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ORFK12
(KSHV) ORFK12 ,
KSHV BCBL- 1
1 DNA PCR KSHV ORFK12 1.1 BCBIA . PQE-
PQES0LKI2 0L . DH5a. BI21 (DE3)
ELISA Western blot . . .
;pEASY-T1 simple cloning kit
KSHY BD- .
(IPTG) PQE-80LK12 s NiNTA CE
— (SDS-PAGE) °
10 ku ORFKI2 Fsa 1.2 BamH T .Sal |
Western blot ORFKI2 KSHV Fermentas ; Axy—
KSHV ORFKI12 gen ;PVDF BioRad ;
ORFKI2 KSHV (HRP) IsG .
(ALP) IsG
;ORFK12 ;ORFK12
1.3 T PQES0-1L.XK12
R 373. 4
A 1000 — 1492(2014)05 - 0565 - 04
1.3.1 PCR NCBI
. K12 5°OTG-
(Kaposi’s sarcoma-asso— —
ciated herpesvirus  KSHV) GATCCATGGATAGAGGCTTAACG3"; 15—
Chang 1994 (Kaposi’ TTGTCGACTTAGTGCGCGCCCGTTGC3" (
s sarcoma KS) DNA BamH 1 .Sal I ) BCBLA
DNA -2 3 KSHV DNA K12 .
. . . PCR
KS. (primary effusion lymphoma
PEL) . ( multicentric Castleman 95 > min 94 °C 1 min 50 C 30
disease MCD) K12 s 72 C 1 min 35 72 C 10
KSHYV min., PCR 1%
4 KS PCR o
5 1.3.2 T PCR
KSHV K12 PCRXK12  pEASY-TI1 T4 16 C
KSHV DH5a
(Amp) LB (
2013 - 11 -25 LB 8 w500 mmol/L
( 81271837); IPTG 40 pl 20 mg/ml (X—gal)
( :KJ2012A161) ; ) 37 C
( :XJ200914)
o 3 ml
230032
Amp LB 37 C 200 r/min
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1.3.3 PQE-80LK12 PQE-SOL
T BamH [ .Sal [
PQE-80L
ORFK12 T4 o

BL21

1.3.4
PQE-80LK12
Amp LB
200 r/min o 60 ul
3ml  Amp LB (
1 :50) 3h I ml
1:1000 IPTG
1 mmol/L. 37 “C 200 r/min
8 h 1 ml o
SDS-PAGE

3 ml
37 C

(500 ml LB

: (500
ml LB ) 4 °C.7000 r/min 15 min
100 ml ( )

PMSF

1 mg/ml,

1 mmol/ml
40 min.
300 W 3s
8 000 r/min
50 ml

10 s 3 . 4 C 15 min

0.45 pm

50 ml
8 000 r/min 15 min
jm o 10 ul
10 pl
PAGE o
10

Ni-NTA

0.45

SDS-

1.5 mlo
Ni-NTA

5 Ni
. SDS-
PAGE o
1.4 ELISA
pH 9.6

1 ng/pl 96 50
pl 4 °C ; :PBST 5
250 pl 5% 1% PBS
37 C 1 h; :PBS-T 5
: KSVH ORF65.0RF73
ORFK8. 1
KSHV ( 32
32 ) 1 : 100
50 wl 37 C 1 h; :PBST
5 : AP
1 : 2000 50 pl 37 C
1h; :PBST 5 p-\NPP
1 mg/ml
50 wl 37 C 15 min 3 mol/L NaOH
405 nm (opti—-
cal density OD) & 3 .
: (0))] 5
(standard deviation STD)  Cut-Off oD
Cut-Off ORFKI12
Western blot
1.5 Western blot ORFK12
SDS-PAGE
PVDF PVDF 2 h
1: 100 ELISA 10
3
4 C o HRP
IgG (1 :20 000) 1 h
PVDF o X
2
2.1 KSHV ORFK12 PCR PCR
1% 183 bp
183 bp o 1A,
2.2 T
LB o
BamH [ .Sal | 1%
5 100 bp 183 bp KSHV OR-
FK12 T o
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T
1B,
2.3 PQE-S0LXK12
BamH [ .Sal |
5 000 bp 183 bp KSHV OR-
FK12 PQE-80L o
o 1C.

1 ORFKI12 PCR
A:ORFKI12 PCR ;B: T ;C:
PQE-80LXK12 ; M: Marker;1:PCR 183
bp;2: T ;3 T ;4 PQE-80LK12
35 PQE-80LXK12
2.4 N KSHV OR-
FK12 BL21
1 mmol/L IPTG SDS-PAGE
° 0.45 pm
Ni
10 ku
ORFK12 ° 2,
2 KSHYV ORFK12
M: Marker;1: ;2: 8 h;3:
;4 35 ~7T:NiNTA
2.5 ELISA
ELISA 64
KSHV 32
10 oD ( Cut-Off

0.705) 32 oD Cut-Off

o

2.6 Western blot ORFK12
SDS-PAGE
PVDF Western blot
KSHV KSHV
KSHV ORFK12
o 3,
ORFK127EH
1 2 3 xu
KSHV+
KSHV-

3 Western blot ORFK12 KSHV + KSHV-
1 ~3: ORFKI2 KSHV 3
KSHV 3
3
KSHV 8 v
DNA ¢, KSHV
. KSHV
7 KS
KS . KS
AIDS
* . KSHV ORFKS. 1
.ORFK73 Led0 KSHV
11
PCR . ELISA Wersten blot
! T PQE-80L
KSHV ORF65.0RF73  ORFKS. 1
32 .  ORFKI2 ELISA
64 oD Cut-Off
32 KSHV ORF65.0RF73
ORFKS. 1 10
oD Cut-Off
22 ORFK12
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Preliminary study of Kaposi’s sarcoma-associated

herpesvirus ORFK12 protein
Wang Xiaowu Zeng Xiancong Chen Wei et al
(Dept of Microbiology Anhui Medical University Hefei 230032)

Abstract Objective To study the expression of ORFKI12 gene of KSHV in E. coli and obtain KSHV seropreva—
lence in the general population in using the expressed protein. Methods A pair of primers was designed to amplify
ORFKI12 gene by PCR using the total DNA of BCBLA cells as template. Recombinant plasmid with the target
gene was named PQE-80LXKI2 and induced to express. In this study antibodies to one protein of KSHV
(ORFK12) were tested by indirect ELISA and Western blot. Results After using IPTG to induce express PQE-
80L.K12 recombinant bacteria had a fusion of 10 Ku protein by SDSPAGE electrophoresis. 10 specimens were
tested. Conclusion 1t is preliminarily proved that KSHV ORFK12 gene can express in E. coli and ORFK12 pro-
tein infection KSHV plays certain supplementary role in laboratory tests.

Key words Kaposi’s sarcoma-associated herpesvirus; ORFK12 gene; ORFK12 protein



