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[HE] HE #HE JC T Agnoprotein FF W FE R IA B, Rixdifbix
FH. A& PCR Y HAFNEFWT JCHERI AT EH Agnoprotein ZEH , 1l
JPIERAJG WA pET-32a( +) R REBERE, 573K 1X Agnoprotein B H I 4fifk -
%R pET-32a( +)-Agnoprotein RAH FHFFEADMIEFREFEHHESA
BIEEH. &t MIhHMRIXLL T Agnoprotein Bi-GE H . R — BRI E
YITHREEEE T Al -
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Expression and purification of JCV Agnoprotein fusion protein ZHENG Tie-
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[ Abstract] Objective To construct prokaryotic expression vector carrying JC
virus Agnoprotein gene and to express and purify it. Methods We get the JCV Agno-
protein gene from a CFS sample by PCR. After sequencing, the gene was cloned into
plasmid pET-32a( + ). The expression of Agnoprotein was induced by IPTG. The ex-
pressed product was purified. Results The Agnoprotein fusion protein was highly ex-
pressed with expected molecular weight and immunocompetence. Conclusions The
successful expression and purification of Agnoprotein fusion protein will be valuable for
the study on the biological function of Agnoprotein.
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JC TR A AL T 3R B B 1 49300 & W I M 485> —7T0°C kA8
A PCRY S H AV TEARAF AR LS5 -CGGGATC-
CATGGTTCTTCGCCAG-3’ TFU#5|%:5 -CCGCTCGAGTGTAGCTTTTGGTTCAGG-
3’ ), pET-32a( +) JEFEEBA . DHSa THE BL21 TRE WA EIRFE. BB
[EIRGAA & DNA EEAN &M BB RKAEYWA T, TR Bam H 1 . Xho 11
HAEREY /AT, T4 EEME H Promega /A &, H B LR ¥ 0 B =047
afi,

Ny -3

1. BEARIREWHERKLLRE:JC JHEE Agnoprotein PCR ¥ # =Y 4tk )5 5
pET-32a( + ) [FEt#4T Bam H 1 Xho T XUE§H],37C /KW 24 ho 1% BRABKEEE B
FLYK B IE B B i B BUE B B9 5 pET-32a( + ) &3 {& T T4 DNA
EERMERT ZRME 4 h, =YWL E. coli DHSo BRZR4M, AR5
FEEAFHEEZX 100 mg/L ) LB 35 F ML, 37°C 58 PREUE vo RE TR V& 35
3%, iR FER . FH PCR.Bam H I F1 Xho [ 3GV 42, FHFIM 2L BB AEYA
AIWF, 35 JC JE: Mad 1 #R(NCBI Z£H 5 : NC_001699) ) #E4T HLXT -

2. BHHIBESRIR KL EIEFHK pET-32a( + )-Agnoprotein Rk Hihi% 1L
CaCl, B3 MIE. coli BI21 B2 240 M, WRTE R 150 mg/L H X HEEM LB 3%
FREML AT 4 KRLE 3TCHERIR BHEHEATEEAFTFEZ 100 mg/L
LB 355 FILH, F 37°CEE5R 08 BRE LB K B e e FE 200 mg/L R HHE R
) LB R TEE, B HAES 250 mg/L A FEFEERH LB PO 31T 4
XKLL PRECR FERETE & 300 mg/L N H B E WA LB 5%, REUTBEE U]
e, LT BEE MEH FIUE LS, HE TIRER R W HEE R o0
F LB ARG FREN , AR B pET-32a( + ) IFFFE Ay =0.6. S0
IPTG fF H A FEAE] 0 mmol/L.0.5 mmol/L.1 mmol/L, 25°C .30C #1 37 CiES
B3R BiBESHEBETIKLS min, 85 10 000 r/min .0 30 s, WAETIRE IIA
100 pl W R 1 mmol/L i) Tris-Cl ( pH 6. 8) &%, F-IIA 100 pl 2 x SDS ke
S pl B-FHEZEE, Z P 3 min, 10 000 r/min B.0> 5 min, ¥ LIEERE 5 —F
B,

3. HMEEMKIW : %40 B AT RE F7E 12% #) SDS-PAGE | HL K, KUK AR
¥ BE8 Vem , B3R HASBEKRE  BEFAZE 15 V/em, Zk4EHIK 23R
R BIE, REHEE. DR Re, e REkeEABEIKAE,
SRS RFFHEREE LB -

4. Western blot #:il] H 555 H : ¥ B His probe BATEREHIA S X4 Bl HRP-IgG
$#2 1:2500.1: 2500 3 B BAE N EE — 88 itk . SDS-PAGE J5 8 HEE, 5% I
JET Y E IR s MEE— FE ik E . bRk B A
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5. BEABHKRER Stk 1 LA LB #E, X4 A HZR 0.5 B}, IPTG
3TCHEF HERE 4.5 hBORE &K BEOHBEEKREGR 4 K REFER
WP IA 10 ml JEFE R . RSB K L, FEE R, B AT
I 200 W, 87 10 s {5 10 s H—MER . & 25 MEN /5SS min, I£ 50 NMF
. BRUEH 1 ml,4C4H8E BB UL 45 E R T ERBEER 15 pl #17
SDS-PAGE 43#r- BS:DUWERE S =Y TIIE TR - k3 m)E, WEREIIER
fET R R (20 mmol/L Tris-HC1 pH 8.0.5 mmol/L EDTA),0.22 pm KJERT
S WEBAWE, A 50% Kt i, -80CRBLREAF-

s R

—.PCR

10 x Buffer( 100 mmol/L Tris-HC1.100 mmol/L( NH,),S0,-100 mmol/L KCI.
1% Triton X-100.20 mmol/L MgCl, pH 8.8)2 pl , ##% 2 pl,2.5 mmol/L dNTP 1.6
w110 mmol/L 3[%1 0.6 wl, Taq B 1 U, /KA 2 M ARBLH 20 pl. 2 240
94°C 4 min WA ,94°C 30 s.55°C 30 s.72°C 30 s 35 MG, 72°C 7 min 543
FEf G 4°CL 1k 2% BRARNE BRI B UK > K2 B 5 FUHA A B oR/INERF I B TR F Uk
BR (B 1.2) . FERAMT T WBGZ B LA 5 8% R [m i) & [m i B i A
B

WY K73 %

HHFNHERIE (EHFOREXE LA 2),Bam H1 Xho | WEGYIE
AR 3D, 3R FF 5 Madl # JC JwEE /73 X, —EFHEE—3-

M His Tag

11 11'llijil'l1 : il {Ega) ' 35_.::,:"
LN
' b His T
r 4 .‘:\\\s "
AP LR
|'Illdlfll;r
- pET-32a-Agnoprotein 1“|

A I &
Ciigin
K1 Agnoprotein 2 H F Bt PCR E 2 pET32a( + )-Agnoprotein JEA% Fe ik E A 2
E/: | A
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= . Agnoprotein B 5 HHFHRRE

WX IERNRBREHEL BL21 KERAWH HHEHETEEATEER
0.4 g/L i) LB 35383, A fHZ 0. 6 B A IPTG 1 mmol/L %, 43-3]F 3.5 h.
5 h.9 h.11 h.20 h Bt#E, SDS-PAGE S HrFE AR EREA, ol MENEBEAK KREFEE
(4>, IF Western blot EERIMEEAREIRINIES) . ZRMEEHST
BR/NA29 kD &4, FXE KR 7E3.5 ~20 h WHHERIEL.

M Conf + ot ::r‘| 1h S S 35n Can

K4 pET32a( + )-Agnoprotein 75 H ik
B3 pET32a( + )-Agnoprotein 335 & & Bam H g i

[ /Xho 1 EGYI%EE

K5 Western blot 455
1. pET32a( + )W #{REF: 2. pET32a( + ) 2 #{AXT ;3. Agnoprotein Bl &7 H:4. Agnoprotein B 5 EH
RiFEFX R

I . Agnoprotein i JRBIA 2 H 2lifk
W REFEFFRE 3 h WER T 9000 r/min 4°CBLOBCER A, ) E 7R3 K.
ABFE BRI, 12 000 r/min 5.0 30 min, SDS-PAGE A Al 41 h A WA R A
e S YU WU EJE RS B B SDS-PAGE Bk H AR >90% , W 2
o FHER
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Agnoprotein /& JC REBEMBIREAN —TNEENAEATEL, BHAQEHLEAR
R HEREEXMN TREBENER KA BERREEEEMER. EdEaRE
R Agnoprotein ZE7bk L EF A MRS SRR T ERAB L. JC HFM Agnoprotein
BHRSKTHESLZ ST P ARSERNERRLFERENEH EFT
'—%i[éﬂfjlﬂﬁ N5 JCV EZEFEAWHXEF YB-1 HE/EFHATFEICV HEHE
ST g

JC %57 Agnoprotein T FI7EfE EAMA X EEMFREAR " whG/MEFEA
BN, X TFEEHARAEmAE K. HHRIK Agnoprotein T H M)/ U EF 4 4
Jfd NIH3T3 o, R P40 IR EEL, 4R 25 B T 62/M BB, HEEHH E b
VYRR EA p21 WRRMERIELY A6, Agnoprotein X} T 4i i DNA
KR hEETIMIER. FEIRAKIEERNL T ik Agnoprotein )41 I3 il &
S MEREETEWREAEANN. SREFRHERS - B2 85
HRABUEHH Agnoprotein 85 HIV-1 AT EH tat HELESMHEIR—RINEBH
HI4 . X4 JCV 55 HIV-1 SLERGumt, HIV-1 TR SR TR (22 JC %
FRE NS EF iR IC KT HIV-1 R E A E SRR RMBUR
PR R Z —. Agnoprotein ZE4H1 22 5 i 40 i 1 3% 38 BB 0 i) = AL AR B B8
T M EEER T S AL R A R B R R PR EEEEA

Rl » Agnoprotein T HAER JC WBREW—I/MNATER, EWRELS W
HEYRNHEEAERAYEESHEY R BENRERS THBRINEE. N EH
AESHOTRBEE. FHib, RITREREMZBR, FHHS T HESREGE, AT

— B Y) F I REERIT BEE T IR SLEER
5 X X M
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