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 E:He.EET 5-M5 ABEd A AR AR 69 RP-HPLC M 7 &, 7 & : R JA Brava BDS
Cys #£(250mmx4.6mm, 5um), % 30 48 A F B2 -0.02% & 85 K% % , ik A 0.8 mL-min™, 5-LOX #) &
=4 LTB, #= 5-HETE &34 7% % %3] 4 275nm #= 235nm, %X : LTB, ## 5-HETE % %|.& 2.0~50.0
g -mLt(r = 0.9999)#= 5.0~125.0png -mL*(r = 1.0000) & B W Z R IF M EME X 2 ;DK FEH A A
100.0%#= 97.7%(RSD 4 #1 4 1.1%#= 1.5% ); B A . B ¥ #5 % & & RSD % #1 4 0.7%,1.1%%= 0.3%,
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XA Sk AEEE LTB,
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PUAE 1 1) 245t 20 T R IS B e SR G E A
PR AE G T 2545 3508 o0 4 LAk 24 540 4 T 25
YIRS HEISE FE RIS . ARSI 5-RE A
it (5-Lipoxygense ,5-LOX) i 12 A F, B 5% W 25 7E Bt
Sk L 857, 5-LOX 1 7 i e AR, A 24 B
Ak AW e o T A 5 T B 5-LOX i 551) ki HA:
B, PR TR 1 i — 2P K o 5-LOX 3R AR RAE L
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AT BEE T S o

—. UEFE5RH
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J7) s MH=-1 RIS R e (VT 900 ) AR DR 2
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F] )5 QL-901 i ik ¥ v (VLRI ) BRAN 2R T )
DeLta320pH #8/~ 31 ( MR -FC R 24 FRA ] ) 5
SZM F124 #Hilyk#Hl ( HAS SANYO HL /23w ) ; Agilent-
8453 A WA BT (R E LRI A ] );
TR nRERS (1% Eppendoff 23w ) ; MLS-3780 H 3l
K (HA SANYO HLA A ] ) ; Biofuge R i i 25
L5 E Heraeus 2] ) o

2.1 %

AN (3E[E Sigma 2 F]),LTB, (£ [E Sigma
A ),5-HETE (£ [H Sigma 2 ), 58 131k
A23187 (3£ [ Sigma /A Fl ), f64 TU 4% R (36 [ Sigma
oA, A AR E B, (35 [E Sigma 23w ), HEE (3%
4l , Je [ Caledon 23] ), Z Mg (A4l , 92 [# Caledon
NE) SR, AR T ) Ak (o Hr At
AT, R OBRCArHr s, A T ).

—.AEEER

1. A RERE

I3 BIKE B FREL LTB, A1 5-HETE X B8 b d &,
PRS2 5 £ O i g LTB, W& BE &y 0.10mg -mL~* 1 5-
HETE #¢)¥ >} 0.25mg-mL™ B9TR A bR S i 45 Tk o

2. MR R A&

F 2% PR PGB, Xif Bt it 1 o, FH FF s A o ol B
He ik 0.20mg - mL (8 N ARV R -

3. B IE R &

Wistar K BERREF S, T HIE 3T 1% 57 X2
Ji& 0.3mL, 4h JE b K BTk b 5 , B A ik Js , Wi e
W i U, A AmL Tris 2 A, 23 4 IVeHa g
G I B s e . £ 1000rpm - (4°C) 1
ZF FESL 10min, UUIEANNG A 1640 B F TR 7Y,
PREE AN M & 1.1%x207 4> -mL,

B 40 B B 0.9mL(1.1x107 A4~ -mL™Y) , fin 24 8§
), 37°CIRIFE 10min . AR B TT 5145 : 5 pl
e Ky Lpumol - Lt fY Ca?*, 5l ¥ BEh Tumol - Lt AY
Mg?*, 5l ¥ BE 2 Smol - Lt F64E PUMS R , Sl Mk B Ny
40pmol - Lt 5 2§ 120 A& A23187 TR AT, 4k 2L i ¥
30min J& , v BRI RL RN TN 2mL JC/K SRR B O
ZE N, SRR 2min, ITA 20g - mL™ B N bR
PGB,10uL

Tia) Y0k 67 I 1) 2 s W P I A BLZE 7K 10.5mL (i
C S B [ 15% ) , T 5000rpm 0> 10min, i
W 1mol - L ERE2 I 15 pH 2 3.0 J5 , i Sep-Pak

AHFEBUNE . R 15% 2 T 20mL  ALZE 7K 20mL .
A1k 10mL F1Z R 2.1 10mL $ekE, WdE 2R 21
BB, AE R IR 2555 . AR 100pL
e, B 10pl HERE .

4, &g 50

{6,3% 4% : Grace Brava BDS-Cy, #1:(4.6mmx250mm,
5m) ; i sl « B EE-0.0298 B2 /K 7578, 156 e (0~
5min, LKy 77.8:22.2 ;5~8min M H 77.8:22.2 i %
85:15;8~18min, HL 5] 4 85:15), i3 470.8mL - min*,
K 31 K 24 235nm F1 275nm, A 30°C, #ERE AR
g 10ul. FEMAMET , B IEARRUE LTB, 15 A
T+ 8000, 3 F i 43 15 AH QI U 22 (8] 43 2§ BE YK T 1.5,
BRI e A e T . A5 R ILE 1.

5. AREM &5 &M X A

o e O B A % 257 0.20.,0.30.,0.50,2.0.,3.0.,
5.0mL, 435l EF 10mL I, A AR R
1.0mL, F FH PsEm B 28 0, 50 o 43| BB 3R ifE 2R 471
TRATRI 10l HEFE, 76 Bl gk 2 RO , W i
FCAE (y )X e B () AT 46 [l U, #5 LTB, A1 5-HETE
B4 1B A 5 253900 - y=6.470x+1.923 (r=0.9999) Fl y=
13.58x+10.64(r=1.0000) ., LTB, 1 5-HETE fyZEIL
4334 2.0~50.0pg - mL™ 1 5.0~125.0pg - mLL,

6. #5 % LK

B[R] — e X RE S IS, FE B i A5 T %
SEERE 6 YK, 1A LTB, #1 5-HETE & &) RSD 435
0.1 %F1 0.9 %, 455 ISR % 8 AT o

7. £ HiXE

e Pt S R A TR A8 T R 4% 6 1
B SRR, 7 DR A S T ERE 3 AT, LTB, Al
5-HETE % #t i RSD 4354 0.5%7F1 0.7%, B Jy ik
HE MR

8. AT X

IR i Vs VR e R R B, e T 0.1.2 .4,
8.24h JEkESrHr, LTB, Al 5-HETE & & RSD 435K
0.7%7H1 1.1%, FBH A I e 24h NERAE .

9. ELKC R XIS

e At VR R ) S IR BT U i, B Wis—
tar KE S MERREE I 7, [A) 454, 25 1mol - L 31
FRIH T PH 2= 3.07, WRHRHI & 4 i ik 0.5mL, i
A LTB, #1 5-HETE ¥ /. il Sep-Pak [l #H
FBUNMEJE MR 15% 201 20mL XL 7% 7K 20mL .
A7k 10mL FIZ AR Z Tk 10mL PEAY, UdE 2R 21K
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TR, PRI IR B 29 50 o Ak T 100l i
BEff, B 10pL 78 BiR Ak S T R . TR
LTB, 1 5-HETE {F-X A IR |, 73514 100.0%
F197.7%(RSD 43514 1.1%,1.5% ).,

10. A 2

Fiz A3 A I VRO A IR B R O vk T AR
AV, TE R EGE S 3EAT HPLC 43 #r, DS
LTB, Ml 5-HETE B9 ¥ B 4 %l & 3.41pg -mL~* Fl
10.8pg-mL,
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B 1 xRam(A B).#m(C, D)RAMER(E FRIEE
1. #7518 B,; 2. LTB,; 3. 5-HETE

1. Bt f24RAL

LTB, Fil 5-HETE J& 4 AE 4i Jfl 1Y) 5-LOX F= 9, ik
ARG T S A A TE M RAE AN L, A Ca?r,
Mg? . 6 A DU TR A8 5 - 2844 A23187 Xof 4 it i 1
HEATI5 R, {6 200 f = 40 34 5 ) PR (1R 4 B AR o)
R = A T SR A, AT S B H: v RO A £
e RTINS U NTIE 7/ S g TR ARG BY S VES [ TN
REAR AR , RE B AT 200 B T X P £ 2] 5-LOX 11
5], 4 e i 24 i A2 B 1]

2. &3k SR

SRR BE VR B SGp vk (43 51k LTB, Al 5-
HETE e KWz ) XF LTB, #1 5-HETE #4717
FE AL T WA I R A5 B 5 A I A L )
Brisk )46 %6 7 16min 22 N, AR R B b2 5 T 850%

3. AFARM LT

R TR A5, 5 T HEE-OK (L -K
FH T2 - 6 i K R0 2 1 - TR /K 7 T 1 A Sk 9 8 A %
Sy B sE R R 2R B R - W R K AR R R
it P v e g U ) B A RTINS T 357 R A s P PR I - iy
R KV AR 72, SCHLAE T Y - 0.02Y% il iR /K 1 Y -
0.5%A R K S AR Z , 25 S 3R HH H i -0.02% i i 7K
TR R AT

4. BEA Lo o 25 84 A

FIFH 23 M Al 2405 B TIE 24 SE 56 3E 52 1 i a7 A
R AT SE P AR e, D0 IR AT W A
R I (R S A T e VA ) R A R RS R N A
AW, TRRESE R SR IIN 45 SR 25 A
K, UEBHTF AL A DTS P e R 45 A R
AIEEP A RAR S YA AT B ik 45 Rk
AR T AR 2 BAT ] 5-LOX 6 E, HiERME
YR A WKW REEA RikiEN, XWAA R
T PR T — e UK, W] 29 B[], 2 Ak

m, & it

FEENT. 5-LOX 77 i 3 A U X T A Hp 24 LA AL
B WD i 5-LOX R AT B B0 L AT
R R SR T SR B 28 BT ORI AR
Or AR BRI AR S B R T B X4
RFBLZIC S &0 h 258 25 T LR G I
SLBE TR, [ R 2 B R E—E I S
xR

T HP 28 37 24 WF 5T 4 S 300 9 B 245 0 i o 4
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A, AT RAG 2 R AL A IR A0 R A i B, AT
P RIS LA PR g, e 24558 25 9 Sl
JEE N4 0 24 ) e B o . AR SCHE ST 25 W T e R AN
AT T 2 ik p ik, BT HFE R 2
GRS ST, B AT B B o 24 1 R AL, SURT S 3R
AFRICT 2 AR R A b 2 b i RS S 1), AT
v B 24 1T A0 TR
AR 5-LOX J11 il 351 7 16 55 AU % H A7 5-
LOX 417 1 356 14 1y w245 16 P o0 R U AT T R B
oy, TR L A B R BRI, H LT
MR FERR I TIB S, R BT A R T RETEAR K. X
FA B HAE IR GRS A B SR DN, SR IBURH R 1 45 7t
HEATANR . I I A FE A AR EE T L 5-LOX il 771 i
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Determination of LTB, and 5-HETE in Leukocytes by RP-HPLC
Lin Jingrui, Chen Xiaohui, Bi Kaishun
(School of Pharmacy, Shenyang Pharmaceutical University, Shenyang 110016, China)
Wang Lingzhi, Qiao Yanjiang
(Research Center of TCM-information Engineering, Beijing University of Chinese Medicine, Beijing 100102, China)

Abstract: This study aimed to develop an efficient RP-HPLC method for determination of 5-lipoxygenase (5-LOX)
inhibitory activity. The content of LTB, and 5-HETE, the main products of the 5-LOX metabolism pathway of arachi-
donic acid, was determined by the RP-HPLC method. The RP-HPLC was performed on a Brava BDS C;; column
(250mmx4.6mm, 5pm) using a mobile phase consisting of 0.02% acetic acid solution-methanol at 30 °C with the flow
rate of 0.8mL-min™ and detection wavelength at 235nm and 275nm. As a result, the calibration curve was linear in
the range of 2.0~50.0 pg-mL™ (r = 0.9999) for determination of LTB,, and 5.0~125.0pg-mL™* (r=1.0000) for determi-
nation of 5-HETE. The average recoveries of LTB, and 5-HETE were 100.0% (RSD=1.1%) and 97.7% (RSD=1.5%),
respectively. The intra-day and inter-day RSDs were 0.7%, 1.1% and 0.3%, 1.3%. Being sensitive, accurate and reli-
able with good reproducibility, this method is available for the screening of new anti-inflammatory active components
of Chinese medicine.

Keywords: RP-HPLC; LTB,; 5-HETE; 5-LOX
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