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[Abstract] Objective To explore a method to separate and purify conveniently and efficiently
apolipoprotein H from human plasma. Methods We added perchloric acid into human plasma.
Apolipoprotein H was separated and purified by ion exchange chromatography and affinity
chromatography. The purified apolipoprotein H was analyzed by SDS-polyacrylamide gel
electrophoresis, Western blot and BCA kit.  Results We repeated the experiment three times. The
purity of the apolipoprotein H was all over 98%. Western blot demonstrated that anti 8,-Glycoprotein
I monoclonal antibody reacted with the purified apolipoprotein H. We obtained a total of 12. 56 mg
purified apolipoprotein H, average 21 mg/L. Conclusions  This method has good repeatability,
reliability and more convenient and economical than the traditional method.

[Key words] apolipoprotein H; separate; purify; identify

#JJEH H H(apolipoprotein H,apoH) X Fx .- BEBGZE B W 5 2 5 MR 2 A L B 1l 55 A= BRI RE L
B T (B.-Glycoprotein ), & — A& T 326 PR BNUESE s FoAE B B f e Ve L el AR gl ook A+ fef
A G FE TR AR B B AL e — 2R EE . B BE R b VB /INE L CDIC 25505 H 09 21 A AR 0 32
F1 1 F 1961 4F 1 o Schultze 543 B, H 3 1980 FMORMZ % % ML, 2006 4F Luster %2 1 ff
4 Nakaya S5 2 18 B8 (4 41 8006 i 28 1 15 56 11 9% A0 i 98 1Y it A8 ) R I & B . apoH 2 Bt W
EX A NBIEED H, fEZFECHERE R, JIE It 22 % R 0 1A 1 J 22 5 Bl [H - Ccofactor) , i — 25
apoH [ F L4 #4 ALFe kR BRI 2 B2 WEFE$E 7~ 3% BT AR 19 4 A A5 /2 apoH 1§ Domain2,

TR ROR 7 O S BRI 4 30 H (034119901)

LCorresponding author E-mail:yihongsun@ medmail. com. cn




62

HHAWEFBD 2009 41 H.3601)

T AL S BT 8 R T 22 S R P e BE LR I S P, 1
e 2 A LI P 23 8 R 2B A apoH, FATTHR
R T — Pl o BT HL 2257 1E AT Y apoH 73 B 44k
Tk - apoH 5l AR 1 A1 & IF 5 L KB L 4t
A P e ot L 1) SR A T ) B T S A A

BB A T ik

B ONUKVR I3y 52 B4 B o s B
4t it ., DEAE-Sepharose Fast Flow, SP-Sepharose
Fast Flow 1§ i GE /A #]. Rec-Protein A Sepharose
4B, Rec-Protein G Sepharose 4B Wl H Zymed A &), &
a8 G g4 T4 10 000 g B WA T, 70% 8 &
B A i E 2558 E . /NPT B.-Glycoprotein [HL
JEREHCHRI @ MILLIPORE /3], HRP #7214t
/NER IgG Hi R B Zymed /3 #], Western blot fk 2%
RMIRFN & B GE A w] . BSOS 5 Bt 2, % H
S R-250 W B Fluka 28 w\] . BCA 8 1 it 52
WAl &l A ® e R e A RS A,
ImageMaster VDS 4% 93 {% & Pharmacia 2 &) 7= 5 o
Tris itk 119326 HAR R o [ 7 o3 e i, ali Al i
A2 PR S5 A 4R H (maltose-binding protein, MBP) i1 &
H R 0r Tt # o = H

mFFHALE  200mL VKK MK 4 CHEM. S %
SCHRSY R R A 70% B AR 4. 56mL F i
PR AR E N 1.57% (V/V), #HHE 15
min J5§ 10 000 g F#E B0 45 min, FETRE. BiF
AR A E pH £ 7.0 F & F IEZR PR
[ ( Working Buffer, WB), 10mmol/L Tris, 50
mmol/L NaCl,pH 8. 0 | & #Hrid k.

NSE 544k ¥ 250mL DEAE-Sepharose 4,
%4 (3.0 em X 50 em) 5 50mL SP-Sepharose %
H(1. 6 em X 25 em) HREE 5 A5 HERIA ) WB P
i . 22 WAL B Y I R AK UG 1 DEAE-Sepharose
45 F1 SP-Sepharose @i 4L, A 250mlL WB pp ik
Ji ¥ & DEAE-Sepharose ff, & £, 4k £& #p 3k SP-
Sepharose i % H: B & H:4k . {F SP-Sepharose {f,ji%
)R U B P A 19 10 mL Protein A
Sepharose & 3 £ (1. 0 cm X 15 em) Fl 10mL
Protein G Sepharose 3%+ (1.0 cm X 15 cm) , &
Wiyt WB iy NaCl ¥ B 2E 17 By B e B » Wk i
d1 NaCl ¥ E 43528~ 200 mmol/L.250 mmol/L.300
mmol/L.350 mmol/L F 400 mmol/L. k£ & {
g (%) 7= ity 6 18 VA 4 I L SDS-58 P s 358 IS HL 9k (SDS-
PAGE) fil Western blot 285, 24 NaCl i€ RN &
350 mmol/L 3R 45— 5 1 FE i U i s (Pl 1) 5 3%

W P4 58 0 7 i 48 )i B Y S8 SE UE S N apoHL,
R R AR 4 CHEE N ML EE 3K,
MR TSN AR A 0,22 pm TG
TERNE T RS BT - 80 CHREAF. @ik iy T4
TR S B S UL

147
12}
1.0}
08
0.6 -
04+
02 r

0

Dago

10 20 30 40 50 60 70 80
Elution volume / mL
B 1 #HEEH H KR
Fig 1 Elution diagram of apolipoprotein H
Elution buffer 10 mmol/L Tris, 350 mmol/L NaCl, pH 8. 0
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Fig 2 Reducing SDS-PAGE identification
of apolipoprotein H
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Fig 3 Molecular weight determination of apolipoprotein H

The arrow indicates the relative position
of the apolipoprotein H in the gel
EAMRENE 3 kaifbdt L3 600 mL,
B 200 mL, 43 345 apoH 4. 43 mg.6. 74 mg
1,39 mg, HAKHEILE 1.
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Tab 1 Concentration and quantity of

purified apolipoprotein H

Parameters Sample 1 Sample 2 Sample 3
Concentration X 5( pg/mlL) 1428.7 1751.1 386.55
Volume(mL) 3.1 3.85 3.6
Quantity(mg) 4.43 6.74 1.39
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Fig 4 Investgation of apolipoprotein H by Western blot
Lane A. Purification apoH for the first time; Lane B:
Purification apoH for the second time; Lane C:Purification apoH for

the third time; Lane D: MBP(negative control protein)
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