LMEE R FRNo.22 1 157 ~166 ( 1986 ) 157

J& F| 2 RCRAR G AT B 96 L
SR E RIS
BEA HEsE BB
Eb S E A AR R

BEATAESE - a3t Dl B i S R 8k > BRI EBE ( Pyrimethamine) o #A
AR TR A8 26 B Menthanol : Pic B 8{ 60 : 40) E##H » ¢ - Bondapak C18 B
FE R E 280 nmEABRIFZARNE - RIEERTEGET - 88K 1 ppm» 2.5ppm » 5
ppm » 7.5 ppm~ 10 ppm® FEN FNRER B EE 5 R I 2R EME - 58 T 8
MEIRE 2.3 % » B 97.7 %0 BRESHRFZEHRIT -

FBW MBS - e - FRTE N RELH o KR IR ERE Acetonitrile £
B n-Hexane LHEEERAS A4 TEEH - BEBSEP-PAK C18 Cartridge » b R
SRR S M E SRR o EARAN D LAIERE 0,5 ppm B 2 ppm ZEIHEH 5 F
B10%K60% ANRAHERR ZBERDFARRE 20 0g -

ISR ( Pyrimethamine ) B S e ( Leucocytozoonosis in chick )Z
e EE (2. s NEEREE - XREEBMBARE - B A6 T A R sz s - 2 R iRz
W o ARGRARELNALRE LBUITEG EE o TR o EEMERLENRER
s + JEFI SRR 32 R AT - TIAENT 104F 2R BRI AT & ( High Performance Liquid
Chromatography ) & S48/ ¥ ( Gas Chromatography ) EREESR MEREENMRA R
BT R - B MRS ETRRE AN ( E.C.D ) 552 BT R R R 2 T
Eo

DHREER Y BUTTEREME « ¥ - AR KR BARR K ~ Mk~ [ ~ By - B ET
S EE (207000020 BRERR S HTEER FR AT 2 S MA AT 1 BE b T RE & 38 A [
EHTEWEAS MBS ESEENE o

ERsFEERRE—ERASEEOLEY S — R4 R B TR0 WA BT #E ( Pairing  ion
chromatography Y RAEEE TR ( Tron suppression chromatography ) &i# &
PR S o o ABMERE ARELSE S MRE HarrisSFBENTE » LM BHRZ

| ¥ 8| Ak

SR BN

Waters, Model 6000A B IHEZ %40 » Model 440 uv {50 280 nm & 254 nm > HR
B UsKE§%#E Data Module 54525 o

S - dE 280nm » HiE 1 ml /min o RSEEHE K 0.5 cm / min SR 20 1o
S¥NEES ( Spectrophotometer ) !

Hitach Model 200 - 20 BModel 056-1001 %% o £ 120 nm/ min » FRIRA
SR 60 mm/min , Range 10 mv o
HHEEE .

¢-Bondapak C,, ( Waters ) 10 pmXx 25 emX 3.9 mm s B4 Guard- PAK g
Bondapak C ,, Z B BRERE -

LRERE HERRKR
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MeOH @ picBg8 ( 60 : 40 ) » LL0.45 i BUEE LB T RA LR -

FEW

l.Acetonitrile o
2. Acctonitrile ff1i@# > n - Hexane o
3.Menthanol o
4.15 % Acetonitrile o
5. Acetonitrile ; Water ; Acetic acid ( 30 0 70 : 2 } o
1 % 30 cmBaBEBE » —ME/) E 4 mmAFET70 ~ 230 mesh , basic z Alumna o
SEP PAK C,, Cartridge ( Waters ) »
LAFIEERER :
EELFIEE RN BEET - ( HEFERKESBYBERBRENR ) BRMeOH
IRBERL 1000 p#g / ml o
2RHEERERER
LA R I SR F R B ~ 255~ T.5R10 g / ml ©

BEhHE

1. Acetonitrile : Water : Acetic acid o
5. MeOH : phosphate buffer ( PH7.5 ) o
3MeOH ; PicB§ -

B

SR FIEE R ER RN 5 &k o M EMRE K HR HEEREEL AR 2.5% 0 X

YEERE R R AR R » LIERER 2K -
HRESEY AL B K Wi B

R 2 i 78 ( R4 Pyrimethamine ) 4 5|#tn 0.5 ppm & 2 ppm © LUFFI=&5RE R

Z 0 WEFH MY LIS R MO AR o
R FR AR A T -

1.

Feed 10g (28 0.5 Ppm FH 208 )
I— 100 ml MeOH, Shake 0 min
—&
B ¥
F—45°C R AR
B
—10ml 0.1 M Hel + 10 m] Hexane ¥ ( E8 2 ¥k )
L 5ml 0.1 M Hel B REE
SHRIERO
|— Shake 1 min RMBAS R+ | OOz Hexane £L5ml 0.1 M Hel #i
PR ]
—Hexane 15 ml Shake
— REEASERL®
SFERES®
L _CHCI, #%
L fn5ml 1M NaQOH
—LICHGL, 15 ml 3 & IR
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O OB

— 45 °C JBE 762
B OB

—LIMeOHEH - i Alumina Column # 7&K
B W
——LiMobil phase g8 ( 5 ppm)
~—:1 0.45 p 7 membrane filter
HPLC

2

&k 10 g
| Acetonitrile 50 ml
L Shake 30 min
|——#4 15 min ( 3000 rpm )
+ F O
| —F# Acetonitri le #if1Z n -Hexane 3%
— 45 °C PR IRED
B B
—MeOH %#
- — @i Alumina column
—i&
[
L0 15 %Z.K5 5 m] B
__ @R SEP—PAK G, Cartridge
L |l Acetonitrile : H,O: Acetic acid ( 30 : 70 : 2 ) wR10ml FHH
—— A
I

—Mobil phase g% ( 5 ppm )
HPLC

3.

Feed 10g
5 % Isobutanul benzene 60 ml Shake 15’
| —s&. (%M ¢ 3000 rpm ) 15° (W2 %)
ERESE
| fEmAE ( 45°C ) 5ml
L ESWESL 5ml 0.5N Hel it 2%
BEREAR
jo—Ll Benzene 10 ml #H—&
L— 0.5 N-NaOH &= f
——#n 0.2 Mg # 8% 5 ml
L L1 59 Isobutano]l benzene 15 ml fhill 2 &
Isobutanol benzene #£ 4 ¥
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=L 1 ppm~ 2.5 ppm~ 5 ppm~ 7.5 ppm~ 10 ppm EEREFEEBFREBER (255
D BFRESHREEEBESAHEERE< 2.3%  BREE< 7.7 % BrEES AR eH
B - BENBXE ERE . BB RE ( r=0.9996 ) » 1 ~ 10 ppm 2[5 EENK
B (BEAHEFHER ) o

R RRAREZ LHFEREERERE  HRERBER

Area —
conc 1 2 3 4 5 X SD (C.V|EH#E

1 ppm| 138070| 135137 135317| 141957} 136694| 137435 2191.412 %98 %

2.5 ppm| 321497| 333623| 338869 332572| 342349 333782 7932 |2.3%la7.7%

5 ppm| 673056| 674799| 689635 668567| 678107 676832.8| 7941 1.2%|98.8 %

7.5 ppm|1052500| 1051615| 1070534| 1066110 1076495| 1063450.8( 11038.6|1 93 9

10  Ppm|1408045|1413108| 1438567| 1447449( 1472875| 1436008.8| 26471 |1 g

R
(=]
»
[p]
38

r =0.5996 Yy =0.171 + 0.0000069 x

0.02 AuFs WHEM MR/ B

=EBAR LSRR R R BT AHPLC ki =RHk @it (2%5E—) -
H 3G EELNFIBERZ AR ( 7.30 ~ 7.80 ) H—{HEREFE - SUEERR - £
7 1 B S R B S B B (O R BRI B B M MRS R o (BEE )R 2
AT 6,90 PR E—DEREHE  OENDHNEEIREEZ SHRE 1 0 BTHE
» IR A5 2 Wi A v i al e A B o

INJECT . INJECT IRJECY

E— ~ £t LR 1. 2. 3. B 2 RE AT R
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INJECT INJECT
3 i 113 2.99
{ E
g P32 e e 7265
B MFIESRIERRNETE. B EhnAF %% B2 SARLUR R 1.
AR BEE o
IHJECT _ INOECT
_.':_,, 3.56,
,...-': "‘3 : _gj'a;;},:_——s.?:g.%_:;: =3 - N
P X N %
' |
]
‘ |
{

= \ B AU EINRR B2 FIEE RS NE o £ ¢ 0.5 ppm AR 1 2 ppm
3t LR 288 -

e RSB &SR > 00 0.5 ppm. & 2 ppm ZEBRT 70 R 60 % ) MEEERER 165 %
v 6.8 %o ATE O HEMMENLZHEM ETRRE 15~30 % ZH( i fo] 7 48 2
BME ) %&*EﬁZQ@EE“%?ﬁﬁZﬁW °

=~ f5 A9 0.5 ppm B 2 ppm Z A% S R GEIRERA R

fAkz g w H E [B] 5 0 - AR e
0.5 ppm
NO1 0.3 ppm 70 £ 16.5 %
NO 2 0.4 ppm
NO3 0.3 ppm
NO 4 0.4 ppm
2ppm
NO1 1.2 ppm 60 + 6.8%
NO2 1.1 ppm
NO3J 1.3 ppm
NO 4 1.2 ppm
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it #

Hi#g g 254 nmE 280 nm Z Rt ( 2% B ) » B8 254 nmZ FEHER % » SRE
ARETIFZ 254 nmE 232 nmPBERBH( BEH)

INJECT

BE SAXER2REERE

LAAcetonitrile: Water : Acetic acid S8 E#Rs » BE¥ Acetonitrilefk > KRy
BER MR R - ARER - BRI E® (£ ) o KEHEBFTES .10 BEIE
B » BTG 2 A HTeit B YT 2 2R IR G HEFIHEEZRIR AR - BTH
RIERS RSB ( 30 % » 50 % » 80 %) EHH » BILFIFS RS BUEN ( B ) » 25
wEEN DFAEEREZERDEEREZE AR E 5 Do T mBEEA S e BT
B 7115 2 e 70 8 B 9 S AR T B4 EMEFEREIBEANEEEBRE NS mRE &
Vi WEBMENERERS

HEg =R (B —) » LS EEE ( FTEEERL ) » (B SR 2R A s HE
MR E3%538 100 o HEWTTHETE LS M BT AR A FI 2 R SR M B R S5 S » T O
ST A o TR o R ARER SR A ERiEE -

FoENRBEHRFN I ARESE (E) » BHEEKERTEMERTF (F=) » R AKE
Fik e



164 BERAEERTAYEE T AR EERS ST

200 50 %
n#

200

B a0
200 _ 30 %
0
nm L %ag-

B [lAcetonitrile: H,, : Acetic acid EEEH» =@ERF Acetonitrile & S FIE %
ERENEE

]

e B JIREENEE 0 » JE (%M 2 ppm~ 10 pPm ) ZElREE 0% L{ET
M EkERAE 70 %( 0.5 ppm ) ~ 60 % ( 2 ppm YA EREAGAR P TEDESE S » %
Amwﬂuhm&ﬁm%ﬂiﬁEéiﬁ$ﬁm’EﬁﬂigﬁﬁmﬁZEE%%ﬁ&zmo

= a
FRB A H AR ESB RS B A T2 HEH TN FINEER &~ EEAERL

R EHEERED R AN  ERBE 2B o AR - BFE R DABEBRET -
ZyMlE 3 2 B 5T BRI In LR EEEIRL 0 BRI fHRER o

2 & X K

LE 33, « A RARRE 5T o

2EE ARAFE Vol 24, NOSHEERB s/ w= s/ 774 1T+ 2B AMPERAEROR
R Ik o

3Hix % BARGE Vol 24, NO|BEKEs n=} 75 7 41T ARARFEMP Y X2
I DER

A G EE Y (E R REE o 1985. fTBBEREE o

5.Cox, G,B. and Sugden, K. Analyst 1977. 102 : 29-34 o Determination of Pyri-
methamine, Ethopabate and Sulfaquinoxaline in poultry Feeding stuffs
by High-Performance Liquid Chromatography using a Weak cation-

exchange column packing o
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6. Feed additive compendium. 1883, The Miller publishing company, Virginia,
U.S.A o

7. Jones, G.R. P.R. Pyle and B.C Weatherley. Journal of Chromatography, 224
( 1981 ) 492 ~ 495 measurement of Pyrimethamine in human plasma by
Gas Liquid Chromatography o

8 ] .R. Harris. P.G. Baker and J. W Munday , Analyst, Vol, 102 November 1977
Improved method for the determination of Pyrimethamine in poultry
and rabbit feeding stuffs by Gas-Liquid Chromatography ©

9. Journal of Chromatography, 156 ¢ 1978 ) 181-187 ¢

10, Journal of Chromatography, 305 ( 1984 ) 502-507 ° §timul tane ous measurc-
ment of Sulfadoxine N, - acetyl Sulfadoxine and Pyrimethamine in hu-
man plasma o

11. Journal of Chromatography, 306 ( 1984 ) 388-393 ¢ Rapid Gas Chromatogra-
phy determination of Pyrimethamine in human plasma and urine °

2M.D. Coleman G Edwarde and G. W. Mihaly Journal of Chromatography. 308
( 1984 ) 363-369, High performance Liquid Chromatography ~ method
for the determination of Pyrimethamine and its 3-N-oxide metabolite
in biological fluids o

13 Pamela Girgis -Takla and pandurang, Shirsat J. Assoc publ Analysts 1977, 15,
135- 140 o The determination of Dapsone and Pyrimethamine in tablets
by High-pressure Liquid Chromatography o

14Waters 1985 1.C school o Taipel Taiwan °
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The Analysis of Pyrimethamine in Fed by High Performance Liquid
Chromatography

M.Y. Kuo, S5.Y. Lin and C.S. Chen

Taiwan Provincial Research Institute for Amimal Health.

In view of routine work, we search for the high performance
liquid chromatographic methed to detect pyrimethamine in feed. It can
obtain giid resolution by ion pair reverse phase chromatography using
methanol: Pic By (60:40 1 as mobile phase, gz-bondapak C18 as
chromatographic column and 280 nm as detection wavelength. Under
these conditions, it shows good linear effect between five standard
concentrations ( 1, 2.5, 5, 7.5, and 10 ppm ) and absorption intensity.
In addition, its relative standard error of peak area is below 2.3% and
the reproducibity is 97.7%. All of these results reveal the system
stability is very well.

We use three clean-up methods to compare their complexity and
select one which obtains the least interference peak. The principle of
the clean-up method is that the feed is extracted by acetonitrile,
defatted by n-hexane and past through alumina column and Sep—Pak
Ci8 cartridge. The recovery test is done by ion pair reverse phase
chromatography as mentioned above. The recovery of feeds are 70%
and 60% individually when spike 0.5 and 2.0 ppm pyrimethamine. The

detection limit is 20 ng in this experiment,

Taiwan Provincial Research institute for Animal Health.



