FTREF 2014554 A% A3 5% 104 1221

W% - BRI
5 HBV preS1 #MHEXWHARZHEAFR

IpEWH wmL.E L'.E X.pEn's
(1. ¥ MMEFRESFABFRE,F N 550009;2. W KFEBE _ERAEFET S, W) R 610041)

# E:BH AR (HepG2) & f st £ T A A X & 4 (HBV) AT S1 K (preS1) #5 £ &% 6 #4749 B A= JR #% 247,
FHE HBV #MARR G HF IR, FiE RARBE#kES &5 preSl s 4 469 HepG2 & & il it + =k A s Bt 44-3 & %
Bt M kB 7k (SDS-PAGE) 4 % 4 6% & , e I B #9 & it 47 LCMS/MS i 5 A R B e k. 85R  HepG2 a5 preSl
£oEk g, 8iE SDSPAGE Wik B 7 16 £ ., HepG2 5 preS1 £ 6% a4 B ELHEIF 6 £F . ko rd 14
FEG, G REIMOEOIZRAEYRER WRESHF LRARE LAERAT AL ERMMLGES .,

KR A K RmE, TR LEAR; TR K REFN S R 248 B AT Zaak 78

doi:10. 3969/j. issn. 1671-8348. 2014. 10. 024 Xk PRIRAD : A XERS1671-8348(2014)10-1221-03

Research on cellular receptors associated with HBV preS1 adhesion”
Wang Lianghong',Yang Li*,Pan Wei' ,Li Xing',Yang Guozhen'”

(1. College of Medical Laboratory Science ,Guiyang Medical College ,Guiyang ,Guizhou 550009 ,China;2. Department o f
Reproductive Medical Center sWest China Second Hospital of Sichuan University ,Chengdu,Sichuan 610041,China)
Abstract: Objective To seek the specific receptors associated with hepatitis B virus(HBV) adhesion by separating the binding
protein of the HBV preSl1 region in HepG2 and performing the mass spectrometry. Methods The immunomagnetic bead method
was adopted to separate HepG2 membrane protein combined with preS1 peptide fragment and the binding protein was separated by
the sodium dodecyl sulfate polyacrylamide gel electrophoresis(SDS-PAGE) , then the destination strips was analyzed by LC-MS/MS
mass spectrometry and retrieved by the database. Results 16 bands were separated from HepG2 membrane proteins combined with
preS1 by SDS-PAGE; 14 kinds of proteins were identified from 6 bands with better repeatability separated from HepG2 membrane
proteins combined with preS1. Conclusion Protein analyzed by the mass spectrometry is mainly related with the material transport,

cellular signal transduction,antigen presentation,immune regulation and energy metabolism.
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Z NI 45 9% 2% (hepatitis B virus, HBV) % & f& 2% A 3 filt
JE LRI A 35 FF B 46 75 25 1 4 12 1 2 30T 8 (chronic hep-
atitis B, CHB) (974 J7 8RS 143 #LAE , 25 40 K g A5 4t BH 1k
HBYV 1E 41 4 1) 52 ) Fn ik e . HBV JE Y RLIY] L 955 8 5 40 i
AR ELAE P ML I AS 35 A8 3 0] 25 20 25 W G B SR T
TR . HBV 3@ o MR 5 T 4 MR8 L1 R 57 52 M A0
LA BT A T SR S LB R B R HBY
TR IE T CHAME RSO MR N —. KRR R,
HBV [ preS1 REBEAN EHS 5 THE S MM E5 & .1 B
FLAE R A 2 S e R T A0 L R A0 M 32 M IR B s A
preSL [ 21~47 F AT AR LI BT 41 (HepG2) Ky
SLE R G R B RE TR IL A B 5 preSL KB Z A& W Z A&
FEL R BLYS HBY BRI ARSE M Z R E A, i HBV &
e L 55 0 oA LV R AL 0O B ST AT R
1 #R5FE
1.1 #4004k HepG2 40 A h FERL 2 e 40 i 2 . it
R AW EFRIC preS1 KB A TR H R AW A A BEHEME
I R B ) B AT A R B A BR 2 W AN A -4 T - A
i ] 5 3 R0 ) 1 R SR R B R A B A
1.2 Kk
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1.2.1 4ufEiss A& 102606 4 i« 0Uht (5 8 % 100 U/
mL, 452 100 mg/mL) [y DEME & it 323, F 5% CO, .
37 CHEEIEFE HepG2 4}y,

1.2.2 ZHARMEEE (R8I R 2 2X107 A 41 L A 4%
V200 UL A% - 200 L - 200 L A ) s 3700 8 1 10 P A3 R AT B
1.2.3  HIEfEBRIL T8 5 preSI S IAEH W2 mg &
H[E 300 pL A2 ¥ K FRIC I preSl, it PBS £ 1 mL,4 ClFH T
. WHBCH G AR EE R 0. 15 g/L Bk 25 5% A E 4710 7% 2k
300 pL.#ME PBS = 1200 x1.,37 CHEKMFE 30 min, ¥ Epp
AR ARG W R A A R 4 AR5 F PBS B W 2R VE % 3
W70 PBS A BRI 30 pL ¥KIA 30 min, $f 5 preS1 4545 1)
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2.1 HepG2 H I [ 5 preSI 454 H H A4 B 45 R

2 mg HepG2 B 5 300 pg M preSl 454 . 4 300 pl 8 5
FMBAMCHE RS G E M ik SDSPAGE p & i T
16 617 (& 1), (45~97) X 10° W& 9 47, >97 X10° iy A 5
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2.2 HepG2 4 HE 5 preSl 45 & H AW G0 &
B B4 B R M0 6 407 (| DIk T 7RIS 507
B AT 14 AN E L BR Actlp JEBEREE RN AR AR
g . AWM 13 4~ A& WL sh & [ B(actin, beta) ([l 8 &
M B(Tubulin, beta) , ATP & i (ATP synthase) & EH o
1A %% (Tubulin alpha-1A chain) , #4 /K 75 & 9 60 (60 kDa heat
shock protein, HSP60) | f 25 1 1 (keratin 1), keratin 10, 3 Ji
I it £ & 1 2 (epidermal cytokeratin 2) . %5 24 ¥ 8 35 & H Bk
78(78 kDa glucose-regulated protein precursor, GRP78) | #fk
THE 1 70(Heat shock 70kDa protein 9, Mortalin) DA & 3 4~ &
A REE . T S IRBECR F k& F 2,37 /b Tk
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S5 LE-5 &5 R AR & H OIS T 4 R L3R L

L G RE SR A3 8 G AR IO B (15 2 R 90 W5 3 SR R S WL 3R 25 & 19 30
5 s A~F RSO IS Y 6 254 .
B 1 SDS-PAGE 48 HepG2 [EEH S preS1 £85EH

=1 HepG2 5 preS1 HEEBHRIEER

HEHR  NCBIEFRS PR xR S M RBUE EIEMRE R0 W

1 14250401 actin, beta 40 978. 45 4.59 5 17. 39 4. 82E-14
2 14318479 Actlp 41 662. 86 4.61 3 8.00 1. 97E-13
3 18088719 Tubulin, beta 49 639. 95 4.62 4 12.16 7.08E-16
4 135435 Tubulin alpha-1A chain 50 036. 49 4.32 2 7.76 9. 28E-11
5 28940 unnamed protein product 57 919. 39 4.94 8 22.82 1. 74E-16
6 127798841 ATP synthase 59 670.58 5.48 2 5.24 7.37E-11
7 31542947 60 kDa heat shock protein 61 016. 38 5.17 6 19. 55 5.52E-18
8 119581085 keratin 10 63 307. 94 4.31 5 13.14 8. 13E-15
9 181402 epidermal cytokeratin 2 65 825. 39 5.12 4 12.17 1. 70E-19
10 11935049 keratin 1 66 027.01 4.70 5 11.18 1. 70E-19
11 193788318 unnamed protein product 67 937.77 4.79 2 5.51 1. 17E-11
12 16507237 78 kDa glucose-regulated protein precursor 72 288.43 4.75 6 14.53 4.09E-23
13 12653415 Heat shock 70kDa protein 9(mortalin) 73 618. 86 5.23 2 5.30 3. 14E-11
14 194378142 unnamed protein product 82 118. 56 4.62 6 8. 40 8. 45E-15
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I WA B AW . ATP A8 £ B T ok R N B, H
O A W 9 38 WA 7E 40 i 35 T 77 72 ATP & BT, 9 B i i of
SERM ATP 4 A A1E N 32 16 2 55 N8 2 A 0 4 A 38 G0 e A
A gElel - (3)HSP: HSP60,Mortalin, GRP78, HSP J&—
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HBV g% 4 1 JH 48 i 3 B 0K 1 9 W] ¥ 1 HSP60 43 F, Hi 3k ik
7K F-5 HBV-DNA /K2 IEAH ¢, Mortalin #1 GRP78 ¥J§ F
HSP70 K% . Mortalin £ % & T LR K, S5 KR g
AFPE G RE A W 5EHE i Mortalin J& — Fp 2 B 1 I 25 A . /£ 40
M5 S G BEMA,

GRP78 FBAEAE T N BT W o, (FL7E 4t I i B i A 335, 4
MR 1 GRP78 2 5 41 {5 5% 3 Hu 4 &2 SO i A= 5%
HUFFEIESE GRP78 J& 2 A% 3 $U5 F (dengue virus serotype
2) ZREAEYHFEE NSz~ RN o 3t R
£ W U LA 8] GRP78 fE 41 i B 1359 43 7 , 3F- 48 Hh GRP78
AR T 5 preSl 45425 5 HBV R 3o 78, 5 DLk 400
KA A A GST Pull-Down 5 EAMAFFEREET 255
preS1 45 7 45 & % 14 : GRP78 1 GRP75, Ll bW BF9¢ 42 7R,
GRP78 7 HBV YLy A Fi Mt 4 & % |Z W E M A2 40 i
SRR PR ESH BN EEEEIEMN. GRPT8 fE &
preS1 475454 HAE RN 3£ 3k, 7T g2 5 HBV H
12 A 48 B 09 2o B L AR BF 55 00K GRP78 2l preS1 ) fi% 3 32
T — 2% A HBY 7 8 e v i 7B FI AL 2 47 3 5%
SRR AP R SR T RIS AT R Sl .
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