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Expression of chicken infectious anemia virus (CIAV) VP2 gene
in eukaryotic cells and its role in cell proliferation
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(Key Laboratory of Preventive Veterinary Medicine of Ministry of Agriculture, College of Veterinary Medicine,
China Agricultural University, Beijing 100094, China)

Abstract: Chicken infectious anemia is one of the most important diseases in poultry industry. The
causative agent, chicken infectious anemia virus (CIAV), spread over the globe. The role of VP2,a non-
structural protein of this virus,in the interaction between the virus and host cells was not clear. In this
study, VP2 gene was cloned from the viral DNA by PCR, and then sub-cloned into the eukaryotic
expression vector pcDNA4. 0, which was examined by the restricted enzymatic analysis. The pcDNA4. 0-
VP2 plasmid was transfected into BHK or 293T cells for the expression of VP2. The expression of VP2 by
the transfected cells was determined by Western-blot. To probe into the role of VP2 in cell proliferation,
293T and BHK cells were transfected with pcDNA4. 0-VP2 and examined by cell counting after Trypan
blue staining. The result showed that over-expression of VP2 in 293T or BHK cells did not enhance the
cell proliferation as compared to the controls, which indicated the uninvolvement of the viral VP2 in cell
proliferation and divisions.
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B, mFaEnEABERLRN BRI NNK
EE Mg tEammEdR b A ERENEN
ER. B VP2 ZEAM N ERREELBREE
., B ERCIAV SR AeRMHBIWERZ —. 5k
EHMVP2 FTRBREMAMMYMHC 1 K3 FHERE, X
EEXTVP2 EAA I REE M4 LR, ZEVP2 R4
PR E], VP3 Hm IR TR K P,
XEH VP2 AlREAT VP3 BRI AT 5AT
VPIHiEFET-MER. M VP2 £ 5EFAKRAT
MEAEST . RIBETE BN RE RS, VP2
AIREFECIAV B HMBUR I BT R EIFEEENE
F.8R T VP2 X415 £ MR A A M g , H §1 8
A, RINEER TCIAV VP2 REFHE A
BRABE NZEAEHAREH P OERNRITT
3E ., 5REW,ZE 293T M BHK 40 M pBEAf £k
VP2, A5 4 Mg 7 Moy R 8
1 #RS5H%
1.1 CIAV %#HEHEKSHME CIAV Hi#E Cux-1 45
HEMRFICIAV M E R R EREEHR X
BIBSE 5 #24, 293T M BHK 4l i A LR ERFE.
1.2 FERAF DNA BRI &, R /NEEK
WA &.Taq plus DNA BRABMUWBILLESHEEY
2 ], BRI A 8§ .pMDI18-T simple E M &
W EHEAEY TEROKE)AF,X-gal IPTG & Sigma
AFEEG, R KBREBGAN & AR A A
EMERABIRARNEW B LR BEB A,
HRP fRicf %W 1gGC A AR RAA.
1.3 B|#iEit 2 %£GenBank FCIAV #H#ECux-1
RN ZEEARFSZTEY,. K L. TR a
FEH EcoR1 Fl Xhol B§YIL &, K& K 666 bp, K
Al EBETAdAAEHMNTRFRETY -

L # B . 5-GAA TTC TGA TGC ACG
GGA AC-3'

T #3514 :5-CTC GAG CTC ACA CTA TAC
GTA CC-3
1.4 CIAV VP2 ZHEMPCR 1% LIRBHCIAV
FH 4 DNA B8, FIH LR 51 %9 1 CIAV VP2
HE . RMBEBAS50 pl, P 514450. 5 pmol/ml,
dNTP 4 0. 2 mmol/ml, ## 100 ng, Taq plus &§
IUL,IOX R M EME S pl, MRKE=ZZKHEE
50 ul, RWEEF:95C 4 min,94 C 45s,57C 50 s,
72°C 1 min, f§¥ 30 K ,72 CA I 10 min, PCR =
Y125 1 Yo B AR B s v kR W S AT B R 4L .
1.5 VHEEYHREMNT HEIWPCR Y5
pMDI18-T vector #fT##,1 h FHLBRZ BN
DH5e, % fi T & & 5 %/ £ (100 pg/ml) 1 X-gal
IPTG LB #5388, T 37 CHE S - kL 0. B
%G RE I, RBUR KL, £ ) 1 PCR 91 0 % €
R BRPE B B A ORI BE AT R S SE .
1.6 EHABZFXRE pcDNAL 0-VP2

# ER A BB M B R X R EpcDNAL. 0 20 5 H
EcoR1 il Xhol # 47 XU Kg Y , 88 Tk 13 Wit F1 4 {L DNA
B )G ohAT E B 4L, 0% vk PH M B YR R BT RE U
MPCR %5E.
1.7 %4 H B %1k Bk pcDNA4. 0-VP2 7 BHK
MmP B EE KERBREAAEBERERE
pcDNA4. 0-VP2 B )5 , I M A A FE R AN &R
it i 25 B of B 4 B % % 38 BB pcDNAJ. 0-VP2 §%
#BHK Ziffi+,48 h J5# B BHK 41 EA .
1.8 Western blotting 434 ¥ £ A9 BHK 41 fig
M # T SDS-PAGE #3k, R J5 ¥ Bl & PVDF &
|, #4TWestern blotting 4317 . ¥%#PVDF R& F5%
BEAR T4 sh4 C R H A, BE 3k 5 LIS A5 B HE AR I
FE AR SPF WA MF (1 : 20 B4 CH I
.5 W AHRP #Ric B &8 IgG (1 : 5 000 #
B)E BB E 45 min, HBILF ZOL AR SR
BHTAEE . ERETBRENBE.
1.9 VP2 5t 293T 1 BHK #4E K RIEHHE W
#293T M BHK 4088 5 58k T 48 FLA AR
F,293T B ERM 2 X 10° MM, BHK 4%
FLEERO.5X10° 4. 24 h JEH TR S, BT
H 38,5802 AXHEA (control ). 25 #H &%}
#1 (pcDNA4. 0 41) fipcDNA4. 0-VP2 4, ¥ §)5 24
h.48 h.72 h.96 h f1120 h, % FIE A HBITIHE, B

HEIHLER. N TWE VP2 EEEWAMRMOTEN,

BT ERESRE, R i AR, Az
S - BEHITEH ¥, P<0.05 AERFBE.
2 &5

2.1 CAV VP2 EMPCR 1 fEfE LICIAV
# F 4 DNA R4, # H VP2 ¥ 7 518 # 17 PCR
VL Y2 1 %R RER Ak B R K/NAR
666 bp, 5 HIHA— B, X EHH 7wk Fk pMD- VP2 i#
f7PCR FIE§ 1] % & :PCR ¥ 1 1 24666 bp B H B 5%
#7 5 EcoR1 1 Xhol XU EG Y] J5 Y1 th K/h53 B2k 2 900
bp #1666 bp B & . SREW. B BRC kg
P uERiE L KR BETFINE, ZFBRS
GenBank % 3 B9%8 & 3o P 23 1 % 3 Cux-1 45 HEBR I
VP2 ZEFEIBETE 99. 5% U L, I H B
VP2 ZEHF5,

2.2 HAEBZELFB pcDNA4. 0-vp2 B % E M
BEntEE  HHER pcDNA4. 0-VP2 , Ll EcoRI il
Xhol SUEGY] .88 K /N3 51245 300 bp 1666 bp Y
B & OLE 1A) . 28 F UL R F 5 st iF 35 5e ke
FEABEEIBEN VP2 ZRENEAERFIIRESE
72 . PhpcDNA4. 0-VP2 # §*BHK #fi,48 h j5 &
B EH . 2 Western blotting 7Bkl , i Bl —
ZERHPBRRELE AT (LE 1B, 4 FHREX/D
5HEE A MR, M IEH E#&EE FR pcDNA
4.0-VP2 fE S AR AR P RS R BRI EMH
VP2 &EH.
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2 VP2 £ BHK #1293T 4 A vh 3 5% xd 40 A 4 € 19 % D

2.3 VP2 xf293T MIBHK fEHHHENEW X
T VP2 fEREHE T H/ER . pcDNA4. 0-VP2
R FE293T FIBHK 4+, W Hxf293T FIBHK
MBERKAZ ., &R EMpcDNAL. 0-VP2 R 4
Y25 (1 %f B8 4H (control #H) F1 25 8 (K 55 e X B4
(pcDNA4. 0 D L3, VP2 B R AN A HE KA
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BE, A RED D MHKRATRER, XS VP2
A 293T 4 i f1 BHK 40 i 9 7& 14 .

Ll pcDNA4. 0-VP2 #: 4t BHK 40 g (A) #1 293T

B R, FREAR MR ERNARKE, AP H

BOE A B B AR 2, B P SO P
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KRBT, 65 BAEXS B G B 10 1, 45 X8 %o LAt s I /2R

Yoy B IR AL R , B 8 SRR W R RN, AT
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