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[HE] BW AR SAFEMER HCV .05 5 (Core) tHEAE A B 40 M
BHRH, WEHREER 1b BFAFWEFR Core A% R B FBL pTre-CKS. 757
% FARAEER N (PCROY I RBERE R BMERE 1b BRI REFMERE
I % 9553 ( HCV) Core 22, IR Caa) K BEAF R B OBE(T) : 1 ~172 aa.
JEEMR(NT):1 ~172 aa } C191(HCV-J6):1 ~172 aa. =Y Bam HI K&
Eco R I XU E§Y) 548 A Bl R B R E FORL pTre-CKS Ao FHM: R LB KGR A&
B Top 10F’ H, R 2-B-D-SAEFLEH (IPTG) FF R R B REM S EH CKS-
Core-His, 2 Ni**10F’ #: 4tk 3: 2 Western blot iF. £&£$2 PCR KW E ] 1 F
B3 NEREh 1b BURR R HERP Core Z K] BT B A% R pTre-CKS H, &
SMEFIRE THMNMMEER. &8 HWEAFEWEFR Core 2 H M FBRIA R
BRI SNBSS TR 4IRS T CKS-Core-His BIAEH, GRS
Core tHEAEFHRIHMITE KSR BE5E T 2ehl -
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[ Abstract] Objective To study the proteomic profiling of cellular proteins in-
teracting with the hepatitis C virus core protein ( HCV Core ), plasmids containing the
truncated core protein of different quasispecies of genotype 1b hepatitis C virus were
constructed and induced to express. Methods The gene sequences of different qua-
sispecies genotype 1b Core were amplified from plasmids containing core sequences de-

rives from tumor (T) and non-tumor ( NT) tissues from one patient infected with

HCV. Amimo acid (aa) lengths of HCV T were 1-172 aa, NT of 1-172 aa and HCV
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C191CHCV J-6) of 1-172 aa. PCR products were cleaved with restriction enzymes
Bam H ] and Eco R T and cloned into pTrc-CKS. Positive clones were transfected into
E. coli Top 10F’ and CKS-Core-His fusion proteins were expressed with isopropylthio-
B-D-galactoside ( IPTG ) induction, then purified and verified by Western blot.
Results Three different HCV quasispecies were correctly inserted into pTrc-CKS
vector respectively and the fusion proteins were expressed well in vitro. Conclusions
Successful construction of different CKS-Core-His expression plasmids lays a basis for
future study of the proteomics interaction with the Core.

[ Key words] Hepatitis C virus; Core protein; pTrc-CKS; Vector construction

RAEFRpEECHCV) 2R E S MR EEBORRIR K Z —, BB IE 6%
RNA %, A ER O FE B (Core) TEN BN EHWE A MIELSHES, b
Core MREBHEXTER, XEM THMEF, 7B MHTFR 6840 BT 40 e
(HCORWER S BT RBEEMRA" . HCV BB R, KN 6 Frat i K
60 RFPELR LAY, B {2 7] — R gu & R IR EEFE AR R VEFPBR . MESRFR 3R B HCV
Core ZEA [F] 2 R Y % ] — ZE (H BUA R MER MR Z I M BUW LR A a2 R . REE
BERATHEZER 1b ZUEEAR, PRI 1 Bl ai i EH 1b 2 HCV By 3
HCC B8 IR HOBR(T) B MR(NT) & C191 CHCV-J6) Hrd™ 16 34 #4 78 1) i ot
H Y R R HEFP Core 22, HE— 20 #y 7 [F] — 2 (I BU R Rl HEFP R Core 2 B ) SR %
R HFE KGR A E P IRBRR, A —EHRS Core HEERNHARERR
ZHESRE T oA .

RS A%

— Bk

Kip¥E AW DHSa B #k-Top 10F " . JFik: pTre-CKS Wy HIRINENE FA LA
Al RN E-B-D-S-AFEF (IPTG) . TR FEn . DNA marker K PR ¥ A
YIl§ Bam H 1 } Eco R 1 W H TaKaRa A F], FUkL 4R . 24k & PCR F=¥y i) 4l
ALK A AR N B A 72 RN &gk AT, Hi-Core W H ¥ E Abcam /A F], 25 H 41
bR FEE GE /AH] AKTA B H 4L Ni-NTA Big bt it , TS BR 4T 4 I
H3EE Sigma ARl HAER b B =t a4 .

Ny 273

1. Core ZE AP 1 : )\ FH; pEGFP-N1/T.-/NT.-/C191 F1§ 3 Core F:[H,
pEGFP-N1/T.-/NT 435 & A M 1 #ilE 4l HCV BREBOUFAE L & R R & 1
LT IEEAH I (NT) Hrf) HCV JjsF bk Core 2, pEGFP-N1/C191 &4 &
B 1b & HCV-J6 1 Core 2, /EREH 1b BN EAFSY . ##E T.NT.C191(HCV-
JORIFEF o, =& B TERE 1b Bl. SRMENFIEHFIME 1. PCR X
MARZR (50 pl) : WFEK 34.5 pl, Bk (10 x )5 pl, ANTP(25 mmol/L)4 pl, Mg**
3 pl, itk DNA(45 ng)1 pl, B TS (10 pmol/L) £ 1 pl, IR EEE Taq B
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(TaKaRa)0.5 pl. PCR {E3F4&f:94°C 2 min,94°C 30 s,50C 30 s,72%C 30 s, 10
B ,94°C 30 s,55°C 30 5,72°C 30 5,20 §EFF,72°C 7 min. PCR =T 1% B

NEWEBE IR BEAT R K -
£1 AFEYER HCV Core EEFY 519
Fr BeA R WO B RS -3 TUEI O BALE DS 3
C191(1 ~172) CGCGGATCCATGAGCACAAATCC(1 ~14 bp) CCGGAATTCGCAACCGGGC(505 ~516 bp)
T (1~172) CGCGGATCCATGAGCACGAATCC(1 ~14 bp) CCGGAATTCGCAACCGGGCAG(505 ~516 bp)
NT (1 ~172) CGCGGATCCATGAGCACGAATCC(1 ~14 bp) CCGGAATTCGCAACCGGGCAG(505 ~516 bp)

i Hidh GGATCC Jy Bam H I BT & GAATTC iy Eco R T B &

2. FRLRIA R KR8 - PCR =) J ORL pTre-CKS £:44b )5 F BR i #4: PN D) i
Bam H1 } Eco R 1 #§Y],37°C 2 h, B§YJ5 1% BB K, R LISEBRA T K
DNA % i [5] WO 7] & 4351 [ e B 89 F B 2 Bkt DNA, 324620 R Ui B 5 3517
PCR J JFikr pTre-CKS B4 EIW™=4), SR F] T4 DNA % 88§, 16°C 2 h, R kL
HAFNELIERZ 406 DHSo HFREATHEE (Amp D HiEwE, RAE
% PCR K SORr X g U) 47 FH 1 o R B4 07 26 A 26 28 » W) 20 28 58 W FH M SERE 3% In-
vitrogen AT F . ARIRBFNHWENZERLE 1.

3. CKS-Core-His B A H B R A K itk : W 7% 2 IEH F FHEE 4R
BB K IR ToplOF o, PhiEFHMEERER] A 120 pg/ml K FHFEEXK
0.2% Bz pEH Fi et TB 3557 &, F IPTG S HWEA R, X iEREE .
IPTG ¥k B} i bt H AT L, e BB R &M WiEFAVEREWHEE
TRRER D] 30 ml FrEAIE R E RIS, WK H B 10 ml 423 1000 ml &35
FREF, WL FRAEE ) 30°C,200 r/min, 3FFRL 3.5 h, W A fHZ 0.8, A
IPTG AR 0.5 mmol/L, kEEIEFEA 4 h, WM B, 4°C ;9000 r/min E.0>
10 min, YTIER 50 ml T & ¥k 1 (50 mmol/L Tris-HCI, pH 8. 0;0. 1 mol/L
NaCl; 1 mmol/L DTT; 1 mg/ml JFEEEE YERIIK, A EBRRBEERE. HIKAZ
W1 EFHSFE BRMEY 30 min J5, K LEFE 10 minGERS 2 s, [H]FE 3
$),4C LA13 000 r/minES. (> 30 min, A RATTIE FHZ ¥ 2 (50 mmol/L Tris-HCI,
pH 10.0;0.1 mol/L NaCl;2 mol/L JRZE ;1% Triton X-100) {EFHIK, IR SR T L
F1FEHEL) 30 min, HBRE O F LR TIEHZ ik 3(50 mmol/L PBS, pH 7. 4;
0.5 mol/L NaCl;8 mol/L JRZ:20 mmol/L BKME) A/, Z1R FIEBAMBPMBEE K IX
H 4°C 13 000 r/min B> 30 min, Y W . SRS AKTA [ 4lifk{Y 22 Ni-NTA
it B WER: LEEZ TR LSRG 0 i 3 4 3 ~4 ME
. ReEEEHEZBREEREREZ O FMAERAELESE BEEW
FEHAZ MK 4(50 mmol/L PBS, pH 7.4;0.5 mol/L NaCl; 200 mmol/L BEmE ) 1%
o WER LR EE R S YE RN , 3 — 04T SDS-PAGE 434 . & H¥R B>k A Bio-
Rad I 5E AL H 335 HFT -80C -
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e
PTrc— RBS—ATG—CKS™ —p3C cut site—MCS

L_Ba.ln'l-]:l' EcoRI Nhel 6His-stop I-'I'.1.n|.IIEIJ
— R

B 1 Core BRZFXFRHENEE (BN EBam H] Eco R1)

4. CKS-Core-His Bl H & Western blot %58 : B2 0.5 pg CKS-Core-His
RiE 7 H,10% SDS-PAGE M3k 1.5 h, R THEW TR EEREER
TEERAT e R E L, 53 24 V,60 min, 5% FRARA T2 1 h, —Hik$i-Core Hifk
1: 1000 F B 4°C 318 —H0 hHi- BUBARREATIOHA 1: 3000 #%E.37°C 2 h. ECL
B, BERE

% R

— B FRE pTre-CKS/ Core AL K K58

Core 2 £ PCR ¥ ¥/5 3R T MM A H 255 (B 2) , 4 Fobr & XU
PI% e T] L — 25 K/ 516 bp [¥) DNA B, 5 HWERFE AN E 3, BARK
B P IESE 5 B MEE P —3

X | I 2 3 4 5 &

SiHI by —

&2 PCR P H=9 ik B3 R R % e
M:DNA marker; 1: JH: 5 R B2 ~7: FHM:
T XU
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—..CKS-Core B 5 HHIRIX 54k

T.NT.C191 #j CKS-Core-his Bl &5 H7E KR F W PIRfG TIRIFRIFRIX 72

FERL I 2T B MHE BB BB 287H /N2 49 kD WIE T R R E E A

FEUABAEARE(E 4 . AREEOLERERERAED REBHE

£ Ni-NTA BiEpEsee e ifh, i E R RBAMEER (B S5 .
kT

kD

HH}

116 - 077

. .

972 - .4

b4 a—

443 = 443
™ - - - u

—

&y
4 5 6 M

K4 BHMSEABIRR
1:THSRNH2 ~4: TS 2 h4 h.6 h;5:NT S
2 h;6:C191 5% 2 h; M: E {4 T & marker

;é?
1l 2 3 4 5 M
BS5 RraEARLL

1: B AE AT 2 MW ERZ R E
& L33 RAAE AT SRR RE RS E A

(T 4: FMALRMFER: S5 FMaiib)s Kt
AFH;: M:EHS T8 marker

= .Western blot X5
Ri-6E H 4 Western blot 43#7 . FA7E 5 %7 7 Mhi-Core BAPL R AR LW SR

Rpr g (E6) .
I 2 3 g &

F6 RiE&EHA Western blot X2
L:REEA(TD RIER:2 ~4: BEREREEA(T.NT.C191)

W
HCV 5% RNA KT, 578 5 TEMR NAFTE S Fh 2R IR 2 2 LD S 2, B et 2 ) —
HERRPEE RN BATEARKER. Core MRBHBKTER, SHWERAR
o AMUS SiRE R4 RNA B3, 78 HOV B R BUR I B F IR R ER A E
ZHIFEF 4N Core 7T % FHZE /D 4K A PPARa B R HERRSEMEBOE H 5 H M
HAEHABES/NRE 0 HCC By &4 Core 3 33 BT JIF 1F % 40 M A1 AT 40 i
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SREBP1 }; PPARvy i% S:FHg A 1 ; Core 33} 5 TNF-o- NF-xB 2540 jfd 5l F 48
HEEHAREEARBT%E. #—5HRRI Core RAEZFAEYHAIEHFERE
SHSE RN ZFE AR R AT TS : Kang 2 3 % H 4%
FEHRRIA 40 RFFAMRAET AT LS Core £4: HE sk EIRAAHEAE A, (HHF
RABIHRG EAFZEEB S HEMNZ R ZER . WINREDFR & & IE .08
Core FJ DA 18 3 40 fd B B8 55 TGF-B HEZ: 16 1 PKR.STAT3 4, Tiy& 5%
BRIUARRE S, —E BB AR AT MR T ERFERBERS, #5
AR HERD Core 7E HCV BUR IR FHLIHIAR . AR F BWATH IR IR A 4l
T ERE 1b & 3 ANARFEHERN Core: TWNT.C191, A NE HRHFKEH R ERF
HERP Core ME/EFIMAIME A B, Mt —2# 7~ HCV WBORBURILRBEE T
=9

Core }J C-%5 120 ~ 179 aa BAG & FEH /KM 41 Core FIEERR T 55 &K I
Hr & EEERR L, HPBRRABERY & 15% . AR TFEEM B
FEERRFEEE SR Seong P EF U H4LK 1 ~191 aa {9 Core FERGHHRA
BHXELIRIE. LRERIEE Core EEMFBRERK, HEAREZEBE TG
P, Wz oL BRHE G- K ERMRJT » Core AI R EI/KFFIL . RATWEK 3 4
Core BIRRLAEIRT C-aBRBUKAERV B ER TN, SE&EHR TENR
B ATAEEE R CKS ARSI RE TRENRE HRE6EAERE
BAEE PN EE DEREERAE, SRR A BRI ERNEARFEFEE
(25 ~37°C) iFEFH IPTG R E . FEFNAME X E B WEREANEZEMHA
RERBBIF M B HER R, Z RS CmBRmn K ERER WAL SIS R
FHRBEAARBREEHTBEEEARX. HMWEHBTE 0.5 mmol/L IPTG ¥R
B 2 h JFEREEIFRIRD K55 0] E B ek FR 55 S 7] IPTG 3 EHA
RHEBREMEEANERE. UARAKEI N EREINRESEAELHELSE
B S MHE SRR E RERE S T D ERESRER FRAEABImE 4k,
AR TH LR R

ARG HCV 5, W3- 518 1 40 MM B 48 F a0 B Xk B bk B ke
TR IR R SRR A Bh T 40 A0 Sk 5%k, B 2 HCV ZEE AT 5
PRSP Core ZEFH IRV HEZE S AR KR T-NT K C191 #EFIER Core ZEH K&
FAER T LRI, EFHEREU T B NT R, EERFIHARSFBA
[{] Core IRERIZ R REE AN ZZWMAR, #—bFBEAFEMEEELH
HAEA. #—bNANBEARAYRESEYERFREN T EHRIFRIES
AFRHEFR Core MEAEFI R A i, X B~ AFHEF HCV Core 7E HCV £r4E
B RBURE P YLH R A EEMNEA-

2 £ X W
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