microbiological activity in vitro.
Unchanged narasin represents approximately 5% of the total residues in
liver.

— Liver contains the highest concentrations of residues. In fat, narasin
residues persist for up to 72 h. For this reason, liver or fat (skin/fat in
natural proportions, where applicable) are considered suitable choices
for the target tissue.

~— Residue data in the studies submitted were determined using several
methods. These methods include a validated HPLC method with post-
column derivatization and UV detection and a validated HPLC-MS/MS
method. Both of these newer methods are suitable for routine monitoring.

— The analytical methods have been validated for chicken and pig tissues.
The methods have not been adequately validated for cattle tissues.

— Because residue concentrations in chickens and pigs were low or non-
detectable beyond 24 h withdrawal, the MRLs recommended for fat
(skin/fat, where applicable) and liver are twice the LOQ of 25 pg/kg for
the HPLC-UV method, and the MRLs recommended for muscle and
kidney are twice the LOQ of 7 pg/kg for the HPLC-UV method. Based
on the limited residue data available for cattle, it appears that residues

1 CCa means the limit at and above which it can be concluded with an arror probability of a that
a sample is non-compliant.
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are similarly low in cattle, and the recommended MRLs can be extended
to cattle tissues.

The Committee recommended MRLs of 50 ug/kg for liver and fat and
15 pg/kg for muscle and kidney for chickens and pigs as narasin A. The
Committee recommended the same MRLs, as temporary MRLs, for cattle.

The EDI was not estimated because there were insufficient data points to
calculate the median values for residues. Using the model diet and a marker
to total residue ratio of 5%, the MRLs recommended above would result in
an intake of 255 pg/person per day, which represents approximately 85% of
the upper bound of the ADI.

Before re-evaluation of narasin with the aim of recommending MRLs in tis-
sues of cattle, the Committee would require a detailed description of a
regulatory method, including its performance characteristics and validation
data. This information is required by the end of 2010.

A residue monograph was prepared.
Tilmicosin

Explanation

Tilmicosin is a macrolide antibiotic developed for veterinary use. It is rec-
ommended for treatment and prevention of respiratory diseases in cattle,
sheep, pigs, rabbits, chickens and turkeys and for the treatment of other dis-
eases caused by tilmicosin-sensitive microorganisms.

Tilmicosin has previously been evaluated by the Committee. The forty-
seventh meeting (Annex 1, reference /25) established an ADI of 040 pg/kg
bw. The following MRLs were recommerded for edible tissues: muscle of
cattle, pigs and sheep, 100 pg/kg; fat of cattle, pigs and sheep, 100 ug/kg;
liver of cattle and sheep, 1000 pg/kg; liver of pigs, 1500 ug/kg; kidney of
cattle and sheep, 300 pg/kg; and kidney of pigs, 1000 pg/kg. A temporary
MRL of 50 pg/l was initially recommended for milk of sheep but was not
extended by the Committee at the fifty-fourth meeting (Annex 1, reference
146), as the radiolabelled residue study in lactating sheep to determine the
relationship between total residues and parent drug in milk was not available.

Tilmicosin was included in the call for data and the agenda for the current
meeting of the Committee at the request of the 17th Session of CCRVDF (7)
for evaluation of residues and recommendation of MRLs for sheep milk and
poultry tissues and eggs. Data on residues in the rabbit were also submitted.
This evaluation considers both new and previously submitted data.
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Residue evaluation

Data on pharmacokinetics and metabolism

Ruminants. A peer-reviewed study compared the cattle and sheep pharma-
cokinetics of tiimicosin after subcutaneous administration at a dose of 10 mg/
kg bw. The pharmacckinetic parameters derived from the time—concentration
curve were not significantly different between species.

A peer-reviewed pharmacokinetic study of tilmicosin in goats studied the
bicavailability of tilmicosin after intravenous or subcutaneous administration
at a dose of 10 mg/kg bw. Goat plasma and milk concentrations were deter-
mined by amicrobiclogical assay (LOD =5 pg/kg, LOQ = 10 pg/kg). A small
fraction of the tilmicosin administered subcutaneously was absorbed very
slowly. Tilmicosin was excreted in milk with a mean concentration peak of
11.6 pg/ml and depleted slowly, maintaining detectable concentrations for
more than 5 days after administration.

A radiometric study was performed in cows that were approximately 2
months from calving. Radiolabelled tilmicosin was administered subcuta-
neously at a single dose of 10 mg/kg bw. The animals were managed as dry
cows until parturition, and milk samples were collected after this time. In
colostrum, tilmicosin represented 89% of the total radioactive residue, which
means that the administered dose remained largely unchanged for a long pe-
riod, since the interval between dosing and calving was around 50 days.

Chickens. Several GLP-compliant studies using '“C-labelled tilmicosin were
performed. Extracts of tissue were analysed to identify metabolites that were
detected using LC-MS (ESI+). Metabolites previously described in mammals
were found. In liver, approximately 55% of total radioactive residue repre-
sented tilmicosin; the corresponding values for kidney and muscle were in
the order of 40%.

In one study, 184 broiler chickens (92 of each sex) were treated using three
concentrations of ["*C]tilmicosin in drinking-water. The averages of the ad-
ministered doses were approximately 12.8, 21.8 and 56.0 mg/kg bw per day
for the low dose, middle dose and high dose groups, respectively. Serial blood
samples were taken from the wing veins of eight birds of each group from
time O to 120 h after treatment. Sufficient data were available for quantitative
analysis only for the high dose group. No significant differences between
males and females were observed. Time to reach the maximum concentration
in plasma (7',..) and other pharmacokinetic parameters could not be precisely
determined because there was a data gap between 36 and 72 h and the results
obtained at 72, 84 and 96 h were highly variable,

Turkeys. A study with unlabelled tilmicosin was performed to identify
metabolites in turkey liver using LC-MS (ESI+). Parent drug was identified
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as the main component, supporting tilmicosin as the marker residue for
turkey.

Eggs. Eight laying hens received by gavage, twice a day, a dose close to
10 mg ["“Cltilmicosin/kg bw, for 3 days. Total radioactivity was determined
in egg white and yolk for 24 days after the beginning of treatment. The ratio
of concentrations in egg white to those in egg yolk was 1.24 + 0.41. The
median concentration in whole eggs reached a peak of 4.2 mg tilmicosin
equivalents/kg on day 3. However, at this time point, the highest concentra-
tion observed was 13.7 mg tilmicosin equivalents/kg. Pools of egg whites and
egg yolks were extracted and analysed by HPLC-MS/MS to identify the
metabolites. A ratio of approximately 0.7 for marker to total residue concen-
trations was obtained.

Residue daia

Dairy cows. In a GLP-compliant study, the depletion of unlabelled tilmicosin
was studied using 25 animals representing early, mid and late lactations,
which received a single subcutaneous injection of 10 mg tilmicosin/kg bw.
Milk samples were taken before treatment and at 2- to 3-day intervals for 42
days. The samples were analysed using an HPLC method with UV detection
(LOQ = 10 pug/kg); in addition, a microbiological inhibition screening test
was performed. After a 36-day withdrawal time, the concentrations were still
approximately 80 pg/kg, likely toresult in a positive inhibitory determination
in the screening test. Tilmicosin is not registered for use in lactating cows.

Lactating sheep. A single subcutaneous dose of 10 mg/kg bw was given to
four lactating ewes. Milk samples were taken from the animals until day 28
after the treatment. The milk was screened by a bacterial growth inhibition
test and analysed for parent tilmicosin using an HPLC method with UV de-
tection (LOQ = 50 pg/l). Full inhibition was noted for the first 6—7 days. No
inhibition was found in any sample after day 12. The database was limited
and did not comply with the criteria to calculate statistical parameters and
tolerance limits around the depletion curve. However, based on the residue
levels found, consumption of milk obtained within the first 144 h after treat-
ment would likely result in an exceedance of the ADI, and depletion to
concentrations not causing inhibitory activity would require at least a 15-day
withdrawal time.

Chickens. One GLP-compliant depletion study using [**C]tilmicosin was
performed. After 3 days of administration, ad libitum, of ["*C]tilmicosin at a
concentration in water of 75 mg/I, groups of eight animals (four of each sex)
were slaughtered at 3,7, 10, 14 and 21 days. Total radioactivity was analysed,
and tilmicosin residues were determined in randomly selected samples from
animals sacrificed 3 and 7 days after the end of treatment. The highest residue
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concentrations were observed in liver, followed by kidney. Residue concen-
trations in skin fat, abdominal fat and muscle were low. The study was
considered suitable for statistical evaluation and for the estimation of intakes
of total residues of tilmicosin.

In another study, chickens received tilmicosin in drinking-water at an inclu-
sion level of 75 mg/l for 3 days. Groups of 10 animals (5 of each sex) were
sacrificed on days 3, 7, 10, 17 and 21 days after the end of treatment. Tilmi-
cosin concentrations in edible tissues were determined using a validated
HPLC method with UV detection, with LOQs of 60 pg/kg for liver and kidney
and 25 pg/kg for muscle and fat. A statistical analysis was performed, and
tolerance limits were calculated.

The data from these two studies were used to determine the ratio of marker
residue to total residues.

Turkeys. Turkeys received tilmicosin in drinking-water at an inclusion level
of 75 mg/1 for 3 days. Groups of six animals (three of each sex) were sacrificed
2,6, 10, 14 and 18 days after the end of treatment. Tilmicosin concentrations
in edible tissues were determined using a validated HPLC method with UV
detection, with LOQs of 60 pg/kg for liver and kidney and 25 pg/kg for muscle
and fat. In liver, skin and fat, quantifiable concentrations were observed from
day 2 to day 14, whereas in muscle, quantifiable results were obtained on
days 2 and 6. A statistical analysis was performed, and tolerance limits were
calculated. The depletion kinetics in turkeys were different from those ob-
served in chickens.

Rabbits. A residue study was conducted in rabbits. The only example of a
registered use of tilmicosin in rabbits made available to the Committee was
for oral administration in the feed on the basis of a granulate, and the doses
varied, depending on the therapeutic indication, from between 5-6 mg/kg bw
and 10-12 mg/kg bw.

The animals received a single subcutaneous injection of tilmicosin calculated
to result in a 10 mg/kg bw dose. Five animals (at least two of each sex) were
sacrificed after various withdrawal times (7, 14, 21, 28 and 35 days), and
tilmicosin concentrations were determined in liver, kidney, abdominal fatand
muscle using an HPLC method with UV detection. It was validated only at
concentrations far higher than those of most of the incurred residues. Thus,
no valid kinetic data were obtained from this study.

Eggs. In a study with unlabelled tilmicosin, 15 hens (approximate age
4] weeks; body weight range of 1.59-2.15 kg) were dosed for 3 days by
drinking-water. The average calculated dose was 17 mg/kg bw per day. In-
formation on registered doses is not available, since all label copies provided
by the sponsor contained a waming that tilmicosin should not be used in birds

—
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producing eggs for human consumption. Eggs were collected from day -1 to
day 23. Egg contents were analysed only for the odd days of the study.
Therefore, for some animals, the highest observed concentration may not
represent the peak concentration. An LC-MS/MS (ESI+) method, based on
SPE with an LOQ of 25 pg/kg, was used for the analysis. The number of
animals used in the study was too small to allow the derivation of MRLs. The
estimated residue concentrations at day 5 were approximately 4500 pg/kg
and would require long egg discard times

Estimation of gaily intake

All intake estimates were based on the information obtained from kinetic
residue depletion studies. Three approaches were followed. For residues of
tilmicosin in chickens, the EDI was calculated directly from the total residue
study at the same time point (7 days) on which the estimation of MRLs was
based. In a second approach, a computer modelling exercise was carried out
on the data to generate residue concentrations of 29 220 “food packages”.
This number of meals corresponds to 80 years of human life. The results
showed that at 7 days” withdrawal time, the frequency of occurrence of total
residues exceeding the ADI for the “food packages” in the modelling exercise
was below 0.3%. The modelling also showed that for this study, the results
for the median intake obtained from computer modelling and the conven-
tionally calculated EDIs were within 0.6% of each other. The third approach
was applied to estimate intakes resulting from the consumption of turkey
tissues using the conventional approach involving median marker residue
concentrations and factors to adjust for the ratio of marker to total residue
concentrations. The factors obtained for chickens were used for turkey tis-
sues. The estimated chronic intake calculations for chicken and turkey tissues
are shown in Tables 6 and 7, respectively.

Table 6
Estimate of chronic intake derived from total residue study in chickens on day 7

Liver Kidney Muscle Skin/fat All tissues

Predicted median concentration of total 2227 9438 583 831

residue equivalents (pg/kg) on day 7 after

treatment

Daily amount consumed (kg} 01 005 03 0.05 0.5
Dally intake of total residue equivalents 2227 472 175 42 291.8
% of upper bound of ADI 928 196 073 018 12
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Table 7
Estimate of chronic intake derived from marker residue study in turkeys on day 7

Liver Kidney Muscle Skin/fat All tissues

Predicted median concentration of marker 582 361 42 87

. residue concentration (Lg/kg) on day 7 after
treatment
Daily amount consumed (kg) 0.1 005 03 005 05
Daily intake of marker residue (Lg/kg) 582 18.1 126 435
Conversion factor marker to total 1/0.5 1/0.25 1 1/0.45
Dailyintake of total fesidueequivalents (ng/kg) 1164 722 126 9.67 210.9
% of upper bound of ADI 485 301 053 04 8.8

Analytical methods

A validated HPLC method, based on SPE, gradient elution and UV detection,
is available to analyse tilmicosin in chicken and turkey tissues. The LOQs
were determined to be 60 ug/kg for liver and kidney and 25 pg/kg for muscle
and fat. A validated LC-MS/MS (ESI+) method, based on SPE, is available
to analyse tilmicosin in whole egg, with an LOQ of 25 pg/kg. A validated
HPLC method, based on SPE, gradient elution and UV detection, is available
to analyse tilmicosin in sheep milk, with an LOQ of 10 pg/l. Tilmicosin
residues can be detected in milk using a commercial antimicrobial growth
mnmhibition test,

Maximum residue limits

The Committee considered data for recommending MRLs in chickens,
turkeys, eggs, rabbits and sheep milk. The sponsor provided information on
registered uses, which showed that there is at present no registered use for
laying birds. The residue concentrations in eggs were very high and could
result in long withdrawal times.

In the rabbit, the residue depletion study was performed using subcutaneous
administration. However, the registered oral administration route in rabbits
was not covered by an adequate residue depletion study.

The argument of the sponsor that a radiolabelled residue study in sheep milk
was not necessary, as new data were provided to bridge between cattle and
sheep, was accepted in principle. The only residue study in lactating ewes
contained an insufficient number of animals to allow MRLs to be recom-
mended and showed that long milk withdrawal times of approximately 15
days may be required.




For chickens, a satisfactory data set was available to derive MRLs, For
turkeys, the available residue data did not include a total residue study, but
the data could be bridged by using the ratios of marker to total residue con-
centrations derived from the study in chickens.

When recommending MRLS, the Committee considered the following points:

— The ADI for tilmicosin was 0-40 pg/kg bw, corresponding to an upper
bound of acceptable intakes of 2400 pg per day for a person with a body
weight of 60 kg.

— The time point on which the MRLLs were set was based on an EDI < ADI
approach and on modelling of possible intakes resulting from the con-
sumption of the four standard edible tissues showing that >99.7% of all
intakes in an 80-year lifetime would be below the ADL

— The residue depletion kinetics in turkeys were different from those found

in chickens.

— The most suitable time point for the calculation of MRLs was 7 days after
the end of treatment in chickens and turkeys.

— The studies provided clear evidence of dose linearity of the residues in
tissues of chickens.

— The range of therapeutic doses was covered by the studies performed in
chickens. The dose used in the depletion study with turkeys was at the
lower end of the registered dose regimes; however, the residue data from
turkeys showed less variability than did the data from chickens.

— A total residue study in chickens could be directly used for the intake
estimates following adjustment to account for the slightly higher range
.of therapeutic doses.

— The data from the marker residue study enabled statistical MRL calcu-
lations for chickens and for turkeys. MRLs were calculated on the basis
of upper one-sided 95% confidence limits over the 95th percentile of
residue concentrations.

— The ratio of marker to total residue concentrations was determined for
chicken tissues and applied for the estimated intake of residues from
turkey tissues.

— Data submitted to support MRLs for rabbit tissues, chicken eggs and
sheep milk were not suitable to derive MRLs compatible with the regis-
tered conditions of use for tilmicosin.

— A validated method of analysis was available for chicken and turkey
tissues.
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The Committee recommended MRLs, determined as tilmicosin, as follows:

— For chicken: Muscle, 150 pg/kg; liver, 2400 pgrkg; kidney, 600 pg/ke;
and skin/fat, 250 pg/kg

— For turkey: Muscle, 100 pg/kg; liver, 1400 pg/kg; kidney, 1200 pg/kg;
and skin/fat, 250 pg/kg

The Committee was not able to recommend an MRL for sheep milk.

Before a re-evalnation of tilmicosin with the aim to recommend MRLs in
tissnes of rabbits, the Committee wounld require adequately designed residue
studies with doses and routes of administration under authorized conditions
of use and using a validated method suitable for the purpose.

An addendum to the residue monograph was prepared.

Triclabendazole

Explanation

Triclabendazole is a benzimidazole anthelminthic used for the control of
liver fluke, Fasciola hepatica and F.. gigantica, in cattle, sheep and goats.
It is related by chemical structure and pharmacological action to other
benzimidazole compounds, such as fenbendazole and thiabendazole.

Triclabendazole was first evaluated by the Committee at its fortieth meeting
(Annex 1, reference /04), which established an ADI for triclabendazole of
0-3 pgfkg bw and recommended MRLs for cattle and sheep. At the sixty-
sixth meeting of the Committee (Annex 1, reference /87), new studies on
metabolism, bioavailability, residue depletion and analytical methods were
considered, and MRLs were revised and expressed as the sum of the ex-
tractable residues oxidized to ketotriclabendazole. The following MRLs were
recommended for edible tissues of cattle, sheep and goats: muscle, 150 pg/kg;
liver, 200 pg/kg; kidney, 100 pg/kg; and fat, 100 pg/ke.

The 17th Session of CCRVDF (7) requested that the MRLs for triclabenda-
zole in cattle and sheep tissues be re-evalnated, including reconsideration of
the data on bioavailability. In addition, three new residue studies in cattle
using pour-on formulation were provided for evaluation by the current meet-
ing of the Committee.

Residue evaluation

Daia on pharmacokinetics and metabolism

No new studies on pharmacokinetics or metabolism were provided. Re-
evaluation of the data considered at the fortieth and sixty-sixth meetings of




the Committee confirmed the earlier findings, Studies investigating the
bioavailability of incurred residues of triclabendazole were also reconsidered.
Three studies on bioavailability were evaluated by the sixty-sixth meeting of
the Committee. One study investigated the bioavailability of incurred
residues in rats on the basis of blood concentrations of [**C]triclabendazole
following intravenous administration, oral administration by gavage or in
feed and lyophilized [*C]triclabendazole-derived residues from cattle tissue
administered either in feed or by oral gavage. Measurements of areas under
the radioactivity-time curve showed that the absolute bioavailability of
[“C]triclabendazole was approximately 70% when given by gavage in rats.
The absolute bioavailability of incurred residues in tissue was the highest for
liver, at 9.2%. The calculated bioavailability of incurred liver residues in
cattle in this study was 13% (9.2/70 x 100) relative to the oral gavage treat-
ment. The other two studies were in bile duct—cannulated rats. These studies
confirmed that the bioavailability of incurred residues from liver was higher
than that for muscle or kidney; however, the relative bioavailability could not
-be calculated based on the data from these studies. Therelative bioavailability
for liver of 13% was used in the calculation of the EDI, as it represented the
worst-case scenario.

The sixty-sixth meeting of the Committee evaluated new studies on theratios
of marker residue concentration to total residue concentration in edible tis-
sues. The available information for cattle was limited to two male animals
slaughtered on day 28 after the last treatment. The ratios of marker to total
residue concentrations were as follows: liver, 0.19 and 0.24; kidney, 0.24 and
0.27; andmuscle, 0.41 and 0.32. For sheep, theratios of marker to total residue
concentrations were 0.25 for liver and 0.4 for muscle on day 28 and 0.42 for
muscle on day 10.

Residue data

The sixty-sixth meeting of the Committee considered a GLP-compliant study
in which 24 cattle were dosed orally with 18 mg triclabendazole/kg bw on
day 1 and again 28 days later. Highest residues measured as ketotriclaben-
dazole were found in liver at all time points (14, 28, 42 and 56 days), but
residues in muscle were similar to those found in liver at 56 days after the
second treatment. Residues were below the LOQ of 0.05 mg/kg in kidney at
56 days and were detectable in fat only at 14 days post-treatment.

The current meeting of the Committee considered three new GLP-compliant
residue depletion studies in cattle. The pour-on formulation used in all three
studies was identical. In the first study, no data from storage stability studies
were provided to confirm the stability of residues under the study conditions.
Two earlier studies found that triclabendazole residues in liver declined to
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72% and 83% of the initial concentration, respectively, after 6 months in
storage. Therefore, the data from this new residue depletion study could not
be considered. The second and third studies did not generate residue depletion
data on day 28, the only time point when the ratios of marker to total residue
concentrations are known. Therefore, the EDI could not be calculated, and
the studies were not suitable for deriving MRLs,

The sixty-sixth meeting of the Committee evaluated a GLP-compliant
study in which 24 lambs received a single oral dose equivalent to 10~13 mg
triclabendazole/kg bw. Six animals were slaughtered at each of the time
points 14, 28, 42 and 56 days post-treatment. Two control animals did not
receive the treatment and were slaughtered before the first group of treated
animals was slaughtered. Samples of liver, kidney, muscle and fat were col-
lected from each animal and analysed for residues of ketotriclabendazole by
liquid chromatography with UV detection. Samples of some tissues were not
analysed from the latter collection dates, as all samples of these tissues col-
lected at the previous date had been below the LOQ. The most persistent
residues were found in muscle and were detectable in three of six animals at
56 days post-treatment. Residues were not detected in liver or kidney samples
at 42 days post-treatment. Quantifiable concentrations were found on days
14 and 28 in kidney and liver. In fat, all concentrations were below 50 pg/kg.

Analytical methods

The sixty-sixth meeting of the Committee reported that a suitable validated
LC method with UV detection was available for regulatory use to detect and
quantify residues as ketotriclabendazole. The demonstrated method LOQ was
0.05 mg/kg for the various tissues. Analytical recoveries ranged from 79%
to 102%. Two analytical methods based on this method were provided for
evaluation by the current meeting of the Committee. In all three methods,
tissues are initially digested with hot alkali solution to release bound residues;
after further cleanup, the extracted residues are oxidized to ketotriclabenda-
zole, the marker residue.

Maximum residue fimits

In recommending MRLs, the Committee took into account the following
factors:

— An ADI of 0-3 pg/kg bw was established by the fortieth meeting of the
Committee, equivalent to 0—180 pg for a 60-kg person.

— The marker residue is the sum of all residues extracted and converted to
ketotriclabendazole.

— Liver and muscle are suitable target tissues.
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— A validated analytical method is available for analysis of triclabendazole
residues in edible tissues of cattle and sheep.

— The bioavailabilities of ['*C]triclabendazole and ['*C]triclabendazole-
derived incurred residues administered to rats by oral gavage were 70%
and 9.2%, respectively. Based on these data, the relative oral bioavail-
ability of incurred residues was 13%.

— In cattle, the ratios of marker residue concentration to total residue con-
centration were 0.32 for muscle, 0.19 for liver, 0.24 for kidney and 0.4
for fat on day 28. In sheep, the ratios were 0.4 for muscle, 0.25 for liver,
0.24 for kidney and 0.4 for fat (a conservative value based on that for fat
from cattle).

— The kinetic behaviour of triclabendazole is distinctly different in cattle
and sheep, and there is no basis for establishing MRLs with the same
numerical values for the two species.

— MRLs for liver, kidney and muscle for cattle and sheep were derived
from the curve describing the upper one-sided 95% confidence limit over
the 95th percentile of the residues of the marker residue ketotriclaben-
dazole on day 28 after the last treatment and are thus higher than those
recommended by the sixty-sixth meeting of the Committee, which were
based on the time point of 56 days.

— MRLs for fat were based on twice the LOQ of the analytical method.

On the basis of the above considerations, the Committee recommended the
following MRLs for edible tissues of cattle, expressed as the marker residue,
ketotriclabendazole: muscle, 250 ug/kg; liver, 850 pg/kg; kidney, 400 pg/kg;
and fat, 100 pg/kg. The Committee also recommended MRLs for triclaben-
dazole for the edible tissues of sheep, expressed as the marker residue,
ketotriclabendazole: muscle, 200 pg/kg; liver, 300 pg/kg; kidney, 200 pg/kg;
and fat, 100 pg/kg.

The MRLs previously recommended by the sixty-sixth meeting of the
Committee for triclabendazole for cattle and sheep were withdrawn. As the
Committee recommended significantly different MRLs for cattle and sheep
and uponreviewing the limited database for residues in goats, the Committee
concluded that there were insufficient data to extend the recommended MRLs
for goats. Therefore, the MRLs for goats recommended at the sixty-sixth
meeting of the Committee were withdrawn.

Estimated daily intake

The median concentrations of the marker residue in cattle tissues were
derived from the predicted value of the regression line on day 28. This was
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the only time point when the ratios of marker to total residue concentrations
are known. The study involved the oral treatment of 24 cattle with 18 mg
triclabendazole/kg bw and is described above, The median residue concen-
trations on day 28 were as follows: liver, 423 pg/kg; kidney, 173 pg/kg;
muscle, 161 pg/kg; and fat, 100 pg/kg (a conservative estimate in the absence
of an observed value).

The residue depletion study in cattle dosed orally was evaluated statistically.
The points on the curve describing the upper one-sided 95% confidence limit
over the 95th percentile and the linear regression line at day 28 were derived
for muscle, liver and kidney. The corresponding values for fat are, of neces-
sity, conservative estimates, because observed values are not available. The
EDI was calculated at day 28 using the median residue concentrations, the
ratios of marker to total residue concentrations, food consumption values
derived from the standard food basket and the bioavailability of incurred
residues (13%). The EDI was calculated to be 55.5 ug/60-kg person, which
represents 30.8% of the upper bound of the ADL

The residue depletion data for sheep were analysed using the statistical eval-
uation approach described above. The available database for sheep was
smaller than that for cattle, since measurable quantities of the marker residue
were found only on days 14 and 28 in kidney and liver. The median concen-
trations of the marker residue in the edible tissues of sheep were calculated
for day 28. With kidney, the ratio of marker to total residue concentration for
cattle was used. In fat, all concentrations were less than 50 pg/kg; accordingly,
a conservative value for fat of 50 pug/kg was used. The median residue con-
centrations on day 28 were as follows: liver, 154 pg/kg; kidney, 93 pg/kg;
and muscle, 103 pg/kg. For fat, a conservative value of 50 pg/kg was used.
The EDI was calculated to be 21 pg/person, which represents 11.7% of the
upper bound of the ADI. -

A residue monograph was prepared.
Tylosin

Explanation

Tylosin is a macrolide antibiotic produced by fermentation from a strain of
the soil microorganism, Streptomyces fradiae. The compound is active
against Gram-positive bacteria, mycoplasma and certain Gram-negative bac-
teria. Like other macrolide antibiotics, tylosin inhibits protein synthesis by
inhibiting aminoacyl-tRNA and peptidyl-fRNA binding to the ribosomes.
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Tylosin consists of one major factor, tylosin A. Three minor factors—
desmycosin (tylosin B), macrocin (tylosin C) and relomycin (tylosin D)—
may also be present in varying amounts, depending upon the manufacturing
source. Most of the microbiological activity resides with tylosin A. Tylosin
B, C and D and dihydrodesmycosin (a metabolite) have approximately 83%,
75%, 35% and 31% of the activity of tylosin A, respectively.

Tylosin and its phosphate and tartrate salts are used in pigs, cattle and poultry
for the treatment of infections caused by organisms sensitive to tylosin. They
may be administered to calves, orally in the milk replacer, at a dose of 40 mg/
kg bw and to cattle, by intramuscular injection, at a dose of 4-10 mg/kg bw.
Inpigs, tylosin is used for the prevention and control of diseases such as swine
dysentery and enzootic pneumonia. It may be administered in the drinking-
water at a dose of 25 mg/kg bw, in the feed at a dose of 3—7 mg/kg bw or by
intramuscular injection at a dose of 2—10 mg/kg bw. Tylosin is administered
to poultry in the drinking-water at a dose equivalent to 75 mg/kg bw. It is
used primarily in the treatment of chronic respiratory disease complex in
chickens and infectious sinusitis in turkeys caused by Mycoplasma gailisep-
ticum. Tylosin has also been approved for emergency use in the control of
American foulbrood of honey bees.

Tylosin was evaluated at the twelfth meeting of the Committee in 1968
(Annex 1, reference /7). It was concluded that tylosin used in animal feed or
in veterinary medicine should not give rise to detectable residues in edible
products of animal origin. No ADI was established.

The drug was subsequently evaluated at the thirty-eighth meeting of the
Committee in 1991 (Annex 1, reference 97). Because of deficiencies in the
toxicological and microbiological data, the Committee was not able to es-
tablish an ADI. Before reviewing the compound again, the Committee wished
to have the following information:

1. Detailed information from the reported reproduction and teratogenicity
studies.

2. Studies designed to explain the positive result that was obtained in the
mouse lymphoma genotoxicity assay in the absence of metabolic
activation,

3. Studies designed to test the hypothesis that the increased incidence of
pituitary adenomas in male rats after the administration of tylosin is a
consequence of the greater rate of body weight gain in these rats.

4. Studies from which a NOEL for microbiological effects in humans can
be determined.
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5. Additional studies of residues in eggs using more sensitive analytical
methods.

6. Additional information on microbiologically active metabolites of
tylosin.

7. Studies on the contribution of the major metabolites of tylosin to the total
residues in edible tissues of cattle and pigs.

At the sixty-sixth meeting of the Committee in 2006 (Annex 1, reference
181), none of the requested information was provided. A review of the avail-
able toxicological data in the published scientific literature indicated that
publicly available data were insufficient to allow a toxicological and residue
evaluation of tylosin to be performed. Therefore, tylosin could not be evalu-
ated at the sixty-sixth meeting,

Tylosin was included on the agenda and call for data for the current meeting of
the Commiittee as a result of a request from the 17th Session of CCRVDF (7).

New data on microbiological effects and detailed information on the repro-
ductive and deveclopmental toxicity studies reported at the thirty-cighth
meeting were made available for the present meeting, This report consolidates
the available information for tylosin relevant to the establishment of an ADI
and MRLs.

The Committee considered the results of studics on pharmacokinetics, phar-
macology, acute and short-term toxicity, genotoxicity, fertility and develop-
mental toxicity, microbiological safcty and studies in humans. The
genotoxicity and microbiological studies and some acute toxicity studies
were carried out according to appropriate standards. The majority of the other
studies were performed prior to the establishment of standards for study pro-
tocol and conduct. Several were available in summary form only and thus
could not be independently assessed.

Toxicological and microbiological evaluation

Biochemical data

Administration by the oral route in rats and dogs gave rise to pcak scrum
concentrations within 2 b, followed by a rapid decline. Based on the findings
in dogs, absorption appeared to take place in the intestine rather than in the
stomach, In dogs given increasing doses, absorption was less than propor-
tional to dose. Limited tissue distribution studies in rats with radiclabelled
drug revealed higher levels in liver and kidney than in fat. The urinary re-
covery of oral doses in rats and dogs accounted for 1-2% of the dose, with

~ the remainder in the facces. Biliary excretion was not quantified, but tylosin




concentrations were considerably higher in bile than in serum in both rats
and dogs.

The biotransformation of tylosin was extensive in rats. Major compounds
found in the liver were tylosin A, relomycin and dihydrodesmycosin. In the
faeces, major compounds were relomy cin and dihydrodesmycosin, and minor
compounds included tylosin A, macrocin and a range of metabolites arising
from hydrolysis of the lactone ring.

Toxicological data

Tylosin wasrelatively non-toxic in mice, rats and dogs after single oral dosing
with the base and a variety of salts. The oral LDs, was generally >5000 mg/kg
bw in rodents and >800 mg/kg bw in dogs.

Several short-term toxicity studies were performed in rats and dogs that
received oral doses. Studies of up to 1 month in duration were provided in
summary form only and were unsuitable for evaluation. In a 1-year rat study,
there were increases in the numbers of lymphocytes and urinary pH was
elevated at doses of 5000 mg/kg in the feed and above. The NOAEL in rats
was 1000 mg/kg in the feed, equal to 39 mg/kg bw per day.

In a 2-year dog study, tylosin was given by capsule at doses of 0, 1, 10, 100,
200 or 400 mg/kg bw per day. Pyelonephritis was seen at 200 mg/kg bw per
day, and pyelonephritis, nephrosis and cystitis were seen at 400 mg/kg bw
per day. The NOAEL in dogs was 100 mg/kg bw per day.

Five long-term studies in orally dosed rats were available. Three studies
were provided in summary form only and were unsuitable for evaluation. In
the other studies, survival was enhanced by exposure to tylosin. In one
study, fatty change in the liver was increased at a dose of 10 000 mg/kg in
the feed, equivalent to 500 mg/kg bw per day. The other study revealed in-
creased food intake at 5000 and 10 000 mg/kg in the feed and body weight
gain at 10 000 mg/kg in the feed. At these same doses, the incidences of
pituitary adenomas were increased in males. This type of tumour is commonly
observed in ageing rats, and the apparent increase in sorne treated groups was
considered to be associated with the increased survival in treated males. The
overall NOAEL in rats was 5000 mg/kg in the feed, equal to 192 mg/kg bw
per day.

Tylosin was evaluated for potential genotoxicity in an in vitro assay for the
induction of gene mutations in L5 178Y mouse lymphoma cells, in an in vitro
assay for the induction of gene mutations in HGPRT* CHO cells, in an in
vitro chromosomal damage assay in CHO cells and in an in vivo assay for
cytogenetic damage in mouse bone marrow. Negative findings were obtained
in CHO cells investigated for gene mutations and chromosomal damage and
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in mouse bone marrow investigated for cytogenetic damage. An increase in
gene mutations was detected in mouse lymphoma cells, in the absence of
metabolic activation only. Owing to the markedly decreased survival of cells,
the positive mutagenicity in the mouse lymphoma assay was considered
to represent an unreliable result. It is concluded that tylosin presents a low
potential for genetic damage.

Multigeneration reproduction studies were conducted in mice and rats. No
adverse effects were found on reproductive indices or on growth and survival
of offspring. The NOAEL was 10 000 mg/kg in the feed in all studies, equiv-
alent to 1500 mg/kg bw per day in mice and 500 mg/kg bw per day in rats.

In developmental studies, fetal growth and development were unaffected at
the highest administered doses of 1000 mg/kg bw per day in mice (given by
gavage) and 725 mg/kg bw per day in rats (given as 10 000 mg/kg in the feed).

" The most relevant study for determining a toxicological NOAEL is the 2-year

study in dogs. The NOAEL was 100 mg/kg bw per day, and a safety factor
of 100 was considered appropriate. Therefore, an ADI of 0-1 mg/kg bw could
be established on the basis of the toxicological data.

Microbiological data

A JECFA decision tree approach that was adopted by the sixty-sixth
meeting of the Committee (Annex 1, reference /87) and complies with VICH
GL36 (8) was used by the Committee to determine the need for, and to
establish, if necessary, a microbiological ADI for tylosin. Studies of micro-
biological activity against bacterial strains representative of the human
colonic flora were presented. A consistent absence of antibacterial activity
against any of the strains of E. coli, which had MIC values >128 pg/ml, was
apparent. Antibacterial activity was demonstrated among strains from other
species. The most susceptible groups were the Gram-positive anaerobes—
Bifidobacterium, Clostridium, Eubacterium and Peptostreptococcus. The
MIC;, of both Bifidobacterium spp. and Clostridium spp. was 0.062 pg/ml.

Faecal binding experiments were conducted using tylosin concentrations
between 0 and 3.3 pg/ml. The reference bacterial strain was Enterococcus
Jaecalis, which is susceptible to tylosin. The binding of tylosin to faeces was
not influenced by the concentration of faeces present (up to 50%), but it was
time dependent. Maximal binding of tylosin to faeces at each concentration
occurred between 1 and 8 h, and the extent of the binding varied between
28.6% and 42.9%. Practical limitations made it impossible to perform in vitro
faecal binding assays using faecal concentrations that exceeded 50% w/v.
Therefore, the 50% concentration provided the closest possible in vitro rep-
resentation of the in vivo situation with regard to the binding of ingested
tylosin residues to intestinal contents. On this basis, it was estimated that




maximal tylosin binding of undiluted faecal material would occur within
1-8 h and would probably exceed 30%.

In studies in human volunteers given up to 20 mg tylosin orally for 6 months,
there was no evidence for an increase in resistant microorganisms in the fae-
ces or for the emergence of cross-resistance to other antibiotics.

Tylosin residues may disrupt the colonization barrier of the human gastro-
intestinal tract, as tylosin is most active against Bifidobacterium spp. and
Clostridium spp. In terms of the development of resistance, all of the bacte-
rial species representative of the human gastrointestinal tract had MIC values
above the incurred active tylosin concentrations present in the human gas-
trointestinal tract. Thus, the small amount of active tylosin present in the
human gastrointestinal tract would exert negligible pressure in selecting for
resistance. Consequently, there is no need to consider the development of
resistance as an end-point of concern.

The formula for calculating the upper bound of the microbiological ADI is
as follows:

MICgq)c * Mass of colon content

Upper bound of the ADI (ug/kg bw) =
Fraction of oral dose available to microorganisms x Body weight

The equation terms are derived as described below.

MICeare: In accordance with Appendix C of VICH GL36, calculation of the
estimated no-observed-adverse-cffect concentration (NOAEC) (MIC,.ic) for
colonization barricr disruption uses MIC values from the lower 90% confi-
dence limit (CL) of the mean MICs for the most relevant and sensitive human
colonic bacterial genera.

MIC.. is derived as follows:

SdDev

Lower 90% CL = Mean MIC,, — Vi
0.1040

where:

— Mean MICs is the mean of the log-transformed MICs, values;
— Std Dev is the standard deviation of the log-transformed MICs, values;
— »n is the number of MICs, values used in the calculations; and

— fo.10qc is the 90th percentile from a central 7-distribution with degrees of
freedom (df) =n~ 1.

The tylosin ADI was derived from in vitro MIC data as described in VICH
GL36 (8). The strains needed to determine the MIC...c were chosen according
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to these guidelines, which state that an intrinsically resistant bacterial genus
should not be included; thus, E. coli was excluded. Additionally, although
VICH GL36 requires the usc of genera with a MICsy, the Commiittec used the
same genera but used the MICqy to determine the MIC... The justification is
based on Clinical and Laboratory Standards Institute (CLSI) guidelines (76)
and the observation that some of the strains within each of the genera tested
exhibited high MICs, presumably due to resistance. Given that the strains
with the high MICs are more likely to fill niches vacated by susceptible strains
(i.e. those with low MICs), the argument is advanced that these strains rep-
resent a more realistic scenario of what might occur in the human colon.

The MICyx values for Bacteroides fragilis, other Bacteroides spp.,
Bifidobacterium spp., Clostridium spp., Enterococcus spp., Eubacterium
spp., Fusobacterium spp., Lactobacillus spp. and Peptostreptococcus were
used to obtain the following values:

— MICy=5.44

— t=1397

— Lower 90% CL =3.76
— MICuue = 1.698

Mass of colon content: A valuc of 220 g is based on the colon content mea-
sured from humans,

Fraction of oral dose available to microorganisms: It is recommended that
the fraction of an oral dose available for colonic microorganisms be based on
in vivo measurements for the drug administered orally. Alternatively, if suf-
ficient data are available, the fraction of the dose available for colonic
microorganisms can be calculated as 1 minus the fraction (of an oral dosc)
excreted in urine, Human data are encouraged, but, in their absence, non-
ruminant animal data are recommended. In the absence of data to the contrary,
it should be assumed that metabolites have antimicrobial activity equal to that
of the parent compound. The fraction may be lowered ifthe applicant provides
quantitative in vitro or in vivo data to show that the drug is inactivated during
transit through the intestine.

The mix of metabolites reaching the colon would have 35% of the activity of
tylosin A based on results in pigs as a surrogate model for the human. The
faecal inactivation study indicates that at least 36% of tylosin A is bound to
faeces, s0 64% is available to microorganisms. Multiplying these two “avail-
ability” factors together (i.e. 0.35 x 0.64) gives 0.224. This is the fraction of
an oral dose available to microorganisms.

Body weight: The body weight of an adult is assumed to be 60 kg.




Therefore, the upper bound of the ADI is calculated as follows:

16982008
0224 x 60 kg

25.3 pg/ke bw

Upper bound of ADI =

Therefore, a microbiological ADI of 0--30 ug/kg bw (rounded to one signif-
icant figure) could be derived from in vitro MIC susceptibility testing and
faecal binding data.

Evaluation

The sponsor addressed the concems expressed by the Committee at its thirty-
eighth meeting, which enabled a reconsideration of all the toxicological and
related information and a review of new studies on microbiological effects.
The Committee considered that microbiological effects were more relevant
than toxicological effects for the establishment of an ADI for tylosin. There-
fore, the Committee established an ADI of 0-30 pg/kg bw on the basis of the
MIC data. This ADI is significantly lower than it would be if it were based
on a toxicological end-point and is 6400-fold lower than the lowest dose
associated with increased pituitary tumours in rats.

A toxicological monograph was prepared.
Residue evaiuation

Data on pharmacokinetics and metabolism

Tylosin is a highly lipid soluble weak organic base (pK. = 7.73) that readily
forms salts and esters, It is slightly to moderately bound to plasma proteins
(30-47%) and is widely distributed in body fluids and tissues. The volume
of distribution (V) of tylosin ranges from 1 to 14.6 I/kg in various animal
species.

Following intravenous administration, tylosin is rapidly eliminated from
blood, with elimination half-lives ranging from 0.4 to 4.5 h in several animal
species. Total body clearance of tylosin was highest in rodents (>70 ml/min
per kilogram) and lower in adult cattle, sheep and goats (<10 ml/min per
kilogram).

The biotransformation of tylosin has been studied in rats, chickens, pigs and
cattle, and the comparative metabolism was shown to be qualitatively similar
for these species. Tylosin is principally metabolized in the liver, resulting in
four major metabolites and several minor metabolites in most of the species
studied. Tylosin A is the most abundant residue in cattle, pigs, chickens and
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rats, whereas a major metabolic pathway is the reduction of tylosin A to
tylosin D.

Residue data

Two calves weighing approximately 150 kg each were treated once daily
for 3 days with intramuscular injections of “C-labelled tylosin at a dose of
17.6 mg/kg bw. Four hours after the last dose, the calves were slaughtered
and tissues were taken for analysis. The mean total residues of tylosin (ex-
pressed as milligrams tylosin equivalents per kilogram) were 25.2 (liver),
47.8 (kidney), 2.9 (muscle) and 1.5 (fat). In liver, tylosin A was the main
component of the residue, whereas tylosin D, tylosin C and cysteinyl-tylosin
A were major metabolites. The residues in kidney and fat demonstrated sim-
ilar metabolic profiles, with tylosin A and cysteinyl-tylosin A being major
components. By comparison, tylosin A was the only significant residue in
muscle. The mean residues of tylosin A analysed by HPLC were 2.6 mg/kg
(liver), 6.9 mg/kg (kidney), 0.7 mg/kg (muscle) and 0.9 mg/kg (fat), corre-
sponding to 10.5%, 14.5%, 24.6% and 61.8% of the total residues in these
tissues. Tylosin A represented 31% (liver), 36.7% (kidney) and 70% (muscle)
of the microbiologically active residues present.

Using a crossover study design with a 21-day washout period, tylosin was
administered intramuscularly and subcutaneously to 12 cattle at a dose of
17.6 mg/kg bw for 5 consecutive days. The animals were slaughtered 21 days
after the last treatment, and samples of liver and kidney were collected for
residue analysis. No residues of tylosin A in liver or kidney were detected
(LOD of 20 pg/kg) by HPLC with UV detection.

Three crossbred castrated male pigs weighing approximately 17 kg were
given '“C-labelled tylosin in feed at an inclusion rate of 220 mg/kg for 5 days.
The animals were slaughtered 4 h after the last dose, and tissues were col-
lected for residue analysis. The mean total residues of tylosin, expressed in
micrograms tylosin equivalents per kilogram, were 450 (liver), 460 (kidney),
70 (muscle), 50 (fat), 170 (lung) and 70 (skin). Residues of tylosin A were
not detected when these samples were analysed by HPLC with UV detection;
the method LOQ was 50 pg/kg in all tissues. Tylosin A accounted for 12.3%
of the total residue in liver and 7.6% in kidney. Smaller amounts of tylosin
D (liver, 10.3%; kidney, 6.1%), dihydrodesmycosin (liver, 5.4%; kidney,
4.1%) and cysteinyl-tylosin A, which readily converts to tylosin A, were also
present.

From other residue studies using injectable formulations, residues at the in-
jection sites were noted in cattle and pigs. In cattle, the mean concentration
of tylosin at the injection site was 1621 ug/kg at 7 days and less than the LOD
from day 28 after treatment. In pigs, the mean concentration of tylosin at the




injection site was 1040 pg/kg at day 3 and less than the LOD from day 10
after treatment. Injection site residues were noted but were not taken into
account when recommending the MRL for muscle for cattle and pigs.

A radiometric study was conducted in which laying hens had ad libitum ac-
cess to drinking-water medicated with 0.53 g [“C]tylosin/] for 3 days.
Samples of liver, kidney, muscle, skin with adhering fat and abdominal fat
were collected from each of four animals sacrificed at 0, 2, 5 and 7 days after
withdrawal of the medicated water. Total radioactive residues in liver for the
four birds at 0-day withdrawal (4 h) were 13.7, 1.0, 0.5 and 0.5 mg [*“C]tylosin
equivalents/kg. The mean total radioactive residue in liver declined to less
than 0.1 mg tylosin equivalents’kg by 7 days after withdrawal. By compari-
son, the mean total residue in kidney decreased to below 0.1 mg tylosin
equivalents/kg by 2 days after withdrawal; the mean total residue in skin
with adhering fat and in abdominal fat decreased to below 0.1 mg tylosin
equivalents/kg at all sampling times. Tylosin A was the principal component
of the residue in liver, accounting for approximately 16% of the total residue.

In another study, broiler chickens were given 0.53 g [“C]tylosin/l of drinking-
water for 3 days. Samples of liver, kidney, muscle, skin with adhering fat,
abdominal fat and bile were collected from six animals at 0, 2, 5 and 7 days
after withdrawal of the medicated water. The mean total radioactive residue
in liver declined from 0.7 mg tylosin equivalents/kg at day O to less than 0.1
mg tylosin equivalents/kg by 5 days after withdrawal. In kidney, the mean
total radioactive residue decreased to less than 100 pg tylosin equivalents/kg
by 5 days after withdrawal. Mean total radioactive residues in muscle, skin
and abdominal fat were less than 100 pg tylosin equivalents/kg at all time
points. The liver extract contained multiple radioactive components, indicat-
ing extensive metabolism; however, tylosin D was the only residue detected
by HPLC-MS/MS (ESI) on account of the low residue concentrations and
reduced assay sensitivity due to matrix effects,

The depletion of tylosin residues in muscle, liver, kidney and skin/fat of
broiler chickens was studied following oral administration of tylosin in
drinking-water at a rate of 500 mg/l for § days. This is equivalent to a mean
daily dose of tylosin of approximately 105 mg/kg bw. Groups of chickens
(three males and three females per group) were euthanized at 0, 12, 24 and
48 h after withdrawal of the medicated water, and samples of liver, kidney,
muscle and skin/fat were collected and analysed for tylosin A (marker
residue) using a validated HPLC-MS/MS method. The method LOQ was 50
pg/kg for all tissues. Residues of tylosin in liver, kidney, muscle and skin/fat
were less than 100 pg/kg at 0 h and approached, or were less than, 5 pg/kg
(the LOD of the method) at 12 and 24 h after the medicated water had been
withdrawn.
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Twelve cows were given tylosin phosphate in feed for 17 days, equivalent to
a dose rate of 200 mg/cow per day. Milk samples were collected and assayed
for tylosin on days —1, 0 (first access of the animals to medicated feed), 1, 2,
3,4, 5,7 and 17 by HPLC with UV detection. Tylosin residues were not
quantifiable (LOQ of 50 pg/kg) in any milk sample.

Five high-yielding and five low-yielding dairy cows were treated intramus-
cularly for 5 days with 10 mg tylosin/kg bw. Milk samples were analysed for
tylosin using an HPLC method with UV detection. The method LOQ and
LOD were 25 pg/kg and 10 pg/kg, respectively. The maximum concentration
in milk ranged from 1.3 to 2.6 mgrkg on the 4th day of treatment. The con-
centration of tylosin residues in all samples was less than 50 pg/kg from day
3 after the last dose. There was no conclusive evidence that the marker residue
was correctly quantified in this study.

Six dairy cows were administered 10 mg tylosin/kg bw intramuscularly for
3 days. Milk was collected twice daily from 1 day prior to treatment to 5 days
after the last treatment and analysed for tylosin using a validated HPLC
method with UV detection. The LOQ and LOD of'the analytical method were
50 pg/kg and 20 pg/kg of milk, respectively. The highest concentrations of
tylosin A residues were observed in milk during treatment, with mean tylosin
A concentrations of 1.1 mg/kg, 1.5 mg/kg and 1.4 mg/kg on days 1, 2 and 3,
respectively. Concentrations of tylosin A were less than the LOQ (<50 pg/kg)
at the afternoon milking on day 3 post-treatment and less than the LOD
(<20 pg/kg) at the morning milking on day 4 post-treatment.

Laying hens were given ad libitum access to drinking-water medicated with
0.53 g [“C]tylosin/l for 3 days. Eggs were collected daily from all birds during
the treatment period, after withdrawal of the medicated drinking-water and
prior to sacrifice. Total residues present in whole eggs at 0-day withdrawal
from 2 of the 16 treated birds were 1.6—1.7 mg tylosin equivalents/kg of eggs,
whereas the residues present in whole eggs from the remaining 14 birds
ranged from 108 to 245 pg equivalents/kg. This difference was not ascribed
to any clinical or physiological observation. Residue concentrations in whole
eggs were highest in eggs collected on the last day of treatment (mean of
333 ug tylosin equivalents/kg) and on the following day (mean of 362 pg
tylosin equivalents/kg). Thereafter, mean residues in whole eggs depleted to
190, 134, 126 and 70 g tylosin equivalents’kg at 1, 2, 3 and 4 days after
withdrawal of the medicated water, respectively. Tylosin A was the most
abundant of the identified residues in whole eggs. At the highest concentra-
tion of tylosin equivalents, the mean tylosin A concentration was 272 pg/kg
and accounted for approximately 17% of the total radioactive residues.
Tylosin A was not detected in eggs produced by the other 14 birds (the LOD
of the analytical method was approximately 20 pg/kg).




The residue depletion profiles oftylosin in eggs were investigated in 24 laying
hens after oral administration of tylosin phosphate in the diet. The birds re-
ceived tylosin phosphate at an inclusion rate of 800 mg/kg in feed for 5
consecutive days. Tylosin residue levels were determined in eggs produced
from the day before dosing to 5 days after the suspension of dosing. The
HPLC method with UV detection was not specific for tylosin A; the LOQ
was 50 pug/kg, and the LOD was 13 pg/kg for tylosin residues. One egg col-
lected on the 5th day of dosing contained a residue of 75 pg tylosin/kg. The
concentration of residues in all other eggs was less than the method LOQ.

In another study, 17 hens were offered water medicated with 500 mg tylosin
activity/l for 3 days. The residues of tylosin in 12 eggs randomly selected
each day were determined by HPLC with UV detection, which was not spe-
cific for tylosin A. Only 4 of 36 eggs collected during the treatment period
contained residues greater than the LOQ (50 pg tylosin/kg) of the analytical
method. After withdrawal of the medicated water, no residue concentrations
exceeded the LOQ, with the majority of eggs having residues below the LOD

(10 pg tylosin/kg).

Drinking-water medicated with 500 mg tylosin/l was given to 22 laying hens
for 5 consecutive days. This was equivalent to an estimated daily dose range
of 87-97 mg tylosin/kg bw. Eggs were collected daily and individually
homogenized prior to analysis for tylosin A (marker residne) nsing a validated
HPLC method. The mean concentration of tylosin in whole eggs was less
than the LOQ of 50 pg/kg on all days. The maximum concentration of tylosin
was 117 pg/kg in an egg from day 2 after initiation of treatment; the concen-
tration of tylosin was less than the LOQ after day 6.

As distinct from mammalian tissues, tylosin B is a major end product in
honey. The microbiological activity of both tylosin A and tylosin B must be
taken into account when considering food safety. Residue depletion studies
in honey were provided. A suitably validated microbiological assay was not
provided to allow for the total microbiological activity ofresidues. Therefore,
the Committee was unable to evaluate the residue data for honey.

Analytical methods

An HPLC methodwith UV detection at 280 nm was provided for the detection
and quantification of residues of tylosin A in eggs. It was claimed that the
method LOQ was 50 pg/kg for whole eggs; however, a critical analysis of
information provided snggested that the LOQ is likely to be above 100 pg/kg.
Similarly, the LOD was claimed to be 4.1 pg/kg for whole eggs; however, on
the basis of the information provided, the LOD is likely to approximate
50 pg/ke. Analytical recoveries ranged from 74.0% to 87.4%, with coeffi-
cients of variation of 3.6-9.6%. The method is not acceptable for measuring
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tylosin residues at or below a concentration of 100 pg/kg, but is acceptable
for measuring higher concentrations.

A validated HPLC-MS/MS method with ESI is available for determining
residues of tylosin A in the edible tissues of chickens and in eggs. Acceptable
specificity, sensitivity, linearity, precision, recovery and accuracy were
demonstrated for the method. Recoveries ranged from 84.6% to 103%, with
coefficients of variation of 5.0-10.1%. The method LOQ was 50 pg/kg for
all tissues and 100 pg/kg for eggs. The LOD of the analytical method was
5 ng/kg for all tissues and eggs. The ion chromatograms and other information
provided confirmed the claimed performance characteristics. There were no
significant matrix effects detected in any matrices. This method could easily
be extended to other matrices and is a suitable analytical method for regula-
tory use of residues in the edible tissues of cattle, pigs, chickens, milk and
eggs.

A microbiological assay was provided for analysis of edible tissues of cattle
and pigs; however, the method was not appropriately validated.

Maximum residue limits

In recommending MRLs, the Committee took into account the following
factors:

— An ADI of 0-30 pgrkg bw based on a microbiological end-point was
established by the current meeting of the Committee; equivalent to
0-1800 pg for a 60-kg person.

— The marker residue is tylosin A and represents approximately 100% of
the microbiologically active residues, except in honey. This information
is incorporated in the calculation of the intake estimates to ensure that
they correctly reflect residues of microbiological concern.

— Liver and muscle are suitable target tissues.

~—— A validated analytical method is available for analysis of tylosin A
residues in edible tissues of chickens and in eggs and could be extended
to the edible tissues of cattle and pigs and to milk.

—- The MRLs for all edible tissues of cattle, pigs and chickens were based
on the data provided.

— The MRL for eggs was based on the highest tylosin A concentration
observed.

—- The MRL for milk was based on 2 x LOQ.

On the basis of the above considerations, the Committee recommended the
following MRLs for edible tissues of cattle, pigs and chickens, expressed as




the marker residue, tylosin A; muscle, 100 pg/kg; liver, 100 pg/kg; kidney,
100 pg/kg; fat, 100 ug/kg (cattle and pigs); and skin/fat, 100 pg/kg (chickens).
The Committee also recommended a MRL for milk of 100 pg/kg and a MRL
for eggs of 300 pg/kg, both expressed as the marker residue, tylosin A.

The EDI was not estimated, because there were insufficient data points with
which to calculate the median values for residues. Using the model diet and
the microbiological activity of tylosin A of 100% of the microbiological ac-
tivity of the residue, the MRLs above would result in an intake of 230 pg,

-which represents 13% of the upper bound of the ADI.

A residue monograph was prepared.
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4, Future work

I. The Committee recommended, in the interest of transparency and com-
munication, that the JECFA Secretariat share the concept paper on the
hypothesis-driven decision tree approach for the safety evaluation of residues
of veterinary drugs with relevant FAO/WHO bodies, including joint expert
committees and Codex committees, while clearly communicating that this
paper is a first step in a long-term project. The Committee further recom-
mended that the JECFA Secretariat convene one or more working groups as
appropriate to expand and continue the development of a general decision
tree approach for the evaluation of veterinary drugs. Progress in the devel-
opment of this decision tree approach should be discussed at future JECFA
meetings.

2. The Committee decided to harmonize with the sixty-eighth JECFA and

agreed to differentiate between the terms NOAEL and NOEL for the evalu-
ation of veterinary drugs in food in the current and future JECFA reports.

3. The Committee recommended that the JECFA Secretariatadvise the IMPR
Secretariat of the Committee’s report regarding residues in honey and con-
siderations of residues from use of pesticides in honey production and bee
health.
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5. Recommendations

1. Recommendations relating to specific veterinary drugs, including ADIs
and proposed MRLs, are given in section 3 and Annex 2.

2. In considering the matters of interest noted in this report conceming
residues of veterinary drugs in honey and possible approaches to derive MRLs
for this commodity and the complex and unique nature of honey and honey
bees, JECFA may not be able to adopt any specific approaches without further
guidance from CCRVDF. The Committee therefore makes the following rec-
ommendations to CCRVDEF:

— That CCRVDF, with the aid of member countries, compile a compre-
hensive list of all veterinary drugs registered for honey production and
bee health and develop a pricrity list of veterinary drugs for use in honey
bees to be considered for risk assessment by JECFA.

— That CCRVDF and member countries be encouraged to provide data on
honey consumption, considering both direct and indirect honey intake,
for purposes of improved intake assessments as part of the risk assess-
ment for recommending MRLs.

— That CCRVDF consider extension of good veterinary practice guidelines
to include honey production.

~—— That the CCRVDF ad hoc Working Group on Methods of Analysis and
Sampling consider analytical methods for residues in honey.

— That CCRVDF provide guidance on the appropriate percentile for an
estimation of acute intake.
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Annex 1
Reports and other documents
resulting from previous meetings of
the Joint FAO/WHO Expert
Committee on Food Additives

1. General principles governing the use of food additives (First report of the Joint
FAO/WHO Expert Committee on Food Additives). FAO Nutrition Meetings Report
Serics, No. 15, 1957; WHO Technical Report Series, No. 129, 1957 (out of print).

2. Procedures for the testing of intentional food additives to establish their safety for
use (Sccond report of the Joint FAO/WHQ Expert Committee on Food Additives).
FA O Nutrition Mcctings Report Series, No. 17, 1958; WHO Technical Report Serics,
No. 144, 1958 (out of print).

3. Specifications for identity and purity of food additives (antimicrobial preservatives
and antioxidants) (Third report of the Joint FAO/WHO Expert Committee on Food
Additives). These specifications were subsequently revised and published as Specifi-
cations for identity and purity of food additives, Vol. 1. Antimicrobial preservatives
and antioxidants, Rome, Food and Agriculturc Organization of the United Nations,
1962 {out of print).

4. Specifications for identity and purity of food additives (food colours) (Fourth report
of the Joint FAO/WHO Expert Committec on Food Additives). These specifications
were subsequently revised and published as Specifications for identity and purity of

Jood additives, Vol. 1. Food colours, Rome, Food and A griculture Organization of
the United Nations, 1963 (out of print).

5. Evaluation of the carcinogenic hazards of food additives (Fifth report of the Joint
FAO/WHO Expert Committee on Food Additives). FAO Nutrition Mcetings Report
Series, No. 29, 1961; WHO Technical Report Series, No. 220, 1961 (out of print).

6. Evaluation of the toxicity of a number of antimicrobials and antioxidants (Sixth report
of the Joint FAO/WHO Expert Committee on Food Additives). FAO Nutrition Meet-
ings Report Series, No. 31, 1962; WHO Technical Report Series, No. 228, 1962 (out
of print).

7. Specifications for the identity and purity of food additives and their toxicological
evaluation: emulsifiers, stabilizers, bleaching and maturing agents (Seventh report
of the Joint FAO/WHO Expert Committec on Food Additives). FAO Nutrition Meet-
ings Series, No. 35, 1964; WHO Technical Report Series, No. 281, 1964 (out of print).

8. Specifications for the identity and purity of food additives and their toxicological
evaluation: food colours and some antimicrobials and antioxidants (Eighth rcport of
the Joint FAO/WHO Expert Committec on Food Additives). FAO Nutrition Meetings
Series, No. 38, 1965; WHO Technical Report Series, No. 309, 1965 (out of print),

9. Specifications for identity and purity and toxicological evaluation of some antimi-
crobials and antioxidants. FAO Nutrition Mcetings Report Scrics, No. 38A, 1965,
WHO/Food Add/24.65 (out of print).
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10.

13.

15.

17.

18.

19.

20.

21

22.

Specifications for identity and purity and toxicological evaluation of food colours.
FAQ Nutrition Meetings Report Series, No. 38B, 1966, WHO/Food Add/66.25.

. Specifications for the identity and purity of food additives and their toxicological

evaluation: some antimicrobials, antioxidants, emulsifiers, stabilizers, flour treatment
agents, acids, and bases (Ninth report of the Joint FAO/WHO Expert Committec on
Food Additives). FAO Nutrition Mectings Serics, No. 40, 1966; WHO Technical
Report Scrics, No. 339, 1966 (out of print).

. Tovxicological evaluation of some antimicrobials, antioxidants, emulsifiers, stabiliz-

ers, flour treatment agents, acids, and bases. FAQ Nutrition Meetings Report Serics,
No, 40A, B, C; WHO/Food Add/67.29.

Specifications for the identity and purity of food additives and their toxicological
evalyation: some emulsifiers and stabilizers and certain other substances (Tenth
report of the Joint FAO/WHO Expert Committee on Food Additives). FAO Nutrition
Mcetings Series, No. 43, 1967; WHO Technical Report Scries, No. 373, 1967.

. Specifications for the identity and purity of food additives and their toxicological

evaluation: some flavouring substances and non nutritive sweetening agents
(Eleventh report of the Joint FAO/WHO Expert Committee on Food Additives). FAO
Nutrition Mectings Serics, No. 44, 1968; WHO Technical Report Series, No. 383,
1968.

Toxicological evaluation of somie flavouring substances and non nutritive sweetening
agents. FAO Nutrition Mectings Report Serics, No, 44A, 1968; WHO/Food Add/
68.33.

Specifications and criteria for identity and purity of some flavouring substances and
non-nutritive sweeltening agents. FAO Nutrition Meetings Report Series, No. 44B,
1969; WHO/Food Add/69.31.

Specifications for the identity and purity of food additives and their toxicological
evaluation: some antibiotics (Twelfth report of the Joint FAO/WHO Expert Com-
mittcc on Food Additives). FAOQ Nutrition Mcetings Serics, No. 45, 1969; WHO
Technical Report Scries, No. 430, 1969.

Specifications for the identity andpurity of some antibiotics. FAO Nutrition Meetings
Series, No. 45A, 1969; WHO/Food Add/69.34.

Specifications for the identity and purity of food additives and their toxicological
evaluation: somefood colours, emulsifiers, stabilizers, anticaking agents, and certain
other substances (Thirteenth report of the Joint FAO/WHO Expert Committee on
Food Additives). FAQ Nutrition Mcetings Scries, No. 46, 1970; WHO Technical
Report Series, No. 445, 1970.

Toxicological evaluation of some food colours, emulsifiers, stabilizers, anticaking
agents, and certain other substances. FAO Nutrition Meetings Report Serics,
No. 46A, 1970; WHO/Food Add/70.36.

Specifications for the identity and purity of some food colours, emulsifiers, stabilizers,
anticaking agents, and certain other food additives. FAO Nutrition Mcetings Report
Serics, No. 46B, 1970; WHO/Food Add/70.37.

FEvaluation of food additives: specifications for the identity and purity offood additives
and their toxicological evaluation: some extraction solvents and certain other stub-
stances; and a review of the technological efficacy of some antimicrobial agents.
(Fourteenth report of the Joint FAO/WHO Expert Committee on Food Additives).
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25.

27.

28,

29.

30.
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32

33.

34.

35.

36.

FAO Nutrition Meectings Scrics, No. 48, 1971; WHO Tcchnical Report Scrics,
No. 462, 1971.

Toxicological evaluation of some extraction solvents and certain other substances.
FAO Nutrition Mcetings Report Scries, No. 484, 1971; WHO/Food Add/70.39.

Specifications for the identity and purity of some extraction solvenis and certain other
substances. FAO Nutrition Meetings Report Series, No. 488, 1971; WHO/Food
Add/70.40.

A review of the technological efficacy of some antimicrobial agents, FAO Nutrition
Mectings Report Series, No, 48C, 1971; WHO/Food Add/70.41.

. Evaluation of food additives: some enzymes, modified starches, and certain other

subsiances: Toxicological evaluations and specifications and a review of the techno-
logical efficacy of some antioxidants (Fiftcenth report of the Joint FAO/WHO Expert
Committec on Food Additives). FAO Nutrition Meetings Scrics, No.50,1972; WHO
Technical Report Scrics, No, 488, 1972.

Toxicological evaluation of some enzymes, modified starches, and certain other sitb-
stances. FAO Nutrition Mectings Report Series, No. 50A, 1972; WHO Food Additives
Serics, No. 1, 1972.

Specifications for the identity and purity of somme enzymes and certain other sub-
stances. FAO Nutrition Meetings Report Scries, No. 50B, 1972; WHO Food Additives
Serics, No. 2, 1972,

A review of the technological efficacy of some antioxidants and synergists. FAO
Nutrition Meetings Report Series, No. 50C, 1972; WHO Food Additives Scrics,
No. 3, 1972,

Evaluation of certain food additives and the contaminants mercury, lead, and cad-
mium (Sixteenth report of the Joint FAO/WHO Expert Committee on Food Additives).
FAO Nutrition Meetings Series, No. 51, 1972; WHO Technical Report Series,
No. 505, 1972, and corrigendum.

Evaluation of mercury, lead, cadmium and the food additives anaranth, diethyipy-
rocarbamate, and octyl gailate. FAO Nutrition Meetings Report Serics, No. 514,
1972; WHO Food Additives Serics, No. 4, 1972,

Toxicological evaluation of certain food additives with a review of general principles
and of specifications (Scventeenth report of the Joint FAO/WHO Expert Committee
on Food Additives). FAO Nutrition Meetings Scries, No. 53, 1974; WHO Tcchnical
Report Series, No. 539, 1974, and corrigendum (out of print).

Taxicological evaluation of some food additives including anticaking agents, antimi-
crobials, antioxidants, emulsifiers, and thickening agents. FAO Nutrition Mectings
Report Scrics, No. 534, 1974; WHO Food Additives Series, No. 5, 1974.

Specifications for identity and purity of thickening agents, anticaking agents, antimi-
crobials, antioxidants and emulsifiers. FAO Food and Nutrition Paper, No. 4, 1978.

Evdluation of certain food additives (Eighteenth report of the Joint FAO/WHO Expert
Committee on Food Additives), FAO Nutrition Meetings Scries, No. 54, 1974; WHO
Technical Report Serics, No. 557, 1974, and corrigendum,

Toxicological evaluation of seme food colours, enzymes, flavour enhancers, thicken-
ing agents, and certain other food additives. FAO Nutrition Mcetings Report Serics,
No. 54A, 1975; WHO Food Additives Series, No. 6, 1975.
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Specifications for the identity and purity of some food colours, enhancers, thickening
agents, and certain food additives. FAO Nutrition Mcetings Report Scrics, No. 54B,
1975; WHO Food Additives Series, No. 7, 1975.

Evaluation of certain food additives: some food colours, thickening agents, smoke
condensates, and certain other substances. (Nincteenth report of the Joint FAO/WHO
Expert Committec on Food Additives). FAO Nutrition Meetings Serics, No. 55, 1975;
WHO Technical Report Series, No. 576, 1975.

Toxicological evaluation of some food colours, thickening agents. and certain other
substances. FAO Nutrition Mecetings Report Series, No. 55A, 1975; WHO Food
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Meetings Report Serics, No. 55B, 1976; WHO Food Additives Series, No. 9, 1976,

Evaluation of certain food additives (Twenticth report of the Joint FAO/WHO Expert
Committce on Food Additives). FAO Food and Nutrition Mectings Series, No. 1,
1976; WHO Tcchnical Report Serics, No. 599, 1976.

Toxicological evaluation of certain food additives. WHO Food Additives Serics,
No. 10, 1976,

Specifications for the identity and purity of some food additives. FAO Food and
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. Evaluation of certain food additives (Twenty-first report of the Joint FAO/WHO

Expert Committee on Food Additives). WHO Technical Report Scries, No. 617, 1978.

Summary of toxicological data of certain food additives. WHO Food Additives Series,
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Specifications for identity and purity of some food additives, including antioxidant,
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Evaluation of certain food additives and contaminants (Twenty-sccond report of the
Joint FAO/WHO Expert Committce on Food Additives). WHO Technical Report
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Annex 2
- Recommendations on
compounds on the agenda and
further information required

Avilamycin (antimicrobial agent)

Acceptable daily = The Committee established an ADI of 0-2 mg/kg bw

intake: on the basis of a NOAEL of 150 mg avilamycin
activity/kg bw per day and a safety factor of 100 and
rounding to one significant figure.

Residue definition: Dichloroisoeverninic acid (DIA)

Recommended maximum residue limits (MRLs)

Species Skin/fat Kidney Liver Muscle
{ug/kg) (vg/kg) (ng/kg) (ug/kg)
Pigs 200 200 300 200
Chickens 200 200 300 200
Turkeys 200 200 300 200
Rabbits 200 200 300 200

Dexamethasone (glucocorticosteroid)

Acceptable The Committee established an ADI of 0-0.015 pg/kg
daily intake: bw at the 42nd meeting of the Committee (WHO TRS
No. 851, 1995).

Residue definition: Dexamethasone

Recommended maximum residue limits (MRLs)

Species Kidney Liver Muscle Milk
(ngkg) {ug/kg) (ug/kg) (g
Cattle 1.0 2.0 1.0 0.3
Pigs 1.0 2.0 1.0
Horses 1.0 2.0 1.0
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Malachite green (antimicrobial agent and contaminant)

Acceptable daily
intake:

Residues:

The Committee considered it inappropriate to establish
an ADI for malachite green and did not support the use
of malachite green for food-producing animals.

The Committee did not recommend MRLs for malachite

green and leucomalachite green, as it did not support the
use of malachite green for food-producing animals.
Chickens

Melengestrol acetate (production aid)

Acceptable daily
intake:

Residues:

The Committee established an ADI of 0-0.03 ug/kg bw
at its 54th meeting (WHO TRS No. 900, 2001). It
did not consider it necessary to reconsider the ADI
at the current meeting on the basis of new data
provided.

The MRLs that were recommended by the 66th meeting
of the Committee (WHO TRS No. 939, 2006) were not
reconsidered and were maintained.

Monensin (antimicrobial agent and production aid)

Acceptable daily
intake:

The Committee established an ADI of 0—10 ng/kg bw
on the basis of a NOAEL of 1.14 mg/kg bw per day
and a safety factor of 100 and rounding to one signif-
icant figure.

Residue definition: Monensin

Recommended maximum residue limits (MRLs)

Species Fat Kidney Liver Muscle Milk
(Hg/kg) (Mg/kg) (na/kg) (ng/kg) (ng/kg)

Cattle 100 10 20 10 2

Sheep 100 10 20 10

Goats 100 10 20 10

Chickens 100 10 10 10

Turkeys 100 10 10 10

Qualil 100 10 10 10
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Narasin (antimicrobial agent and production aid)

Acceptable daily The Committee established an ADI of 0-5 pug/kg bw on

intake: the basis of a NOAEL of 0.5 mg/kg bw per day and a
safety factor of 100.
Residues: Narasin A

Recommended maximum residue limits (MRLs)

Species Fat Kidney Liver Muscle
(ngrkg) (ng/kg) (Harkg) (Hg/kg)
Cattle 50¢ 150 50° 150
Chickens 50 15 50 15
Pigs 50 15 50 15

* The MRL is temporary.

Before a re-evaluation of narasin with the aim of recommending MRLs in
tissues of cattle, the Committee would require a detailed description of a
regulatory method, including its performance characteristics and validation
data. This information is required by the end of 2010.

Tilmicosin (antimicrobial agent)

Acceptable daily ~ The Committee established an ADI of 040 pg/kg bw
intake: at its 47th meeting (WHO TRS No. 876, 1998).

Residue definition: Tilmicosin

Recommended maximum residue limits (MRLS)

Species Skin/fat Kidney Liver Muscle
(Hg/kg) (ng/kg) (Hg/kg) (hg/kg)

Chickens 250 600 2400 150

Turkeys 250 1200 1400 100

The Committee was not able to recommend a MRL for sheep milk,

Before a re-evaluation of tilmicosin with the aim of recommending MRLs in
tissues of rabbits, the Committee would require adequately designed residue
studies with doses and routes of administration under authorized conditions
of use and using a validated method suitable for the purpose.
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Triclabendazole (anthelminthic)

Acceptable daily =~ The Committee established an ADI of 0-3 pg/kg bw
intake: at its 40th meeting (WHO TRS No. 832, 1993).

Residue definition: Ketotriclabendazole

Recommended maximum residue limits (MRLS)

Species Fat Kidney Liver Muscle
(ba/kg) (g/kg) (Hg/kg) (hg/ka)

Cattle 100 400 850 250

Sheep 100 200 300 200

Tylosin (antimicrobial agent)

Acceptable daily = The Committee established an ADI of 0-30 pg/kg bw

intake: based on a microbiological end-point derived from in
vitro MIC susceptibility testing and faecal binding
data (MIC,,;. = 1.698).

Residue definition: Tylosin A

Recommended maximum residue limits (MRLs)

Species Fat Kidney Liver Muscle  Skin/fat Milk Eggs
(ho/ka)  (Hakg) (ugkg) (Hgkg)  (Hgka)  (ug/kg)  (ugrkg)

Cattle 100 100 100 100 100

Pigs 100 100 100 100

Chickens 100 100 100 100 300
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ATTACHMENT 6
ABS Imported Pig Commodities - Summary
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Column Labels

CAL YR 2012 CAL YR 2013 CAL YR 2014 CAL YR 2015 Total Sum of Total Sum of Customs
L uantity (kgs Value ($'000}

Row Labels Sum of Quanfity Sum of Customs  [Sum of Quantity Sum of Customs Sum of Quantity [Sum of Customs Sum of Quantity Sum of Customs
] kgs) Value ($'000] kgs: Value ($°000] [kgs) Value ($'000} (kas) Val; 000

0203190009 Fresh or chilled meat of swine (excl. carcasses and half-carcasses; and 5730723 20361.386 6639250 25673.12 8999132 39996.728 10287219 42432.082| 31656324 128463316
hams. shoulders and cuts thereof wilh bane in}

0203290030 Frozen meat of swine, wilh bone in {excl. carcasses and half-carcasses, 1124 15.872 1124 15.872
hams, shoulders and cuts thereof)

0203290040 Frozen baneless meat of swine, leg cuts (excl. salted, dried or smoked ham 30107462 95128.548] 29491183 97160.639| 27128905 106617.685 37960853 137716.278 124689403 436621.162)
0203290041 Frozen boneless meat of swine, middie cuts (excl, safted, dried er smoked 43948043} 145738711 44290032 164389.954 40872081 165598.953 49257959] 189104.431 178368115| 664832.059)

meat ¢f swine, shoulder cuts (excl, salled, dried or 473824r 12298.585 3327532 8114.267 7877406( 23864.545| 7513750 20724.427 23456934 65001.824|

ismoked ham ef HS 0210) _i

0203290045 Frozen boneless meat of swine {excl. carcasses and halfcarcasses, leg 55088764 180106.12] 51228063 166805.201 56298448, 211195.563 56070365 200617.536 222685640 | 788724 .42
cuts. middle cuts and sheulder cuts)

0206300027 Fresh or chilled edible offal of swne 154! 1.526 48] 1.281 202 2.807|
02064 10028 Frozen edible livers of swine 17280] 4.867) 17280 4 867
0206490028 Frozen edible offal ol swine (excl, livers) 45208 23.44 452781 3,44
0209100010 Pig fat. free of lean meat, not rendered or otherwise extracted. fresh, 1760869 2406.632) 955582 1067.555 205310, 1009.212 B74276| 679.879 4395837 5163278
chilled, frozen, salted. in brine. dried of smoked

0210110016 Hams, shoulders and cuts thereof, of swing, with bone in, salted, in brine, 8074 83,568 749 913 8932 192.03 402] 11.217 1B164| 285.943
dned or smoked

0210120017 Bebies (streaky) and culs thereof, of swine, salted, in brine, dried or 1450410 7744367 1469827 7891481 1412554 8§211.435 1383356 8134 218 5716147 31983.489
smoked

0210190018 Meat of swine, salted, in brine, dried or sroked (excl. hams, shoulders and 1072631 15337.566| 1385302 21508.451 13756735 23578.88 1854075 30071.845| 5687683 00496.742
cuts thereol, with bone in; and bellies (streaky) and cuts thereof)

Grand Total 147306146 489221.354] 138787674 492623.334 144841995 580404.629) 165202255] 629491.912] 596738071 2191741.229|
Summa kg A

Fal (0209) 4395837

Musclo (0203, 0210) 592279534

Kidney (0206300027, 0205490029) 45410

Liver (0206410028) 17290
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Australian Bureau of Statistics

International Trade, International Trade Glossary
|

| INTERNATIONAL TRADE GLOSSARY .

of Final Dminlllon. For exporns, " oounlry refers to I-n country oﬂlml destination of goods at |ne time of export. In those cases where it is found impossible ta
s as =

determine the final destinatien, the country of final 1 unknown'. z -
Country of Origin: For imports and import clearances, ﬁooumyofong_nutnoomuydprm u’thecotmhmd\ﬂ\eﬁnal' f production or manufacture occurs. —
| |State of Final Destination: State of final destination is the Ausiralian State in which the goods are released from Customs control. It does not ly equate to the

Staie in which Ihe good were discharged or the State in which ihey wera con

State of Oflgln. For 05% State of gggn is the Australian State in which the final sta 95 production or manufacture occurs. It does not necessa ily equale to the State in
which the goods ware loaded onto the internalional carrier. i

« port: is ihe foreign sea or air port where the goods are loaded onto the intemational mormloadmg) prior to its uninterTupted voyage 1o Australi
|’orlnpods and imports clearances, or the final foreign sea or air port at which the goods are unioaded from the international carner (port of discharge), after it has left Australia, for
[exp However, mamemT'u.mcgu*woﬁan y be the ultimate deetinalion of the goode. =

e of loading: is the Australan State in which the goods are loaded onlo an intemational carrier for export. Subject 1o any confidentiality restrictions, (his can be further
dmﬂed 1o provide information aboul particular air or sea ports in the relevani State (i.e. Port of loading). I §

AP B | e
charge: is the Australian State m which imp d goods are uni "fmmmimcmaionalcanw.S«qodloarywmmdtymshmns,lmanusobcﬁm

&i_ugegaed to provide information about particular air or sea ports in the relevant Stale (i.e. Port of discharge).

Customs Value: Customs value is the value for duty purposes. itis used by the ABS as as the prime valuation method for di ﬂ?m uonal merchandise import sialistics.
or Customs p goods are valued at the peint of containen m(mmcaes)ormponolsmmn(ﬁumbmrd] o at the custems frortier of the exporiing country,

comesflrst The Ema;{ bas:s for estabiishing the customs value is the pnce actually paid or E£ . provided a number of condilions are met. The most important
‘condition is thal the buyer and seller must Independent of each ather, conaitions are not met pr. vuesmusedwdotenmeﬁ e
|

The recorded value includes the vaiue of oulside packages, other than intemational ¢ i used 1« containerised cargo.

= - . K | -
FOB Value: The value of goods d on a free on board (fab) basis includes all produ and other costs incurred up until the goods are placed on board the infemational
camer for export. FOB vduas exclude ir al ins and transport costs. They include the value of the oulside packaging in which the product is wrapped, but do not

i the value of the infemnational freight containers used for transporting the goods.

i CIF Value: The cost, i Insurance freight (CIF) paint of valuation for imporis, 1S the point when the armive at the border of the importing country. The value of the i includes
[the cost of goods at the point of export as well as the associated intemational insurance and transport cosls associated with the delivery of the goods from the border

—__|of the exporting country to the border of the importing country.

N.B. Commodity information for imports and import cle ons 18 re@ned on a Customs vaiue basis. Data for Imporis (rof 1‘%« Slearances) on CIF and FOB values is
"~ |availabie but with the following caveal: Information on the CTFand FOB i for imports is reporied only once for each Customs i laration, regardiess of how many se%amte
lines and/or commadities that declaralion may conlain. As a resull declaration with more than one line will not necessariy corre F and FOB values to the indivi

commadities.

Gross weight: refers to the shipp, of goods in the packaged state, exciuding the weight of contai For exporis. detalls of gross weight

are for each dity. For imports omlsﬂgmmmnmmﬂmwmwm i bmusmymmdﬂsswmwfmeﬂ

Customs im n d:&amﬁoa q of how many iitias that declaration may contain. Gross weight is assigned to the first line/commodity in the dodamuon to

[enable {y estimates to be produced. Gross waghl dala for imports, therefore, should only be disseminated on a regional (i.e. porl, state, couniry) of type of transport (1.e. sea, N
L air, parcel post) basis. N.B. Gross Weight is not available for import dnamnoes

s

|~ |Quantity: Net quantity of goods exported or imported in terms of the unit of quantity specified for that commodity in the AHECC/Gustoms Tanff. |

|

Other fields: are available which provide extra detall relaling 1o the pay nit of import duties. These fields are only relevant 10 import ok

[_nature of tanff code is used o indicate whether reductions in the of duty payable have been applied because of special o - Ao N |
© ‘q}grp surrounding their importation, e.g. by-law clearances;
[ [C treatm lmrmen!mfsusedﬁ)-mmuhs al 1 of the Ir i I_:yOuatoms(uquymvﬂinga- nal rate of duty), generally -l
[ inac oooordm wath Schedule 4 of the Australian Cusioms Tan'ﬁ and Nominai Reference N
code is used ta i vhelher a pr mdduyapmhamtm:uwndwnanmmapamcuaroom .
-5 uatslnlrarecodeudanvedbyhoABSfmnammberdhldapmwdsdbyCuﬂmsmcodelsaw\r field that indicates o
| o 110 TMPONET Josas. T TSNS 1N rale of auly appropiiaes W 1ose
goods (asoumneainlheCuslomstm) Dntynwbecdcumdmanadv&nmorﬁned rate, or @ combinalion of both. It excludes payment
of GST or excise, From 2005 dumping duty is not ir |
e-imports: R s are goods, materials or arlicles onginaily exported which are i unedmmesamconmbmmmm%wemmnodormumfgomrepaur
of minor alterations which leave ihem ﬂym&ﬁ'ﬂ opmw—em ending, packaging, botlling, cleaning, sorting
I [E———
s: Re-exporis are defined as goods. ial oramdes_g&llynmodednm ralia which are exported in either fhe same condition in which they were imporied or,
ing SOMe minor operations which leave them essentially unchanged. Minor operations inchude Elending. packaging, botting. cleaning, husking. shelling, sorting efc.

stralia e es and Methods, 2015




Australian Bureau of Statistics

International Trade, Explanatory Notes

|Explanatory Notes

—_|Introduction

1. Revisions policy: International handise trade statistics are subject to revision after they are initially published, although the revisions
made are typically quite small as a proportion of the monthly trade results. Revisions may arise because: an amending entry has been supplied
to Customs, errors have been iderlified and corrected by the ABS after initial processing, or errors have been identified through queries by
clients about the published data. Imports and Exports a'e revised for the prevms 6 manths. Revisions outside these periods, on account of

arcoce in data wdll acks ba svvacle i tha sl of the ix rusin ey

More information available from the ABS website

0 - AB! @

|~ Intemational Trade theme page, ABS Website
| Intemational Trade Customised data and Subscription Service
Publication: 1233.0 - Australian Harmonized Export Commodity Classification (AHECC), Jan 2012
a ﬂmmmmwuwm
Publication: 5372,0.55 ;

’mm&u_mmmmammm

Publ 0-1 lormahon Paper. Inte ise Trade Slalislics Austral) onfidentiahty, 1999

bsite via this link:
| To access the online version of the Cusfoms Tariff Schedule, showing The Tmport Tariff codes and descripiors, please ciick on thisTink to the
Tariff Classification pages on the Department of Immigration and Border Protection website: )
rrent tariff classi

7 Tariff Classification ) . -

[ Of queries about particular export commodity codes please refer 1o the AHECC publication:
il?ew Ausiralian Harmorized Export Commodiy Classification (AHECC) - Electoric Publication

For general cammodity classification queries, please use the DIPB webform at the link below or phone 131 881, Mon-Fri, 8:30am-4:30pm

| [Click here to find out how to make the most of ABS data for your businesa.

© Commonwealth of Aust 16
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sonditions

This customised report carries the following licence:
Creative Commons Attribution 2.5 Australia

You are free to re-use, build upon and distribute this material, even commercially. The entire report may be
included as an appendix in your work for reference if you wish.

Under the terms of this license, you are required to attribute ABS material in the manner specified (but not in
any way that suggests that the ABS endorses you or your use of the work).

ABS material used 'as supplied'

Provided you have not modified or transformed ABS material in any way, for example by:
« changing the ABS text

« calculating percentage changes

« graphing or charting data

+ deriving new statistics from unpublished ABS statistics

material contained in this customised report may be reused provided one of the following attributions is given:

Source: Australian Bureau of Statistics
or
Source: ABS

Derivative material

If you have modified or transformed ABS material, or derived new material from those of the ABS in any way,
one of the following attributions must be used:

Based on Australian Bureau of Statistics data
or
Based on ABS data

Citing customised reports
If you are required to cite material from this report please be guided by the examples below.

In-text and reference list/bibliography
= In-text:

{ABS 2016)
+ In reference list/biblicgraphy:

ABS 2016, Customised report.

In-text only
+ (ABS, Customised report, 2016)

© Commonwealth of Australia 2016

193



ATTACHMENT 8
APL Australian Pigmeat consumption data

195




(

J

Australian Pig Annual, Australian Pig Annual 2012-2013

v

Page 11 of 17

PS | 0002

World Pigmeat Consumption - Kilograms Carcase Weight per Capita
Key Countries 2004 2005 2006 2007 2008 2009
Australia 204 219 217 229 224 217
Austria 7313 69.7 66,9 68.7 644 65.6
Belgium 3313 34 alLe 317 134 336
Brazil 13.0 10.2 L1 1.0 1.5 1.7
Bulgaria 222 17.7 12.3 18 0 234
Canada 288 25.2 253 27.3 264 257
China 333 347 352 2.8 352 168
Czech Republic 47.5 47.9 45.7 46.6 45.7 44.7
Denmark £3.0 522 498 46.8 449 483
France 342 a5 3.4 317 3l 3]
French Polynesia 143 13.4 13.8 13.7 148 14.7
Germany 54.5 54.1 54.5 556 54.4 546
Hong Kong 6.2 554 579 59.1 615 64.4
Italy 4.0 422 419 44.7 42.2 428
Japan 20.6 20.9 196 02 204 19.9
Malaysia g2 79 83 76 7.3 76
Mexico 13.5 i3.2 13.3 13.4 13.9 15.1
Netherlands 329 35.6 37.5 Eriy 345 34
New Caledoria 13.4 2.3 144 15.2 15.1 17.2
New Zealand 20.2 2i.8 21.7 227 21.9 21.8
Papua New Guinea 1.9 1.7 1.6 115 113 1.0
Poland 48.3 49.2 511 55.2 53.4 nfa
Phillppines l6.5 16.7 18.1 18.4 18.3 18.3
Republic of Korea 25.1 263 29.8 314 313 9.1
Samoa 20.6 225 218 221 325 23
Singapore 237 223 237 242 23.5 240
Spain 61.0 51.4 530 573 56.0 nfa
Sweden 35.8 35.5 353 368 7.0 nfa
United Kingdom 26.2 26.2 274 78 26,2 26.2
Unlted States of America 30.3 29.7 5.4 303 303 30.1
World Average 15.2 15.4 15.6 15.2 15.7 15.8

Seurce: FAGsoar

Please note figures may vary from previous Pig Aunval publicauons,

Bl
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CAC/MRL 2-2012 Page 1 of 40

Codex Alimentarius Commission
Maximum Residue Limits for Veterinary Drugs in Foods '

Updated as at the 35" Session of the Codex Alimentarius Commission (July 2012)

INDEX

Veterinary Drug Page Veterinary Drug Page
Abamectin 2 Gentamicin 22
Albendazole 2 Imidocarb 22
Amoxicillin 3 Isometamidium 23
Avylamycin 4 Ivermectin 23
Azaperone 4 Levamisole 24
Benzylpenicillin/Procaine benzylpenicillin 5 Lincomycin 25
Carazolol 5 Melengestrol acetate 25
Ceftiofur 6 Monensin 26
Chlortetracycline/Oxytetracycline/Tetracycline 7 Moxidectin 27
Clenbuterol 8 Narasin 28
Closantel 9 Neomyein 29
Colistin 10 Nicarbazin 30
Cyfluthrin 11 Phoxim 30
Cyhalothrin 11 Pirlimyein 31
Cypermethrin and alpha-cypermethrin 12 Porcine somatetropin 31
Danofloxacin 12 Progesterone 32
Deltamethrin 13 Ractopamine 32
Dexamethasone 14 Sarafloxacin 33
Diclazuril 14 - Spectinomycin 34
Dicyclanil 15 Spiramycin 35
Dihydrostreptomycin/Streptomycin 15 Sulfadimidine 35
Diminazene 16 Testosterone 36
Doramectin 16 Thiabendazole 37
Eprinomectin 17 Tilmicosin 38
Erythromycin 17 Trenbolone acetate 38
Estradiol-17beta 18 Trichlorfon (Metrifonate) 39
Febantel/Fenbendazole/Oxfendazole 19 Triclabendazole 39
Fluazuren 20 Tylosin 40
Flubendazole 20 Zeranol 40
Flumequine 21
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CAC/MRL 2-2042

Page 2 of 40

Codex Alimentarius Commission

Maximum Residue Limits for Veterinary Drugs in Foods

Updated as at the 35"

Session of the Codex Alimentarius Commission (July 2012)

ABAMECTIN (anthelmintic agent)

JECFA Evaluation:
Acceptable Daily Intake :

45 (1995); 47 (1996)

0-2 pg/kg body weight (1997) Established for the sum of abamectin and (Z)-8,9
isomer by the 1997 IMPR.

Residue Definition: Avermectin Bla.
Species Tissue MRL CAC Notes
(ne/ke)
Cattle Liver 100 26" (2003)
Cattle Kidney 50 26™ (2003)
Cattle Fat 100 26™ (2003)

ALBENDAZOLE (antheimintic agent)

JECFA Evaluation: 34 (1989)
Acceptable Daily Intake: 0-50 pg/kg body weight (34™ JECFA, 1989).
Residue Definition: Except milk, 2-aminosulfone metabolite; Milk, not yet identified.
Species Tissue MRL CAC Notes
(ng/ke)
Not specified | Muscle 100 20" (1993)
Not specified | Liver 5000 20™ (1993)
Not specified | Kidney 5000 20™ (1993)
Not specified | Fat 100 20" (1993)
Not specified | Milk (ug/l) 100 20™ (1993)
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CAC/MRL 2-2012

Page 3 of 40

AMOXICILLIN (antimicrobial agent)
JECFA Evaluation: 75 (2011}
Acceptable Daily Intake: 36(;?)7 ug/kg body weight on the basis of microbiological effects (75" JECFA,
Estimated Dietary Exposure The 75™ JECFA (2001) did not calculate an EDI for amoxicillin owing to the
small number of quantifiable residue data points. Using the model diet of 300 g
muscle, 100 g live, 50 g kidney, 50 g fat and 1.5 liter of milk with the MRLs
recommended, the theoretical maximum daily intake (TMDI) is 31 pg/petson,
which represents 74% of the upper bound of the ADL
Residue Definition: Amoxicillin
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle 50 35" (2012)
Cattle Liver 50 35" (2012)
Cattle Kidney 50 35% (2012)
Cattle Fat 50 351 (2012)
Cattle Milk 4 35" (2012)
Sheep Muscle 50 35" (2012)
Sheep Liver 50 35" (2012)
Sheep Kidney 50 35" (2012)
Sheep Fat 50 35" (2012)
Sheep Milk 4 35™ (2012)
Pig Muscle 50 35" (2012)
Pig Liver 50 35™ (2012)
Pig Kidney 50 35% (2012)
Pig Fat/Skin 50 35" (2012)
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Page 4 of 40

JECFA Evaluation:
Acceptable Daily Intake:

AVILAMYCIN (antimicrobial agent)

70 (2008)

0-2 mg/kg body weight on the basis of a NOAEL of 150 mg avilamycin activity/kg
body weight per day and a safety factor of 100 and rounding to one significant
figure (70" JECFA, 2008).

Residue Definition: Dichloroisoeverninic acid (DIA).
Species Tissue MRL CAC
(ng/kg)

Pig Muscle 200 32" (2009)
Pig Liver 300 32™ (2009)
Pig Kidney 200 32" (2009)
Pig Fat/Skin 200 32" (2009)
Chicken Muscle 200 32™ (2009)
Chicken Liver 300 32 (2009)
Chicken Kidney 200 32 (2009)
Chicken Fat/Skin 200 32 (2009)
Turkey Muscle 200 32" (2009)
Turkey Liver 300 32" (2009)
Turkey Kidney 200 32™(2009)
Turkey Fat/Skin 200 32 (2009)
Rabbit Muscle 200 32" (2009)
Rabbit Liver 300 32 (2009)
Rabbit Kidney 200 32 (2009)
Rabbit Fat/Skin 200 32" (2009)

AZAPERONE (tranquilizing agent)
JECFA Evaluation: 38 (1991); 43 (1994); 50 (1998); 52 (1999)

Acceptable Daily Intake: 0-6 pg/kg body weight (50™ JECFA, 1998).

Residue Definition: Sum of azaperone and azaperol.
Species Tissue MRL CAC
(ng/kg)
Pig Muscle 60 23" (1999)
Pig Liver 100 23 (1999)
Pig Kidney 100 23" (1999)
Pig Fat 60 239 (1999)
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BENZYLPENICILLIN/PROCAINE BENZYLPENICILLIN (antimicrobial agent)

JECFA Evaluation: 36 (1990); 50 (1998)

Acceptabie Daily Intake: 30 pg-penicillin/person/day (50" JECFA, 1998). Residues of benzylpenicillin and

procaine benzylpenicillin should be kept below this level.
Residue Definition: Benzylpenicillin.
Species Tissue MRL CAC Notes
(ng/kg)

Cattle Muscle 50 23 (1999)
Cattle Liver 50 23 (1999)
Cattle Kidney 50 23" (1999)
Cattle Milk (ug/)) 4 23" (1999)
Chicken Muscle 50 23" (1999) | Applies to procaine benzylpenicillin only.
Chicken Liver 50 23" (1999) | Applies to procaine benzylpenicillin only.
Chicken Kidney 50 23 (1999) | Applies to procaine benzylpenicillin only.
Pig Muscle 50 23" (1999)
Pig Liver 50 23" (1999)
Pig Kidney 50 23" (1999)

38 (1991); 43 (1994); 52 (1999)

Acceptable Daily Intake: 0-0.1 pgkg body weight (43™ JECFA, 1994), ADI based on the acute
pharmacological effects of carazolol.

CARAZOLOL (beta-adreniceptor-blocking agent)
JECFA Evaluation:

Residue Definition: Carazolol.
Species Tissue MRL CAC Notes
(ng/kg)

Pig Muscle 5 26" (2003) | The concentration at the injection site two hours after
treatment may result in an intake that exceeds the
acute RfD and therefore, an appropriate withdrawal
period should be applied.

Pig Liver 25 26™ (2003)

Pig Kidney 25 26" (2003)

Pig Fat/Skin 5 26™ (2003) | The concentration at the injection site two hours after

treatment may result in an intake that exceeds the
acute RfD and therefore, an appropriate withdrawal
period should be applied.
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Page 6 of 40

CEFTIOFUR (antimicrobial agent)
JECFA Evaluation: 45 (1995); 48 (1997)
Acceptable Daily Intake: 0-50 ug/kg body weight (45™ JECFA, 1995).
Residue Definition: Desfuroylceftiofur.
Species Tissue MRL CAC Notes
_{ng/kg)
Cattle Muscle 1000 23" (1999)
Cattle Liver 2000 23" (1999)
Cattle Kidney 6000 23" (1999)
Cattle Fat 2000 23" (1999)
Cattle Milk (ug/l) 100 23 (1999)
Pig Muscle 1000 23" (1999)
Pig Liver 2000 23" (1999)
Pig Kidney 6000 23" (1999)
Pig Fat 2000 23" (1999)
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CAC/MRL 2-2012 Page 7 of 40
CHLORTETRACYCLINE/QXYTETRACYCLINE/TETRACYCLINE {antimicrobial agent)
JECFA Evaluation: 45 (1995); 47 (1996); 50 (1998); 58 (2002)
Acceptable Daily Intake: 0-30 pg/kg body weight (50" JECFA, 1998). Group ADI for chlortetracycline,
oxytetracycline and tetracycline.
Residue Definition: Parent drugs, singly or in combination.
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle 200 26" (2003)
Cattle Liver 600 26" (2003)
Cattle Kidney 1200 26" (2003)
Cattle Milk (ug/1) 100 26" (2003)
Fish Muscle 200 26" (2003) | Applies only to oxytetracycline.
Giant prawn | Muscle 200 26" (2003) | Applies only to oxytetracycline.
(Paeneus
monodon)
Pig Muscle 200 26" (2003)
Pig Liver 600 26" (2003)
Pig Kidney 1200 26™ (2003)
Poultry Muscle 200 26™ (2003)
Poultry Liver 600 26" (2003)
Poultry Kidney 1200 26" (2003)
Poultry Eggs 400 26" (2003)
Sheep Muscle 200 26™ (2003)
Sheep Liver 600 26" (2003)
Sheep Kidney 1200 26" (2003)
Sheep Milk (ug/1) 100 26™ (2003)
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JECFA Evaluation:
Acceptable Daily Intake: 0-0.004 pg/kg body weight (47" JECFA, 1996).
Residue Definition:

CLENBUTEROL (adrencceptor agenist)

47 (1996)

Clenbuterol.

Species

Tissue

MRL
(ng'kg)

CAC

Notes

Cattle

Muscle

0.2

26™ (2003)

Due to the potential abuse of this drug, the MRLs are
recommended only when associated with a nationally
approved therapeutic use, such as tocolysis or as an
adjunt therapy in respiratory diseases.

Cattle

Liver

0.6

26™ (2003)

Due to the potential abuse of this drug, the MRLs are
recommended only when associated with a nationally
approved therapentic use, such as tocolysis or as an
adjunt therapy in respiratory diseases.

Cattle

Kidney

0.6

26" (2003)

Due to the potential abuse of this drug, the MRLs are
recommended only when associated with a nationally
approved therapeutic unse, such as tocolysis or as an
adjunt therapy in respiratory diseases.

Cattle

Fat

0.2

26™ (2003)

Due to the potential abuse of this drug, the MRLs are
recommended only when associated with a naticnally
approved therapeutic use, such as tocolysis or as an
adjunt therapy in respiratory diseases.

Cattle

Milk (pg/l)

0.05

26" (2003)

Due fo the potential abuse of this drug, the MRLs are
recommended only when associated with a nationally
approved therapeutic use, such as tocolysis or as an
adjunt therapy in respiratory diseases.

Horse

Muscle

0.2

26" (2003)

Due to the potential abuse of this drug, the MRLs are
recommended only when associated with a nationally
approved therapeutic use, such as tocolysis or as an
adjunt therapy in respiratory diseases.

Horse

Liver

0.6

26™ (2003)

Due to the potential abuse of this drug, the MRLs are
recommended only when associated with a nationally
approved therapeutic use, such as tocolysis or as an
adjunt therapy in respiratory diseases.

Horse

Kidney

0.6

26" (2003)

Due to the potential abuse of this drug, the MRLs are
recommended only when associated with a nationally
approved therapeutic use, such as tocolysis or as an
adjunt therapy in respiratory diseases.

Horse

Fat

0.2

26™ (2003)

Due to the potential abuse of this drug, the MRLs are
recommended only when associated with a nationally
approved therapeutic use, such as tocolysis or as an
adjunt therapy in respiratory diseases.
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CLOSANTEL (anthelmintic agent)

JECFA Evaluation: 36 (1990); 40 (1992)

Acceptable Daily Intake: 0-30 pg/kg body weight (40" JECFA, 1992).

Residue Definition: Closantel.

Species Tissue MRL CAC Notes
(ng/ke)

Cattle Muscle 1000 20" (1993)
Cattle Liver 1000 20™ (1993)
Cattle Kidney 3000 20" (1993)
Cattle Fat 3000 20" (1993)
Sheep Muscle 1500 20™ (1993)
Sheep Liver 1500 20" (1993)
Sheep Kidney 5000 20" (1993)
Sheep Fat 2000 20™ (1993)
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COLISTIN (antimicrobial agent)

JECFA Evaluation: 66 (2006)

Acceptable Daily Intake: 0-7 ug/kg body weight (66" JECFA, 2006).

Residue Definition: Sum of colistin A and colistin B.

Species TFissue MRL CAC Notes
(ng/kg)

Cattle Muscle 150 31° (2008)
Cattle Liver 150 31% (2008)
Cattle Kidney 200 31% (2008)
Cattle Fat 150 31% (2008)
Cattle Milk 50 31% (2008)
Sheep Muscle 150 31¥ (2008)
Sheep Liver 150 31 (2008)
Sheep Kidney 200 31* (2008)
Sheep Fat 150 31* (2008)
Sheep Milk 50 31% (2008)
Goat Muscle 150 317 (2008)
Goat Liver 150 31%(2008)
Goat Kidney 200 31% (2008)
Goat Fat 150 31 (2008)
Pig Muscle 150 31 (2008)
Pig Liver 150 31% (2008)
Pig Kidney 200 31° (2008)
Pig Fat 150 31° (2008) | The MRL includes skin -+ fat
Chicken Muscle 150 31* (2008)
Chicken Liver 150 31° (2008)
Chicken Kidney 200 31 (2008)
Chicken Fat 150 31* (2008) | The MRL includes skin + fat
Chicken Eggs 300 31% (2008)
Turkey Muscle 150 31% (2008)
Turkey Liver 150 31* (2008)
Turkey Kidney 200 31 (2008)
Turkey Fat 150 31* (2008) | The MRL includes skin + fat
Rabbit Muscle 150 317 (2008)
Rabbit Liver 150 31% (2008)
Rabbit Kidney 200 31* (2008)
Rabbit Fat 150 31% (2008)
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CYFLUTHRIN (insecticide)
JECFA Evaluation:

Acceptable Daily Intake:

48 (1997)

0-20 pg/kg body weight (48" JECFA, 1997),

Residue Definition: Cyfluthrin.
Species Tissue MRL CAC Notes
(ngrkg)
Cattle Muscle 20 26" (2003)
Cattle Liver 20 26" (2003)
Cattle Kidney 20 26™ (2003)
Cattle Fat 200 26% (2003)
Cattle Milk (ug/1) 40 26" (2003)

CYHALOTHRIN (insecticide)

JECFA Evaluation: 54 (2000); 58 (2002); 62 (2004)
Acceptable Daily Intake: 0-5 pg/kg body weight (62™ JECFA, 2004).
Residue Definition: Cyhalothrin.
Species Tissue MRL CAC Notes
(ng/kg)

Cattle Muscle 20 28" (2005)

Cattle Liver 20 28" (2005)

Cattle Kidney 20 28" (2005)

Cattle Fat 400 28" (2005)

Cattle Milk 30 28" (2005)

Pig Muscle 20 28" (2005)

Pig Liver 20 28" (2005)

Pig Kidney 20 28" (2005)

Pig Fat 400 28" (2005)

Sheep Muscle 20 28™ (2005)

Sheep Liver 50 28" (2005)

Sheep Kidney 20 28™ (2005)

Sheep Fat 400 28" (2005)
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CAC/MRL 2-2012

CYPERMETHRIN AND ALPHA-CYPERMETHRIN (insecticide)

JECFA Evaluation: 62 (2004)

Acceptable Daily Intake: JECFA established a common ADI of 0-20 pg/ke bw for both cypermethrin and
alpha-cypermethrin.

Residue Definition: Total of cypermethrin residues (resulting from the use of cypermethrin or
alpha-cypermethrin as veterinary drugs).
Species Tissue MRLs(ug/kg) CAC Note
Cattle Muscle 50 29" (2006)
Cattle Liver 50 29" (2006)
Cattle Kidney 50 29" (2006)
Cattle Fat 1000 29" (2006)
Cattle Milk 100 29" (2006)
Sheep Muscle 50 29" (2006)
Sheep Liver 50 29" (2006)
Sheep Kidney 50 29™ (2006)
Sheep Fat 1000 29" (2006)
o ]

DANOFLOXACIN (antimicrobial agent)

JECFA Evaluation: 48 (1997)

Acceptable Daily Intake: 0-20 pg/kg body weight (48" JECFA, 1997).

Residue Definition: Danofloxacin,

Species Tissue - MRL CAC Notes
(ng/kg)

Cattle Muscle 200 24" (2001)
Cattle Liver 400 24" (2001)
Cattle Kidney 400 24" (2001)
Cattle Fat 100 24™ (2001)
Chicken Muscle 200 24" (2001)
Chicken Liver 400 24" (2001)
Chicken Kidney 400 24" (2001)
Chicken Fat 100 24" (2001) | Fat/skin in normal proportion.
Pig Muscle 100 24% (2001)
Pig Liver 50 24" (2001)
Pig Kidney 200 24™ (2001)
Pig Fat 100 24" (2001)
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DELTAMETHRIN (insecticide)

JECFA Evaluation: 52 (1999); 60 (2003)

Acceptable Daily Intake: 0-10 pg/kg body weight (1982). Established by the 1982 JMPR.

Residue Definition: Deltamethrin.

Species Tissue MRL CAC Notes
(ng’kg)

Cattle Muscle 30 26™ (2003)
Cattle Liver 50 26" (2003)
Cattle Kidney 50 26" (2003)
Cattle Fat 500 26™ (2003)
Cattle Milk 30 26" (2003)
Chicken Muscle 30 26" (2003)
Chicken Liver 50 26" (2003)
Chicken Kidney 50 26" (2003)
Chicken Fat 500 26" (2003)
Chicken Eggs 30 26™ (2003)
Salmon Muscle 30 26™ (2003)
Sheep Muscle 30 26™ (2003)
Sheep Liver 50 26" (2003)
Sheep Kidney 50 26™ (2003)
Sheep Fat 500 26" (2003)
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DEXAMETHASONE (glucocorticosteroid)
JECFA Evaluation: 70 (2008)
Acceptable Daily Intake: 0-0.015 pg/kg body weight (42"“' JECFA, 1995).
Residue Definition: Dexamethasone.,
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle 1.0 32 (2009)
Cattle Liver 2.0 32*(2009)
Cattle Kidney 1.0 32 (2009)
Cattle Milk (pg/l) 0.3 32M (2009)
Pig Muscle 1.0 32™ (2009)
Pig Liver 2.0 32™ (2009)
Pig Kidney 1.0 327 (2009)
Horses Muscle 1.0 32™ (2009)
Horses Liver 2.0 32™ (2009)
Horses Kidney 1.0 32" (2009)
DICLAZURIL (antiprotozoal agent)
JECFA Evaluation: 45 (1995); 50 (1998)
Acceptable Daily Intake: 0-30 pg/kg body weight (50 JECFA, 1998).
Residue Definition: Diclazuril.
Species Tissue MRL CAC Notes
(ng/kg)
Poultry Muscle 500 23 (1999)
Poultry Liver 3000 23 (1999)
Poultry Kidney 2000 23 (1999)
Poultry Fat/Skin 1000 23 (1999)
Rabbit Muscle 500 23 (1999)
Rabbit Liver 3000 23" (1999)
Rabbit Kidney 2000 23 (1999)
Rabbit Fat 1000 23™ (1999)
Sheep Muscle 500 23" (1999)
Sheep Liver 3000 23" (1999)
Sheep Kidney 2000 23" (1999)
Sheep Fat 1000 23 (1999)
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DICYCLANIL (insecticide)

JECFA Evaluation: 54 (2000); 60 (2003)

Acceptable Daily Intake: 0-7 pg/kg body weigh (54™ JECFA, 2000).

Residue Definition: Dicyclanil.

Species Tissue MRL CAC Notes
{ng/kg)

Sheep Muscle 150 28" (2005)
Sheep Liver 125 28™ (2005)
Sheep Kidney 125 28% (2005)
Sheep Fat 200 28" (2005)

DIHYDROSTREPTOMYCIN/STREPTOMYCIN (antimicrobial agent)

JECFA Evaluation: 43 (1994); 48 (1997); 52 (1999); 58 (2002)

Acceptable Daily Intake: 0-50 pug/kg body weight (48" JECFA, 1997). Group ADI for combined residues of
dihydrostreptomyein and streptomycin.

Residue Definition: Sum of dihydrostreptomycin and streptomyein.
Species Tissue MRL CAC Notes
{(ng/kg)
Cattle Muscle 600 24™ (2001)
Cattle Liver 600 24" (2001)
Cattle Kidney 1000 24" (2001)
Cattle Fat 600 24" (2001)
Cattle Milk 200 26" (2003)
Chicken Muscle 600 24" (2001)
Chicken Liver 600 24™ (2001)
Chicken Kidney 1000 24" (2001)
Chicken Fat 600 24" (2001)
Pig Muscle 600 24" (2001)
Pig Liver 600 24™ (2001)
Pig Kidney 1000 24" (2001)
Pig Fat 600 24" (2001)
Sheep Musele 600 24" (2001)
Sheep Liver 600 24" (2001)
Sheep Kidney 1000 24" (2001)
Sheep Fat 600 24" (2001)
Sheep Milk 200 26" (2003)

212




CAC/MRL 2-2012 Page 16 of 40

DIMINAZENE (trypanocide)

JECFA Evaluation: 34 (1989); 42 (19%94)

Acceptable Daily Intake: 0-100 pg/kg body weight (42™ JECFA, 1994).

Residue Definition: Diminazene.

Species Tissue MRL CAC Notes
{ng/kg)

Cattle Muscle 500 22" (1997)
Cattle Liver 12000 22"(1997)
Cattle Kidney 6000 22" (1997)
Cattle Milk (ug/l) 150 2224(1997) | Limit of quantitation of the analytical method.

DORAMECTIN (anthelmintic agent)

JECFA Evaluation: 45 (1995); 52 (1999); 58 (2002); 62 (2004)
Acceptable Daily Intake: 0-1 ug/kg body weight (58™ JECFA, 2002).
Residue Definition: Doramectin.
Species Tissue MRL CAC - Notes
{ng/kg)
Cattle Muscle 10 22 (1997) | High concentration of residues at the injection site

over a 35 day period after subcutaneous or
intramuscular administration of the drug at the
recommended dose.

Cattle Liver 100 222 (1997)

Cattle Kidney 30 22" (1997)

Cattle Fat 150 22™(1997) | High concentration of residues at the injection site
over a 35 day period after subcutaneous or
intramuscular administration of the drug at the
recommended dose

Cattle Milk ‘ 15 29" (2006) | Depending on the route and/or time of administration
the use of doramectin in dairy cows may resuit in
extended withdrawal periods in milk. This may be
addressed  in  national/regional  regulatory
programmes.

Pig Muscle 5 24" (2001)

Pig Liver 100 24" (2001)

Pig Kidney 30 24" (2001)

Pig Fat 150 24" (2001)
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EPRINOMECTIN (anthelmintic agent)

JECFA Evaluation: 50 (1998)
Acceptable Daily Intake: 0-10 pg/kg body weight (50™ JECFA, 1998).
Residue Definition: Eprinomectin Bla.
Species Tissue MRL CAC Notes
{(ng/kg)
Cattle Muscle 100 26" (2003)
Cattle Liver 2000 26" (2003)
Cattle Kidney 300 26" (2003)
Cattle Fat 250 26" (2003)
Cattle Milk (ug/l) 20 26" (2003)

ERYTHROMYCIN (antimicrobial agent)

JECFA Evaluation: 66 (2006)
Acceptable Daily Intake: 0-0.7 pg/kg body weight (66" JECFA, 2006).
Residue Definition: Erythromycin A
Species Tissue MRL CAC Notes
(ng/ke)
Chicken Muscle 100 31% (2008)
Chicken Liver 100 31% (2008)
Chicken Kidney 100 31% (2008)
Chicken Fat 100 31°(2008) | The MRL includes skin + fat
Chicken Eggs 50 31* (2008)
Turkey Muscle 100 317 (2008)
Turkey Liver 100 31% (2008)
Turkey Kidney 100 31% (2008)
Turkey Fat 100 31 (2008) | The MRL includes skin + fat
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ESTRADIOL-17BETA (production 2id)

JECFA Evaluation: 25 (1981); 32 (1987); 52 (1999)
Acceptable Daily Intake: unnecessary (32™ JECFA, 1987); 0-0.05 ug/kg body weight (52™ JECFA, 1999).
Residue Definition: Estradiol-17beta.
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle unnecessary | 21% (1995) | Residues resulting from the use of this substances as a

growth promoter in accordance with good animal
husbandry practice are unlikely to pose a hazard to
human health.

Cattle Liver unnecessary | 21™ (1995) | Residues resulting from the use of this substances as a
growth promoter in accordance with good animal
husbandry practice are unlikely to pose a hazard to
human health.

Cattle Kidney unnecessary | 21% (1995) | Residues resulting from the use of this substances as a
growth promoter in accordance with good animal
husbandry practice are unlikely to pose a hazard to
human health.

Cattle Fat unnecessary | 21% (1995) | Residues resulting from the use of this substances as a
growth promoter in accordance with good animal
husbandry practice are unlikely to pose a hazard to
human health.
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FEBANTEL/FENBENDAZOLE/OXFENDAZOLE (anthelmintic agent)
JECFA Evaluation: 38 (1991); 45 (1995); 50 (1998)
Acceptable Daily Intake: 0-7 pg/kg body weight (50 JECFA, 1998). Group ADI
Residue Definition: Sum of fenbendazole, oxfendazole and oxfendazole sulphone, expressed as
oxfendazole sulphone equivalents.
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle 100 23 (1999)
Cattle Liver 500 23" (1999)
Cattle Kidney 100 23" (1999)
Cattle Fat 100 23" (1999)
Cattle Milk {(pg/l) 100 23" (1999)
Goat Muscle 100 23 (1999)
Goat Liver 500 23 (1999)
Goat Kidney 100 23" (1999)
Goat Fat 100 23" (1999)
Horse Muscle 100 23" (1999)
Horse Liver 500 23" (1999)
Horse Kidney 100 23" (1999)
Horse Fat 100 23" (1999)
Pig Muscle 100 23 (1999)
Pig Liver 500 23™ (1999)
Pig Kidney 100 23" (1999)
Pig Fat 100 23" (1999)
Sheep Muscle 100 234 (1999)
Sheep Liver 500 23" (1999)
Sheep Kidney 100 23 (1999)
Sheep Fat 100 23" (1999)
Sheep Milk (ng/1) 100 23 (1999)
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FLUAZURON (insecticide)

JECFA Evaluation: 48 (1997)

Acceptable Daily Intake: 0-40 pg/kg body weight (48 JECFA, 1997).

Residue Definition: Fluazuron.

Species Tissue MRL CAC Notes
(ng/ke)

Cattle Muscle 200 23 (1999)
Cattle Liver 500 23" (1999)
Cattle Kidney 500 23 (1999)
Cattle Fat 7000 23 (1999)

FLUBENDAZOLE (anthelmintic agent)

JECFA Evaluation: 40(1992)

Acceptable Daily Intake: 0-12 pg/kg body weight (40™ JECFA, 1992).

Residue Definition: Flubendazole.

Species Tissue MRL CAC Notes
{ng’kg)

Pig Muscle 10 21* (1995)
Pig Liver 10 21%{1995)
Poultry Muscle 200 21%(1995)
Poultry Liver 500 21% (1995)
Poultry Eggs 400 21 (1995)
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FLUMEQUINE (antimicrobial agent)
JECFA Evaluation: 42 (1994); 48 (1997); 54 (2000); 60 (2002); 62 (2004); 66 (2006)
Acceptable Daily Intake: 0-30 pgrkg body weight (62™ JECFA, 2004).
Residue Definition: Flumequine.
Species Tissue MRL . CAC Notes
(ng/kg)
Cattle Muscle 500 28" (2005)
Cattle Liver 500 28™ (2005)
Cattle | Kidney 3000 28" (2005)
Cattle Fat 1000 28" (2005)
Chicken Muscle 500 28™ (2005)
Chicken Liver 500 28" (2005)
Chicken Kidney 3000 28" (2005)
Chicken Fat 1000 28" (2005)
Pig Muscle 500 28" (2005)
Pig - Liver 500 28" (2005)
Pig Kidney 3000 28" (2005)
Pig Fat 1000 28" (2005)
Sheep Muscle 500 28" (2005)
Sheep Liver 500 28" (2005)
Sheep Kidney 3000 28" (2005)
Sheep Fat 1000 28% (2005)
Trout Muscle 500 28" (2005) | Muscle including normal proportion of skin
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JECFA Evaluation:
Acceptable Daily Intake:

GENTAMICIN (antimicrobial agent)

43 (1994); 48 (1997); 50 (1998)

0-20 pg/kg body weight (50" JECFA, 1998).

Residue Definition: Gentamicin.
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle 100 24™ (2001)
Cattle Liver 2000 24" (2001)
Cattle Kidney 5000 24™ (2001)
Cattle Fat 100 24" (2001)
Cattle Milk (ug/1) 200 24" 2001)
Pig Muscle 100 24™ (2001)
Pig Liver 2000 24" (2001)
Pig Kidney 5000 24™ (2001)
Pig Fat 100 24™ (2001)
IMIDOCARB (antiprotozoal agent)
JECFA Evaluation: 50 (1998), 60 (2003)
Acceptable Daily Intake: 0-10 pg/kg body weight (50™ JECFA, 1998).
Residue Definition: Imidocarb.
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle 300 28" (2005)
Cattle Liver 1500 28" (2005)
Cattle Kidney 2000 28" (2005)
Cattle Fat 50 28% (2005)
Cattle Milk 50 28" (2005)
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ISOMETAMIDIUM (trypanocide)

JECFA Evaluation: 34 (1989); 40 (1992)

Acceptable Daily Intake: 0-100 pgfkg body weight (40" JECFA, 1992).

Residue Definition: Isometamidium,

Species Tissue MRL CAC Notes
(ng/kg) :

Caitle Muscle 100 21% (1995)
Cattle Liver 500 21% (1995)
Cattle Kidney 1000 217 (1995)
Cattle Fat 100 21%(1995)
Cattle Milk (ug/) 100 21% (1995)

IVERMECTIN (anthelmintic agent)

JECFA Evaluation: 36 (1990); 40 (1992); 54 (2000); 58 (2002)
Acceptable Daily Intake: 0-1 pg/kg body weight (40" JECFA, 1992).
Residue Definition: 22,23-Dihydroavermectin Bla (H2B1a).
Species Tissue MRL CAC Notes
(ngke)

Cattle Liver 100 20™ (1993)

Cattle Fat 40 20" (1993)

Cattle Milk 10 26" (2003)

Pig Liver 15 20" (1993)

Pig Fat 20 20" (1993)

Sheep Liver 15 20" (1993)

Sheep Fat 20 20™ (1993)
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LEVAMISOLE (anthelmintic agent)
JECFA Evaluation: 36 (1990); 42 (1994) .
Acceptable Daily Intake: 0-6 ng/kg body weight (42™ JECFA, 1994).
Residue Definition: Levamisole.

Species Tissue MRL CAC Notes
{(ng/kg)

Cattle Muscle 10 22" (1997)

Cattle Liver 100 22™ (1997)

Cattle Kidney 10 22™ (1997)

Cattle Fat 10 22™ (1997)

Pig Muscle 10 22™ (1997)

Pig Liver 100 22M(1997)

Pig Kidney 10 22" (1997)

Pig Fat 10 22™(1997)

Poultry Muscle 10 22™ (1997)

Poultry Liver 100 22™ (1997)

Poultry Kidney 10 22™ (1997)

Poultry Fat 10 22™ (1997)

Sheep Muscle 10 22™(1997)

Sheep Liver 100 22™ (1997)

Sheep Kidney i{i] 22™ (1997)

Sheep Fat 10 22™(1997)
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LINCOMYCIN (antimicrobial agent)

JECFA Evaluation: 54 (2000); 58 (2002); 62 (2004)
Acceptable Daily Intake: 0-30 pg/kg body weight (542 JECFA, 2000).
Residue Definition: Lincomycin.
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Milk 150 26" (2003)
Chicken Muscle 200 26" (2003)
Chicken Liver 500 26™ (2003)
Chicken Kidney 500 26™ (2003)
Chicken | Fat 100 26" (2003) | Additional MRL for skin with adhering fat of 300
ne'ks.
Pig Muscle 200 26™ (2003)
Pig Liver 500 26" (2003)
Pig Kidney 1500 26" (2003)
Pig Fat 100 26™ (2003) A;iitional MRL for skin with adhering fat of 300
ng/kg.

MELENGESTROL ACETATE (production aid)

JECFA Evaluation: 54 (2000); 66 (2006)

Acceptable Daily Intake: 0-0.03 pg/kg body weight.

Residue Definition: Melengestrol acetate,

Species Tissue MRL CAC Notes
{ng/kg)

Cattle Muscle 1 32™ (2009)
Cattle Liver 10 32" (2009)
Cattle Kidney 2 32™ (2009)
Cattle Fat 18 32" (2009)
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MONENSIN (antimicrobial agent)

JECFA Evaluation: 70 (2008); 75 (2011)

Acceptable Daily Intake: 0-10 pg/kg body weight on the basis of a NOAEL of 1.14 mg/kg body weight
per day and a safety factor of 100 and rounding to one significant figure
(70" JECFA, 2008).

Estimated Dietary Exposure: Using the revised MRL, the theoretical maximum daily intake (TMDI)
from the 70" JECFA was recalculated, resulting in a value of 481
ug/gerson, which represents 80% of the upper bound of the ADI
(75"JECFA, 2011).

Residue Definition: Monensin,

Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle 10 32 (2009)
Cattle Liver 100 354
(2012)
Cattle Kidney 10 32
(2009)

Cattle Fat 100 32™ (2009)
Cattle Milk 2 32™ (2009)
Sheep Muscle 10 32" (2009)
Sheep Liver 20 32™ (2009)
Sheep Kidney 10 327 (2009)
Sheep Fat 100 32" (2009)
Goats Mauscle 10 32" (2009)
Goats Liver 20 32™ (2009)
Goats Kidney 10 32™ (2009)
Goats Fat 100 32™ (2009)
Chicken Muscle 10 32" (2009)
Chicken Liver 10 32" (2009)
Chicken Kidney 10 32™(2009)
Chicken Fat 100 32" (2009)
Turkey Muscle 10 327 (2009)
Turkey Liver 10 32" (2009)
Turkey Kidney 10 32" (2009)
Turkey Fat 100 32" (2009)
Quail Muscle 10 32" (2009)
Quail Liver 10 327 (2009)
Quail Kidney 10 32™ (2009)
Quail Fat 100 32" (2009)
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MOXIDECTIN (anthelmintic agent)
JECFA Evaluation: 45 (1995); 47 (1996); 48 (1998); 50 (1998)
Acceptable Daily Intake: 0-2 pg/kg body weight (45" JECFA, 1995).
Residue Definition: Moxidectin,
Species Tissue MRL CAC Notes
(ng/kg)

Cattle Muscle 20 22°1(1997) | Very high concentration and great variation in the
level of residues at the injection site in cattle over a 49
day period after dosing.

Cattle Liver 100 22" (1997)

Cattle Kidney 50 22" (1997)

Cattle Fat 500 22™ (1997)

Deer Muscle 20 23 (1999)

Deer Liver 100 23" (1999)

Deer Kidney 50 23" (1999)

Deer Fat 500 23™ (1999)

Sheep Muscle 50 22" (1997)

Sheep Liver | 100 22" (1997)

Sheep Kidney 50 22™ (1997)

Sheep Fat 500 22"(1997)
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NARASIN (antimicrobial agent)

JECFA Evaluation: 70 (2008); 75 (2011)

Acceptable Daily Intake: 0-5 pg/kg body weight on the basis of a NOAEL of 0.5 mg/kg body weight per day

and a safety factor of 100 (70" JECFA, 2008).
Residue Definition: Narasin A.
Species Tissue MRL CAC Notes
(ng/kg)

Cattle Muscle 15 35" (2012)
Cattle Liver 50 35% (2012)
Cattle Kidney 15 35" (2012)
Cattle Fat 50 35" (2012)
Chicken Muscle 15 327 (2009)
Chicken Liver 50 32™ (2009)
Chicken Kidney 15 32" (2009)
Chicken Fat 50 32" (2009)
Pig Muscle 15 34" (2011)
Pig Liver 50 34" (2011)
Pig Kidney 15 34" (2011)
Pig Fat 50 34" (2011)
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NEOMYCIN (antimicrobial agent)

JECFA Evaluation: 43 (1994); 47 (1996); 52 (1999); 58 (2002); 60 (2003)

Acceptable Daily Intake: 0-60 ug/kg body weight (47 JECFA, 1996).

Residue Definition: Neomycin.

Species Tissue MRL CAC Notes
{ng/ke)

Cattle Muscle 500 23" (1999)
Cattle Liver 500 28" (2005)
Cattle Kidney 10000 28" (2005)
Cattle Fat 500 23" (1999)
Cattle Milk 1500 28" (2005)
Chicken Muscle 500 23" (1999)
Chicken Liver 500 23™ (1999)
Chicken Kidney 10000 23" (1999)
Chicken Fat 500 23" (1999)
Chicken Eggs 500 23" (1999)
Duck Muscle 500 23 (1999)
Duck Liver 500 23 (1999)
Duck Kidney 10000 23 (1999)
Duck Fat 500 23" (1999)
Goat Muscle 500 23" (1999)
Goat Liver 500 23 (1999)
Goat Kidney 10000 23" (1999)
Goat Fat 500 237 (1999)
Pig Muscle 500 23" (1999)
Pig Liver 500 23" (1999)
Pig Kidney 10000 23" (1999)
Pig Fat 500 23" (1999)
Sheep | Muscle 500 23" (1999)
Sheep Liver 500 237 (1999)
Sheep Kidney 10000 23" (1999)
Sheep Fat 500 23" (1999)
Turkey Muscle 500 23" (1999)
Turkey Liver 500 23" (1999)
Turkey Kidney 10000 23" (1999)
Turkey Fat 500 234 (1999)
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JECFA Evaluation;
Acceptable Daily Intake:
Residue Definition:

NICARBAZIN (antiprotozoal agent)

50 (1998)

0-400 pg/kg body weight (50" JECFA, 1998).

N,N'"-bis(4-nitropheyl)urea.

Species Tissue MRL CAC Notes
{ng/kg)

Chicken Muscle 200 23" (1999) | Broilers.
Chicken Liver 200 23" (1999) | Broilers.
Chicken Kidney 200 23" (1999) | Broilers.
Chicken Fat/Skin 200 23" (1999) | Broilers.
PHOXIM (insecticide)

JECFA Evaluation: 52 (1999); 62 (2004)

Acceptable Daily Intake: 0-4 pg/kg body weight (52 JECFA, 1999),

Residue Definition: Phoxim

Species Tissue MRL CAC Notes
{ng/kg)

Goat Muscle 50 26" (2003)
Goat Liver 50 26" (2003)
Goat Kidney 50 26" (2003)
Goat Fat 400 26™ (2003)
Pig Muscle 50 26™ (2003)
Pig Liver 50 26™ (2003)
Pig Kidney 50 26™ (2003)
Pig Fat 400 26" (2003)
Sheep Muscle 50 26" (2003)
Sheep Liver 50 26" (2003)
Sheep Kidney 50 26" (2003)
Sheep Fat 400 26™ (2003)
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PIRLIMYCIN {antimicrobial agent)

JECFA Evaluation: 62 (2004)
Acceptable Daily Intake: 0-8 pg/kg bw (62" JECFA, 2004).
Residue Definition: Pirlimycin.
Species Tissue MRLs{(pg/kg) CAC Note
Cattle Muscle 100 29" (2006)
Cattle Liver 1000 29" (2006)
Cattle Kidney 400 29" (2006)
Cattle Fat 100 29" (2006)
Cattle Milk 100 29" (2006) |JECFA evaluated the effect of pirlimycin

residues on starter cultures and for this reason
recommended an MRL of 100 pg/kg of milk.
Codex Members may therefore adapt
national/regional MRLs in order to address this
technological aspect for trade of fresh liquid
milk intended for processing using starter
culture,

PORCINE SOMATOTROPIN (production aid)

JECFA Evaluation: 52 (1999)

Acceptable Daily Intake: Not Specified (52" JECFA, 1999),

Residue Definition: Not applicable.

Species Tissue MRL CAC Notes
{(ng/kg)

Pig Muscle not specified | 26" (2003)
Pig Liver not specified | 26" (2003)
Pig Kidney not specified | 26™ (2003)
Pig Fat not specified | 26™ (2003)
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PROGESTERONE (production aid)

JECFA Evaluation: 25 (1981); 32 (1987); 52 (1999)
Acceptable Daily Intake: 0-30 pg/kg body weight (52™ JECFA, 1999).
Residue Definition: Progesterone.
Species Tissue MRL CAC Notes
(ng/kg)

Cattle Muscle unnecessary | 21% (2005) | Residues resulting from the use of this substances as
a growth promoter in accordance with good animal
husbandry practice are unlikely to pose a hazard to
human health.

Cattle Liver unnecessary | 21%(2005) | Residues resulting from the use of this substances as
a growth promoter in accordance with good animal
husbandry practice are unlikely to pose a hazard to
human health.

Cattle Kidney unnecessary | 21% (2005) | Residues resulting from the use of this substances as
a growth promoter in accordance with good animal
husbandry practice are unlikely to pose a hazard to
human health.

Cattle Fat unnecessary | 21% (2005) | Residues resulting from the use of this substances as

a growth promoter in accordance with good animal
husbandry practice are unlikely to pose a hazard to
human health.

RACTOPAMINE (production aid)

JECFA Evaluation: 40 (1992); 62 (2004); 66 (2006)

Acceptable Daily Intake: 0-1 ug/kg body weight (66" JECFA, 2006).

Residue Definition: Ractopamine.

Species Tissue MRL CAC Notes
(ng/ke)

Cattle Muscle 10 35" (2012)
Cattle Liver 40 35% (2012)
Cattle Kidney 90 35" (2012)
Cattle Fat 10 35" (2012)
Pig Muscle 10 35" (2012)
Pig Liver 40 35" (2012)
Pig Kidney 90 35" (2012)
Pig Fat 10 35™(2012) | The MRL includes skin -+ fat
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SARAFLOXACIN (antimicrobial agent)

JECFA Evaluation: 50 (1998)

Acceptable Daily Intake: 0-0.3 ug/kg body weight (50" JECFA, 1998).

Residue Definition: Sarafloxacin.

Species . Tissue MRL CAC Notes
(ng/kg)

Chicken Muscle 10 24" (2001)
Chicken Liver 80 24" (2001)
Chicken Kidney 80 24" (2001)
Chicken Fat 20 24™ (2001)
Turkey Muscle 10 24" (2001)
Turkey Liver 80 24" (2001)
Turkey Kidney 80 24™ (2001)
Turkey Fat 20 24" (2001)
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SPECTINOMYCIN (antimicrobial agent)

JECFA Evaluation: 42 (1994); 50 (1998)

Acceptable Daily Intake: 0-40 pg/kg body weight (42™ JECFA, 1994).

Residue Definition: Spectinomycin.

Species Tissue MRL CAC Notes
(ng/kg)

Cattle Muscle 500 23" (1999)
Cattle Liver 2000 23" (1999)
Cattle Kidney 5000 23 (1999)
Cattle Fat 2000 237 (1999)
Cattle Milk (ug/1) 200 23"(1999)
Chicken Muscle 500 23"(1999)
Chicken Liver 2000 23 (1999)
Chicken Kidney 5000 23 (1999)
Chicken Fat 2000 23" (1999)
Chicken Eggs 2000 23" (1999)
Pig Muscle 500 23" (1999)
Pig Liver 2000 23"(1999)
Pig Kidney 5000 23" (1999)
Pig Fat 2000 23™ (1999)
Sheep Muscle 500 23" (1999)
Sheep Liver 2000 23 (1999)
Sheep Kidney 5000 23" (1999)
Sheep Fat 2000 23(1999)
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JECFA Evaluation:
Acceptable Daily Intake:
Residue Definition:

SPIRAMYCIN (antimicrobial agent)

38 (1991); 43 (1994); 47 (1996); 48 (1997)
0-50 pg/kg body weight (43" JECFA, 1994),

Cattle and chickens, sum of spiramycin and neospiramycin; Pigs, spiramycin

equivalents (antimicrobially active residues).

Species Tissue MRL CAC Notes
{ng/kg)

Cattle Muscle 200 22" (1997)
Cattle Liver 600 22™ (1997)
Cattle Kidney 300 22™ (1997)
Cattle Fat 300 22™(1997)
Cattle Milk (ug/l) 200 227 (1997)
Chicken Muscle 200 22™ (1997)
Chicken Liver 600 22" (1997)
Chicken Kidney 800 22" (1997)
Chicken Fat 300 22" (1997)
Pig Muscle 200 22™ (1997)
Pig Liver 600 22" (1997)
Pig Kidney 300 22" (1997)
Pig Fat 300 22" (1997)
SULFADIMIDINE (antimicrobial agent)

JECFA Evaluation: 34 (1989); 38 (1991); 42 (1994)

Acceptable Daily Intake: 0-50 pg/kg body weight (42™ JECFA, 1994).

Residue Definition: Sulfadimidine.

Species Tissue MRL CAC Notes
(ngrkg)

Cattle Milk (ug/1) 25 219 (1995)
Not specified | Muscle 100 21% (1995)
Not specified | Liver 100 21% (1995)
Not specified | Kidney 100 21 (1995)
Not specified | Fat 100 21%(1995)
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TESTOSTERONE (production aid)

JECFA Evaluation: 25 (1981); 32 (1987); 52 (1999)
Acceptable Daily Intake: 0-2 pg/kg body weight (52" JECFA, 1999).
Residue Definition: Testosterone.
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle unnecessary | 21% (1995) Residues resulting from the wuse of this

substances as a growth promoter in accordance
with good animal husbandry practice are
unlikely to pose a hazard to human health.

Cattle Liver unnecessary | 21% (1995) Residues resulting from the use of this
substances as a growth promoter in accordance
with good animal husbandry practice are
unlikely to pose a hazard to human health.

Cattle Kidney unnecessary | 21% (1995) Residues resulting from the wuse of this
substances as a growth promoter in accordance
with good animal husbandry practice are
unlikely to pose a hazard to human health,

Cattle Fat unnecessary | 21% (1995) Residues resulting from the use of this
substances as a growth promoter in accordance
with good animal husbandry practice are
unlikely to pose a hazard to human health.
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THIABENDAZOLE (anthelmintic agent)

JECFA Evaluation: 40 (1992); 48 (1997); 58 (2002)
Acceptable Daily Intake: 0-100 pg/kg body weight (40™ JECFA, 1992).
Residue Definition: Sum of thiabendazole and 5-hydroxythiabendazole.
Species Tissue MRL CAC Notes
(ngrkg)
Cattle Muscle 100 21%(1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Cattle Liver 100 21%(1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Cattle Kidney 100 21%(1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Cattle Fat 100 21%(1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Cattle Milk 100 21%(1995) | The MRL also covers residues derived from feed
(ug/l) containing the residues resulted from agricultural use.
Goat Muscle 100 21%(1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Goat Liver 100 21" (1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Goat Kidney 100 21*(1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Goat Fat 100 21*(1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Goat Milk 100 21%(1995) | The MRL also covers residues derived from feed
(ug/D) : containing the residues resulted from agricultural use.
Pig Muscle 100 21 (1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Pig Liver 100 21* (1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Pig Kidney 100 217 (1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Pig Fat 100 21%(1995) | The MRL also covers residues detived from feed
containing the residues resulted from agricultural use.
Sheep Muscle 100 21%(1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
Sheep Liver 100 217 (1995) | The MRL also covers residues derived from feed

containing the residues resulted from agricultural use.

Sheep Kidney 100 21%(1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.

Sheep Fat 100 217 (1995) | The MRL also covers residues derived from feed
containing the residues resulted from agricultural use.
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TILMICOSIN (antimicrobial agent)
JECFA Evaluation: 47 (1996); 54 (2000); 70 (2008)
Acceptable Daily Intake: 0-40 pg/kg body weight (47" JECFA, 1996).
Residue Definition: Tilmicosin,
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle 100 23" (1999)
Cattle Liver 1000 23'(1999)
Cattle Kidney 300 23" (1999)
Cattle Fat 100 23" (1999)
Chicken Muscle 150 34" (2011)
Chicken Liver 2400 | 34" (2011)
Chicken Kidney 600 34" (2011)
Chicken Skin/Fat 250 34" (2011)
Pig Muscle 100 23" (1999)
Pig Liver 1500 23" (1999)
Pig Kidney 1000 23" (1999)
Pig Fat 100 23" (1999)
Sheep Muscle 100 23 (1999)
Sheep Liver 1000 23" (1999)
Sheep Kidney 300 23" (1999)
Sheep Fat 100 23 (1999)
Turkey Muscle 100 34" (2011)
Turkey Kidney 1200 34" (2011)
Turkey Liver 1400 34™ (2011)
Turkey Skin/Fat 250 34" (2011) B
TRENBOLONE ACETATE (growth promoter)
JECFA Evaluation: 26 (1982); 27 (1983); 32 (1987); 34 (1989)
Acceptable Daily Intake: 0-0.02 pg/kg body weight (34" JECFA, 1989).
Residue Definition: Cattle muscle, beta-Trenbolone; Cattle liver, alpha-Trenbolone.
Species Tissue MRL CAC Notes
(ng’kg)
Cattle . Muscle 2 217 (1995)
Cattle - Liver 10 21* (1995) N
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TRICHLORFON (METRIFONATE) (insecticide)

JECFA Evaluation: 54 (2000); 60 (2003); 66 (2006)
Acceptable Daily Intake: 0-2 pg/kg bw (60™ JECFA, 2003)
Residne Definition: TECFA confirmed the MRL for cows’s milk and the guidance levels for muscle,
liver, kidney and fat of cattle recommended at the 54" meeting (WHO TRS 900,
2001)
Species Tissue MRLs(pg/kg) CAC Notes
Cattle | Milk | 50 | 29" (2006) |
TRICLABENDAZOLE (anthelmintic agent)
JECFA Evaluation: 40 (1992); 66 (2006); 70 (2008)
Acceptable Daily Intake: 0-3 pg/kg body weight (40" JECFA, 1993),
Residue Definition: Ketotriclabnedazole
Species Tissue MRL - CAC Notes
(ne/kg)
Cattle Muscle 250 32™ (2009)
Cattle Liver 850 32™ (2009)
Cattle Kidney 400 32" (2009)
Cattle Fat 100 32" (2009)
Sheep Muscle 200 32™ (2009)
Sheep Liver 300 32™ (2009)
Sheep Kidney 200 32™ (2009)
Sheep Fat 100 32° (2009)
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TYLOSIN (antimicrobial agent)
JECFA Evaluatien: 70 (2008)

Acceptable Daily Intake: 0-30 ug/kg body weight based on a microbiological end-point derived from in vitro
MIC susceptibility testing and faecal binding data (MICcalc = 1,698) (70" JECFA,

2008).
Residue Definition: Tylosin A.
Species Tissue MRLs(ug/kg) CAC Notes
Cattle Muscle 100 32™ (2009)
Cattle Liver 100 32" (2009)
Cattle Kidney 100 32™ (2009)
Cattle Fat 100 32" (2009)
Cattle Milk 100 32" (2009)
Pig | Muscle 100 32™ (2009)
Pig Liver 100 32" (2009)
" |Pig Kidney 100 32" (2009)
Pig Fat 100 32™ (2009)
Chicken Muscle 100 32™ (2009)
Chicken Liver 100 32 (2009)
Chicken Kidney 100 32™ (2009)
‘Chicken Fat/Skin 100 32™ (2009)
Chicken Eggs 300 32" (2009)
ZERANOL (growth-promoter)
JECFA Evaluation: 26 (1982); 27 (1983); 32 (1987)
Acceptable Daily Intake : 0-0.5 ug/kg body weight (32™ JECFA, 1987).
Residue Definition: Zeranol.
Species Tissue MRL CAC Notes
(ng/kg)
Cattle Muscle 2 21* (1995)
Cattle Liver 10 21% (1995)
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’ | Elanco Animal Health
112 Whart Read
wyiv.elanco.com.au

STATUTORY DECLARATION

., . 112 Wharf Road West Ryde NSW 2114, Senior Regulatory
Affairs Associate, make the following declaration under the Statutory

Declorations Act 1959:

the information provided in this application fully sets out the matters required

the information provided in this application is true to the best of my knowledge

and belief

J. no information has been withheld that might prejudice this application, to the best of
my knowledge and belief

N —

| understand that a person who intentionally makes a false statement in a statutory
declaration is guilty of an offence under section 11 of the Stotutory Declorations Act 1959,
and | believe that the statements in this declaration are true in every particular.

Declared at ' J{%]

Before me,

MU ClaShed  MMZCVS

Ve Mg
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Checklist for General requirements

This Checklist will assist you in determining if you have met the mandatory format and information
requirements as detailed in Guideline 3.1.1 — General requirements. All applications must include this

Checklist.

General requirements (3.1.1)

Check Page Mandatory requirements

<y

€ B & R/ RX

R R R RO

A Form of application

pplication in English
&}ixecutive Summary (separated from main application electronicaily)
felevant sections of Part 3 clearly identified

ages sequentially numbered

%Iectronic copy (searchable)
All references provided

B Applicant details
C Purpose of the application

yustiﬁcation for the application

w}?egu!atory impact information
Impact on international trade

E Information to support the application
Data requirements

F Assessment procedure
General
X Major
X Minor
DX High level heaith claim variation
G Confidential commercial information
ZCC! material separated from other application material
Formal request including reasons
Non-confidential summary provided
H Other confidential information
X Confidential material separated from other application material
D Formal request including reasons
| Exclusive Capturable Commercial Benefit
A Justification provided
J International and other national standards
M International standards
X Other national standards

K Statutory Declaration

L Checklist/s provided with application

.1.1 Checkilist
All page number references from application included
5¢Any other relevant checklists for Chapters 3.2-3.7

1 September 2013
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