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g ERE R 3 EB 0 SRR Ry Bk £ 7% 5 5 %= (European  Union
Community reference laboratories » EURL) ~ % 2+ % & b5 = (National reference
laboratories * NRL) fz H & ZL#E H B = (Regional (Field) laboratories) - 2 HEi= 24114
Ry TSR R E SR TR - HE B IR A HE R SR B E - (Eem%
EHEI5%E © ER2FERENEHESEE = 07 ER @45 % Bl R &t E Ok
fo  BgEE -~ AR EFE DAL - BERERRE R OURR S E5AE(E B) R R IR 22
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SR AR SOER ERESE) o JRAEHRE J1E B (Proficiency testing) (R B Biva 2 AE
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) ~ B (e O R Bk B2 T 72 i (Federal Institute for Consumer Health Protection
and Veterinary Medicine » BgVV) (BFE &t ~ H A RALE AT I FIEHAS) K 2R (0
FHMAFEFT(Robert Koch Institute » RKI) (& EH A < i€ ~ THYI K% » 2 BgVV
BIIR BVL ZHil& - BUMS 2000 FEHHRESEEE 2 TIEAE - et - R
/817 B #(Codex Alimentarius Commission)J/t 2001 -2 H 27 258 » 5 g o P Ak 1 e e
EESYBAY - 5 BgVV 1A 2002 SEH#EFTEAR > 43k 3 BT AL « BEFPE TR ZepT
(Federal Institute for Risk Assessment » BfR) (2 ERH & in ~ 861 ~ (B2 an Iz L2
A B 5 A e P 28) ~ BVIL (oF %64 35 T 1 B R0 £ Wit 0 PN 2 Rl Y JE B L)
K B FREh e A 42 Fi(Federal Research Institute for Animal Health » FLI) (FF4¢&8 &0
(R ~ REA LU N\ B 2 MR ) © SZ B0 Ry » FHERH b 5T Bkl E R SR
PR P B A JE b e B R — (B EAERY i - SRR HE Rt 78 N BT R 2 AATE
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BVL A 2002 YT > BRI D & 58 B2 % (Federal Ministry of Food and
Agriculture » BMEL) T 7 S = 4 tAE - HARSRASREREEIZ0E — AR - BVL H 5 {EH]
F9~1 E4E K Z 50 S5AWEE B ERE R EE SRS - o R0 i e
(Braunschweig)FIfHpk(Berlin)i G ¥t - BVL (UEE=ERAE 5 Y aETE
TG~ 2EERE RIUERTUESHEZED - 2 HFTA 8 {E NRLs & 1 {E5 7317
EURL > EIHFC IR TEREE K3 7 A 0BRSS ~ BEAE L R AR B - Hrff EURL
FTIEE 2 SR A Bl & L0 2 G Z2 (Beta-agonists) ~ Bli&24%(Anthelmintics) ~ f1EKER
#%( Anticoccidials) K7 371 %% 3% #%(Non-steroidal antiinflammatory drugs » NSAID)Z 4 JEHE1¥)
FHEE o SEROEBIATEAL AR EE 5 B0FT » mH & & EURL Z 5t IR E 281
RS AR ITE -

Quality Management group President — Head Office
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Department Department Department Department Department Department
Z 1 2 3 4 5
Central Food, Feed Plant Veterinary Genetic Method
Services and Protection Drugs Engineering Standardisation,
Commodities Products Reference
Laboratories,
Resistance to

Antibiotics
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&fak Dr. Radeck 811 BVL HUSHHSE - &8 2% 0 EE 1S 1 IR AT - #BEE THRAIFIE K
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Time Programme

09:00 Arrival, welcome
09:30 — 10:00 [Visit of the laboratory facilities (EURL and NRL)
Day 1 10:00 — 12:30 |Introduction into confirmation methods for 3-agonists in muscle
and liver

13:30 — 16:00 |Introduction of validation

Day 2 08:30— 15:00 |Sample preparation for 3-agonists in muscle

08:30— 15:00 |Continuation Sample preparation for B-agonists in muscle

Day 3 Overnight [Measurement of samples on XEVO TQS and/or AP16500
Day 4 8:30 — 15:00 [Sample preparation for B-agonists in liver
Overnight [Measurement of samples on XEVO TQS and/or AP16500
9:00 — 12.30 [Data Evaluation of 3-agonist samples
Day 5 # Final Discussion

13.30 Farewell

B = - HEERIER
5. WHENE-E IR Kk

BVL % 5 #i['9 EURL ZiHFEEIRAE AN B F KRBT 2 fE 577 © BB (Asistant) Ko}
E29%(Scientist) ; JAIREEEL 7 RIREUE IR it A= - BEhaE Rifas = - —fRER » 1~2
L BhERHEA | MERE - 1~2 IREREA | A= - FEE R R BRI
HRERGEME 3 Gfkes o MEEEA B A EEaIH TR ShRs=NESENE
D FFERZE IR TR RAR) @ SRS R R A B EREIE R T - BERSARER
TARIRIZAT I - FRen i DURE o 2 AR A8 SOENRE - B2 B e SRR m] s e
KBNS R > ROBZRER - 10 PRAY ZE A O 8 Y PR R R PR R e B 2 IR A D i
KERES  (TREPRER LS AT - BRIVt at e migRAn I A
Ra B ERI AR BRSO EE D AR E ) UTiHE(AE Lavasm - ABGE
g)5...) » HFE AN B AT EE s/ st O S B R R T T AR A e S AR
HITHTCIRIR » ik BVL 23t T AT A S -
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= imlE 2 B IR R B E (L& Antiparasites ~ NSAIDs ~ Antibiotics ~ Corticosteroids 5z
Sedatives SFEEVIAI) e s AG AIL A R B iR BRRAR  H RIS S8k 7 2 FR %
B RIEEYIYM R 72 2 R B R s R IR U AR [E S S e A (R 2
Tt R Ir BRI TT7% - ANE ISR E (LM i EEes /R K LC-MS/MS | JT4E4¢ R
S AT R R R B TS B AR I SR = o A R Y a5 T R B A S A
Multiscreen % 5 FIRE » SUAREINE E 852 Screen Method SIS - FEREKE » 3% P
FERRI RAAGR SN FAZIAA - LERTE AR E 3 Dr. Radeck #E(EFRAVERN - B1&
US4l - SRR R S B AR RS - R B R R R4 s LRI RSO & 1F -
6. WHENE-HE

Ry T Tinehen B8 & B 2 — B o 24 » BUREER &2 o iR #i At & & BEKRTE » 1°
ST ERSEI, - SREEHY 2 {530#F B Council Directive 96/23/EC® K, Commission
Decision 2002/657/EC® - B R&IILEN B ZHE AR FIPAZRER » HA g8
BEATH B ARTA BRI R - L&Y 12 A2 - Regulations (3 FHFTABUEEZR -
B EVVEEITHAHRAME) - Directives (F5—ILAFE N - AR#HIEN IR R B EINVHEER
HEE - BB A BT R E BREUR T TEIAE E] H 1Y) J Decisions (¥R E S HIHEITH
il A REST B — B E G B A EEE ) - A BEYHR T ZIEZKRIEE Opinions J
Recommendations < 96/23/EC Ty REE #G B K B e i Ay SR Ee Py E AR B V) PR HL
BRSNS - BiE T e BT - SRR BB IR EES
EERIFER - AR =Bl EOE - ERFUER ERI S EEE 2 B > X
PN ST T ERE R FIVIRE R - MmN BREIATEK
2002/657/EC RIZ ¥t 96/23/EC SLAFERHA 73 1 J77ARB T 7 20 R 4 S H IR 2 S0 -

Dr. Radeck FZ A3/ 144 2002/657/EC FA BRI M T ARERER 73 HIEHE. « MO
Pl - oM T EMERE R EUR ERRRI 3 5 ZRIRER - A B8 H 09 2 B MRl 502 -
Faat{d Detection limit (CCB - B IAE S - fEEEmF nl¢ihatl] ~ e NEE B 28
M /ha & HBZEMKER B) > Selectivity/Specificity ( B — %) K&
Applicability/Ruggedness/Stability (F{e:) & 405 HER HEYZ E&T57% - AlETEY
fti Decision limit (CCo » FEIEEARNAFRFERE BN T » & EoVsR MR nl R H
ZHBPRIRIE) ~ Trueness/recovery (HL{H) ~ Precision (F5HfEM:) - S2AG2CE » Aamtall HAY
Foffl » J77EETRAGHE CCP ~ B—h KAt 2 5P AL - BRI A RE Rt 3 FNEE B R T
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Table 9

Classification of analytical methods by the performance characteristics that have to be determined

T T - Applicability/
Detection limit | Decision limit | ) - Selectivity/ PR ATty
Trueness|recovery Precision P ruggedness|
CCR CCa specificity L
stability
L S + - - - + +
Qualitative
methods
C + + - - + +
o S + - - + + +
Quantitative
methods
C + + + + + +

S = screening methods; C = confirmatory methods; + = determination is mandatory.

[0~ el o RS A e R G 2 AT H (2002/657/EC)

HESURARE 7 > (RTT A Rl 2 BURR R AN 1 2 T 520 > (ESC TP Hfiiet H 2RE
ZEFIHEE Y > ARE KRB H A AT 2GS TR I AT S R M RE K -
—HRITER I T B AEAEK > FaHiEHE—1E - BE - BEEREEN © 282
Srate P IR B 2 RS 8 THMIGL AN S Bagie iy AT AMRAR KA T albaasat
FHLIEEBRATS 2 SER TGRS 8 TR MU H ZePd (&N R B st 2 28407) -

Table 10

Model-independent and model-dependent performance parameters

Validation

Model-independent

performance parameters Model-dependent performance parameters

Common performance | Conventional validation approach (3.1.2) | In-house wvalidation approach (3.1.3)
characteristics (3.1.1)
Specificity Recovery Recovery
Trueness Repeatability Repeatability
Ruggedness: minor changes | Within-laboratory reproducibility Within-laboratory reproducibility
Stability Reproducibility Reproducibility
Decision limit (CCa) Decision limit (CCa)
Detection capability (CCf) Detection capability (CCp)
Calibration curves Calibration curve
Ruggedness: major changes Ruggedness

[E 71 ~ Model-independent & model-dependent 7 M4:HE £:#5(2002/657/EC)



Table 13

Examples for factors considered important for a validation procedure

Gender of the animal (factor 1)
Breed (factor 2)
Transport conditions (factor 3)
Storing conditions (factor 4)
Freshness of the sample (factor 5)
Fattening conditions (factor 6)
Different operators with different experience (factor 7).

Table 14

Possible experimental plan for the above example

Species Factor 1 Factor 2 Factor 3 Factor 4 Factor 5 Factor 6 Factor 7 Sample No
A + + + + — + — 1
A + + — — + _ _ 2
A + — + — — — + 3
A + — — + + + + 4
A - + + - + + + 5
A — + — + — — + ')
A — — + + + — — 7
A - - - - - + - 8
B + + + + + — + o]
B + + — — — + + 10
B + — + — + + — 11
B + - - + - - - 12
B - + + - - - - 13
B - + - + + + - 14
B — — + + — + + 15
B - - - - + - + 16

/N~ SR 2 B Bt T #i(51(2002/657/EC)

BVL jA Z A2 88 E 2 WERUE 5 1 %2275 In-house validation approach £{T/5 =\ 1£
Bl tH o PRiE 6 A ¢ Species (4+/%#) ~ Operator (A/B) ~ Breeding ({47/A 1) ~
Storage condition (& 2 ZM 2 /2 M/ %) ~ ZEHURERF(2MATI 2 K/ALRI3HT) K
Matrix condition GHT/&CHRFZEZ ) 1T 16 Rune AR CCa 2 577 =02 AR EHEIAR I
SARE Y BRI B TR » CCB HIIDL CCa Byt (T e » HASM T -

Decision Limit (CCa) = Lowest spike level + 2.33* Uncertainty (SD)
Decision Capability (CCB) = CCa + 1.64* Uncertainty

FRSOKE - BVL 207 1 {EV AR THME E i E 1 K& BE ZEIEIR
FACEM BTN R > HIER RES A BREREE - HAlGE 2 HERCR
5834 CCa M CCB &7y - F ST E B[R (limit of quantification » LOQ)#ETTE¥Al » F
TR BN SR I 2 BN E A e Y S A - HLER o SRR R\ PR R T 71 Ry 2R
1T CCo A1 CCP 3FAE - M HEE R =S TRl A 2 BIREN - H CCP ET]fE



FHJ> Screen Method 2 734 » HURACH 5 fE#0{T CCa A1 CCP Z 5l -
7. HENE-E

IHEREHE T ZEELEFE A S SaRT o LB 2 B R EEYIfeBe 7% - B BVL R L
RIZ RSB R - i IS EEEY R AR Re T - IRELE T EIERISN - TR
TEAR SR B ) b DL R G KRR LEE L &I » i RN Z=BUBE &I A
B-glucuronidase HF /517 BE ZELAH AR A SHAT - W R M > HETT (R RS HLRY
69 o BVL (I AT LSRR A BN K B R ALRAE - KI5y © ALA
BN ECEYETE D E FAIRERREG I BoB Uk SR AE2 0 B A bR 8 s+
1B 5 PR S R A 2 P R i T A A T I, S R B SRS - DM BR oy © 2 MERVE
B EAHE] Y SPE (JRIERINEEE ~ FRIR - Bk SR 4R SRV E) #E1T75+E - I SPE &
2 fHEAEALE] © Reverse phase k¢ lon exchanger - ][ISR ME KK &) 54T -
& AR pH E AN BORE R A i T 5B i) -

GERE  NEP(T LI ZCREEY) RS 2 el R EL BVL B - AFRALA
T BV (I E] 1 ff %2 (Glucuronidase/Sulfatase) E{ T 7K i » 1% 28545 il B e 1o B (S 245 1
BV WAEHL O R R TEEE 2 HE - PP B B 7SO ThsE
2 SPE J #l(f: BE4f 700 4H SPE 4L B {E)-BVL ¢t E L E S B2 2 B LA
A4 R RS SR E ARG TKAR > TEEE I b e EE QT E E A S
SO REHR o TAOURIESE TR - S N E TR A E R EERSN TR
JUBEL 2 FHHHTAREIT o AR R0 AR G R R T8 23 i) B4R 0
) RIS RO B AT - D SR TE BB 8 SRS R EE LB AF T - H0A]
(=R PR L AL B PR > EpR 5 0B AOAC S E] -

FHR B R e it R SR RE N St BT A R e A B AR S 1T
FE » H R A E SRS SRIEMENE » (R E I EM ZAEE - FEER> BVL BUARZRA—2
e EMERE 7T - BVL (RTINS 7 N fite 24 MAZHIER BRI
mmZ B EGETE S - —MoER - RNEIAIZ AR BT F— 2P
BRI RELLRR M AT TR IE M) i G IR BUAR R Bl o g i il 2 B2
MSAEE EME Y 4558 - INMFERMZAEZHERT - B DRI 2 BE T
Fota 24 E BRIA] - MENSERTA oY) & TS S E Z FEr R AR - BIMERT A4S
REELULEYE A AT 2R E R 2 B B > i BVL B Ry
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FHHETER - RBAEGRES BIRMHENE RRSUE 2 F 2P - @EGHEELIZ
EYIWE R ARSEHEERL R YN - 2 B 2 SRS A A > (H MR —
BT iRt 2 G > B ERTRE ] R EEER i N BT A AR DEVERE
HAF A AT R i Bl R ' R e -

Muscle Liver
Buffer at pH 8 Buffer at pH 5
Hydrolysis Protease Shake it for 20 min at 40 °C
Incubate overnight at 55 °C Centrifuge for 30 min
25 % sulfuric acid (pH at 1) Hydrolysis Glucuronidase/Sulfatase-solution
Acid precipitation ) )
Centrifugation for 20min Shake it for 60 min at 40 °C
Hexane
Defattening
Centrifugation for 5 min
Adjust pH at 6 Adjust pH at 6
Add 100 pl methanol Centrifugation
SPE SPE
Centrifugation Add 200 pl methanol to supernatants
SPE->eluent SPE->eluent

Evaporate to dryness

Dissolve in 200 pl HPLC-eluent A / B=95:55

& ~ BVL [ LT 2 G 2 A i B A A M

2 e

FsH 5 REY BVL 55 S BIFIZ /TR MAGE - BIESEZ AP TN ZA 2 B R EEYIR AR
Sgortf > AEA IRIFRE/RMR B2 8 > (B3 IE B % - LB R G258 0 A <Bigizie
B EIFRERR ~ B A BT > AN Z sk TEL BVL MBI o E
et HABER ARG 202k EEIR HEIRAIR - AR e HE 7T - 5
DU EIH [F] 22 IARAS KA TT308% » BIEAR ST Ny 22 [ Sei /D A TT T B3B8 % 2 T4 - i
SO ZERT N B205 R 88y 2 (0K B EE B0 AR B BRI TR R B B i AR
BRI T - ANF PR B LA Ao s A B A B B = P LAY 2002/657/EC 3L
> B2 HEE > BIMECRER A Z 0T 77T S B RS R R B2 S (HIE - 2 U
MECZ T > 2002/657/EC RSO AR R EIH » AHRRAREER » Sepl—(Etnln i AR
DARFRAERACEZ/VE 2 F - #i28 BVL $wla 7 AE N E MigeE - (HZRNEE
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HIPEEL NI > PRI mT R AR ETIsRbT S N B 2 Bffa o Afrae 71 - (ERTBE S 7 7ERF

FORHEERM - RIIAKE - AR RS IESend T s 55 -

R AR B E R sEwm S RGBS U2 = RMEFEAENE R
M EAZ T FEITRBIESOR - AR BRES > MEERERESE R > W EARR
BN RN > REAILHE—HEF RS - IRFOAKER BVL B
WARESEE 5 KT R b 5T N B SRR - B Ch i R i R B - i L LT
HREIEEZ R EGHEEL B FIETRELS T A ZHIEIE - RBEANA A EFARAIEE -
BReAKE - ABEHZESEFIAEN BVL B ZES - HIEERAET Z w55 =UR
AL MHEERS - TR E] 2 ARBTG5 H s AH E HARATEE © FEhtb kb - st —%&
B Rl B % BVL B R ik P g R AR 1 R AHRRAHED - (FRZ R B
JNE BhiEfE Y - TR A [F] S e A A (5] I TR e > AH R E R S E R R O
YR EERHEC 25 |

=

FEHEmR S HEETTS g - BT REIE R T B MER TSR =0TE - Eh
R T RS B i LRI R R TS T T SRR R SRS B - SRE
REYNE SR EY > HasZE A B EREACR B = avEE, AR EBR R et
DUT Ryls BVL i &R Y 2 e
1. R EN R R AR B MER B S = 2 i

EIP B NE SR =S v E L E R AR IR - S R B - BT
s B (E =) R iR s ERIE T R N BREFESE - i A\ B[Ol 1% AT R AH
EaROHELEEC - BRI ERERIT T 2 s  BURTEBEF ol 2B T - ki e sl
(A U B Y MERA B B = i 2 i -

2. FEEE RS MBI ST SR 78 0 M S T R AR B -

EHEMGERE - NGHE T a5 A ARG SRS (EREBUT 2 M) -
IMHERERASEERETNEN TR - SUE SRR A 2 TSR S
TRk B EARS IR RATEK - BRI AN G AR ERE L
HUS - (BB E R G ST G B AT 332 - DU 8RR R AR A
OB G ERN GEBR 2 RBITE » AIERBIHE AR - BiE# S EEEH
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Residues of Veterinary
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DEPARTMENT 5
Unit 501

Medicinal Products

General Affairs

* Beta-agonists

* Anthelmintics
* Anticoccidials

Unit 502
EU Reference Laboratory for Residues

* Non-steroidal

antiinflammatory
drugs (NSAID)

Unit 503

NRLs for Pharmacologically Active Residues and GMO

Unit 504
NRLs for Pesticides, PAH and Heavy Metals

Unit 505
Monitoring of Resistance to Antibiotics
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SCHEDULE for TRAINING COURSE

Time Programme
09:00 Arrival, welcome
09:30 —10:00 |Visit of the laboratory facilities (EURL and NRL)
Day 1 10:00 - 12:30 {Introduction into confirmation methods for B-agonists in
muscle and liver
13:30-16:00 |Introduction of validation
Day 2 08:30-15:00 |Sample preparation for B-agonists in muscle
08:30-15:00 |Continuation Sample preparation for B-agonists in muscle
Day 3
Overnight Measurement of samples on XEVO TQS and/or API6500
Dav 4 8:30—15:00 |[Sample preparation for B-agonists in liver
ay
Overnight Measurement of samples on XEVO TQS and/or API6500
9:00-12.30 |Data Evaluation of B-agonist samples
Day 5 # Final Discussion
13.30 Farewell
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EBEZENH-96/23/EC

o 96/23/EC BRAERBY RE M ERPHIRELYEMIZE Y IRENEE
=il
- REEMZIESE " Dir 96 23 EC-ENE REB Y SR (PE).pdf 4
- BERERYERGE EEZERERERHBER - EAEHEMKNRL) -
BE-BEZEDER ERATHERINZEN...
— Each Member State shall designate at least one national reference

laboratory. A given residue or residue group may not be assigned to
more than one national reference laboratory.

— The costs of the investigations and checks referred to in Article 16 shall
be borne by the owner or person having charge of the animals.

— Community reference laboratories (EURL)
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on PDF). To retrieva reports use the search form below.
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e s et h o v vads K the v o b of h v adequate and provide a good
e st actites et e et o technical basis for the official
[ oS R L TR R control of fishery products for
[e—— EU exports and their
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production chain. However, as
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o ity W 70 oy e ovts i the EU rules were noted that
T e weaken the guarantees
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on how EU countries should
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BE2EH-2003/657/EC-1

2003/657/EC BR96/23/ECAOMTT /AT RAER 2 R TE
— 3. Validation

Table 10
Model-independ: and del-depend performance parameters
Validation
Model-independent
performance parameters Model performmidtics
Common performance | Conventional validation approach (3.1.2) | In-house validation approach  (3.1.3)
characteristics (3.1.1)
Specificity Recovery Recovery
Trueness Repeatability Repeatability
Ruggedness: minor changes | Within-laboratory reproducibility ‘Within-laboratory reproducibility
Stability Reproducibility Reproducibility
Decision limit (CCa) Decision limit (CCa)
Detection capability (CCp) Detection capability (CCB)
Calibration curves Calibration curve
Ruggedness: major changes Ruggedness
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FLE#-2003/657/EC-2

3.1.2. Conventional validation procedures
— 3 different batches (Days)

Each batch has 3 different conc. (1, 1.5 and 2 times the minimum
required performance/ the permitted limit)

At least 6 samples for each conc.
Decision Limit (CCa) = Lowest spike level + 2.33* Uncertainty (SD)
Decision Capability (CCP) = CCa + 1.64* Uncertainty

Frequency

DANNE e e st e o b s

cCu  CCp

MRL b

a-error=1%
B-error=5%

Frequency

Figare 3

Permitted Limit (PL)

< with an esablished permited limit

cca cCp

XpL Xs

WFDA Food and brug Adminsiation
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BES2EH-2003/657/EC-3

3.1.3. Validation according to alternative models

Table 14

Possible experimental plan for the above example

Species

Factor 1

Factor 2 Factor 3 Factor 4 Factor 5 Factor 6 Factor 7

Sample No
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" storage storage of  matrix Run Factor level combination
el ol iby condition extracts condition
2 o storage storage of  matrix
Run . frozenand2 , .., Sprecies. opatc 1 condition extracts condition
o1 P B conventional S 2d4°C fresh
Run calf A i frozenand 2 injection fresh
Run o< 15 IS x thawed immediately
0 pig B conventional 25°C d 2d84°C lyophilised
g frozen, - injection >
Run frozenand 2 injection weoA TERE asc immediately SePsed
03 P2 B HERRY x thawed immediately fizshy
Run . frozen, - injection %
o4 DiE B organic 25°C immediately lyophilised Factor level
Run I frozenand 2 injection species calf
05 PE = CoaEae x thawed immediately Ajopliliserl .
p1g
Rmn . L frozen, - injection
g M2 A coavemigmal . immediately T operator A
Rumn ) frozenand? ., . i B
0-;’1 pig A organic x?li::i:d 2d4°C Iyophilised - -
Breeding conventional
Fon . y . frozen, - = :
0g Pg A AN 25°C =4 i organic
Run frozenand 2 imjection o storage condition frozen and 2 x thawed
00 calf B conventional g it Iyophilised )
frozen, -25°C
Run frozen. - injection
jg i CH cotreatial g mmediately 0 storage of extracts 2d4°C
Run frozen and 2 . P injection immediatel
1 calf B ofganic & thaied 28°C lyophilised )] y
- - matrix condition fresh
i [0ZET, -
calf B ofrganic T 2d4°C fresh h
2 : 25°C lyophilised
Run . frozen and 2 o
13 calf A conventional & thaed 244°C fresh Lj & £ iE R O
. . ArpaRzENnERE
14 calf A conventional 25°C = 2d4°C lyophilised 15
2B
MEANS-E5E-
Determination of 3-Agonists in muscle and liver-Compounds-1
BVL TFDA
No. Compound
(for Matrix) Internal Standard Internal Standard
1  Bamethane Salbutamol d9

Brombuterol Brombuterol d9

Carbuterol Carbuterol d9

Cimaterol Cimaterol d7

Clenbuterol Clenbuterol d9
W £ @A B
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Brombuterol d9

Cimaterol d7

Clenbuterol d9




MmEARE-EiR-1

Determination of 3-Agonists in muscle and liver-Compounds-2

BVL TFDA
No. Compound

(for Matrix) Internal Standard Internal Standard
11 Clenisopenterol Clenpenterol d11 Mapenterol d11
13  Clenpenterol Clenpenterol d5 Brombuterol d9
15 Chlorbrombuterol V (muscle) Clenbuterol d9
17 Fenoterol Ractopamin d5 Fenoterol d6

19 Hydroxymethylclenbut V Clenbuterol d9
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Determination of 3-Agonists in muscle and liver-Compounds-3

BVL TFDA
No. Compound

(for Matrix) Internal Standard Internal Standard
21 Labetalol Ractopamin d5
23 Mapenterol Mapenterol d11 Mapenterol d11
25  Orciprenalin Salbutamol d9
27  Pirbuterol Pirbuterol d9
29 Ractopamin Ractopamin d5 Ractopamin d6
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Determination of 3-Agonists in muscle and liver-Compounds-4

BVL TFDA
No. Compound

(for Matrix) Internal Standard Internal Standard
31 Salbutamol Salbutamol d9 \Y Salbutamol d9
33  Sotalol Salbutamol d9
35  Tulobuterol Tulobuterol d9 Tulobuterol d9
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Determination of 3-Agonists in muscle and liver-Sample preparation-1

Muscle Liver

A preCIpltatlon Contrfugation for (pH . 1) .-
Centrifugation for 20min

Solld phase Adjust pHat 6
extraction Centrifugation
Add 200 pl methanol to supernatants

Solid phase AdJust pHat 6 SPE->eluent

extraction Add 100 pl methanol Evaporate to dryness
Centrifugation Dissolve in 200 pl
SPE->eluent HPLC-eluent A / B=95:55
Evaporate to dryness
Dissolve in 200 pl » Muscle->protease

HPLC-eluent A / B=95:55 » Cimaterol, Clenbuterol,

Ractopamin and Zilpaterol °
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Determination of -Agonists in muscle and liver-Sample preparation-2

Sample pre-treatment for R-agonists in different matrices

10 g liver
Extraction
Glucuronidase/Sulfatase

10 g milk
Protease (over night)
Acid precipitation
Defattening

10 g muscle
Protease (over night)
Acid precipitation
Defattening

cutty 0.2 — 0.5 g Hair-
washing 0.05 M HCI in Ethanol
fine grinding using a ball mill
digestion using protease over night

|

LC-MS/MS:
API4000, AP12000, Waters XEVO,
QTOF

wash Ethanol
adjust pH at 6
evaporation
phosphate buffer

10 ml urine
Glucuronidase/Sulfatase
over night

5 g feeding stuff
phospate buffer pH 4.5

0.1 g retina
Protease (over night)
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