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Construction of HSV-2 eukaryotic expression plasmid pCDNA3. 0-1CP27
and expression in Vero cells

LONG Chao-qin ,2YANG Hui-lan, ZHANG Fa-zhou , XUE Li-zhang (Guangzhou General Hos-
pital of Guangzhou Military Command , Guangzhou 510010, China)

[Abstract] Objective To construct herpes simplex virus type 2(HSV-2) eukaryotic expression plasmid pCDNA3.
0-ICP27 and to evaluate its expression in Vero cells, Methods The target sequence of ICP27 gene was obtained and
high-fidelity amplified from HSV-2 DNA. The ICP27 gene was cloned into a eukaryote plasmid pCDNA3. 0 after
restrictive endonucleases digestion. The pCDNA3. 0-1CP27 was checked and verified by double digestion and DNA
sequence analysis. Vero cells were transiently transfected with pCDNA3. 0-ICP27 by lipofectamine 2 000 in vitro,
RT-PCR and Western blot analysis were employed to detect the expression of ICP27. Results The 1741bp DNA
fragment was obtained by DNA and cloned into pPCDNA3. 0. The recombinant plasmid pCDNA3. 0-ICP27 was sub-
jected to sequence analysis which indicated all nucleotides were identical to the HSV-2 ICP27 sequence provided by
Genbank. Being transfected by lipofectamine 2 000, the expression of ICP27 in Vero cells was detected. Conclusion
Recombinant plasmid pCDNA 3. 0-ICP27 was constructed and expressed successfully in Vero cells.
[Key words] herpes simplex virus type 2;herpes, simplex; ICP27;eukaryotic expression vector; plasmid; herpes,
genitals
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1.1.3 54wkt 5 & ICP27 LiiF5|4Y) Pl.
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1.2.6 RT-PCR % % ICP27 7 Vero 40 i % % 3£
YL A8 h T SR MO 4R S RNA, 3 5% 5
R &AW cDNA, DL Bk, PCR §73% 1CP27 K
Bactin, WAKZ: 10 X Pix §" H 2 phg 2.5 pl,
ANTP(£% 2. 5 mmol/1.)0. 5 uL.,50 mmol/L. MgSO,
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B HSV-2 ji&Zt Vero 4ii}ifd 48 h J5 (the Vero cells
infected by HSV-2 for 48 hours)

1 IE% Vero 4ig5 HSV-2 &Y Vero 4RI (X 200)
Figure 1 Normal Vero cells and Vero cells infected by HSV-2( X 200)

2.2 ICP27 A R&gy ¥ DISEEU e aE LK 410
Btk , P1.P2 S5 |41y ICP27 JE[H, PCR BEJiE
k. LA 2 000 bp DNA ladder marker 5% &, ird"
B A 5 U R BOR/INAL 740 bp)—2, WLIET 2,

1 M
(bp)

2 000
1 800
1 600

1740 bp

M: DNA marker; 1: ICP27 JE[R PCR §" 5474 (ICP27
gene PCR product)
2 ICP27 JEPH PCR 4347 W) ) BRR M BE IS HL UK
Figure 2 Agarose gel electrophoresis of ICP27 gene PCR
product

2.3 F4i% pCDONA3. 0-ICP27 B B | 5 %

&  EcoR 1 .BamH [ XY 4 kL, i) 5 4
EEC LK S » 45 R 7R, FE 2 2 000 bp A2 5 000 bp
Ab s B AR, 5 WUH AR, LA 3. W R A R &
Blast b X408, 5 36 B B 572 A 9 8K 7 B db
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M 1

(bp)

2000 -
1800
1600

1740 bp

M.DNA marker;1:EcoR T .BamH T X Jif] 55 20 5k
pCDNA3. 0-ICP27(Double digestion of pPCDNA3. 0-ICP27 by
EcoR [ and BamH )

3 TEHHFOR pCDNA3. 0-ICP27 (3] %
Figure 3 Indentification of pCDNA3. 0-ICP27 by double di-

gestion
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2.4 ¥4 5% pCDNA3. 0-ICP27 # 4 Vero %m jit
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FeH] R Y 4 ikl pCDNA3. 0-ICP27 |1 Vero
S 42 HA) RNA A B934 th ICP27 KE1A, T
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Vero i g A4 3, UL 5.,
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M:DNA marker;1: Vero Z4iiJffi/ pCDNA3. 0-ICP27(Ve-
ro cells/ pCDNA3. 0-ICP27) ;2 Vero 4iiffi/pCDNA3. 0( Ve-
ro cells/pCDNA3. 0)

4 RT-PCR %7& ICP27 FERAE Vero 4 71k
Figure 4 The expression of ICP27 gene inVero cells identi-
fied via RT-PCR
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1: Vero 4 ils/pCDNA3. 0(Vero cells/ pCDNA3. 0);2:
Vero 4 Jfii/ pCDNA3. 0-ICP27 ( Vero cells/ pCDNA3. 0-
1CP27)

B 5 Western blot #ill] ICP27 Z&

Figure 5 Detection of ICP27 protein via Western blot
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ICP27 J&— A~ 76 40 I A% 5 40 I J5i v 5 4 1Y)
RNA G55 EH . xEHA MR ARMH 2R F &
25 FI8 RGG -box. i EREMS 5 RNA 455 . mR-
NA ZR T AN 5 MK Z 8] XA T HSV mR-

NAs By HE B2, ICP27 A 2 % 5E 5 41
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B, 4n US3., US5, US6, ICP22, LAT 4§14,
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HSV-1 S 40 i 98 -1 & 3. ICP27 2 5 T #TE
p38 Fl Jun N-A 3 £ 1 (JNKO-22 24 5038 b 28
I3 (MAPK) 553 1% 31X 2 A4 38 56 19 3300 R 1
Bel-2 R A b S84 g =0 . ICP27 S5
SR I SRS (RINA RRUE M R T DA R 3 1Y)
TG AGA O 190 B 10 V8 AR T 16 5 0 T Fn A Ak 1
B DIAE . B Aubert 27 HSV-1 1A
L ICP27 %o BH 1k 8% G i 4 Jf 8 12 2 25 75 19 .
AN 7E HSV AR 5 #3305 1Y i #2 b, TGF-B
SMAD 3 1 1) 00 BT -5 35000 40 i JR T~ 2 A nl 22
ES, HSV ICP27 765 5 40 I8 T i 2 75 5 3%
SE3H AT, HRTIAANTEAE

A FE DL LR R 1k JFURE pCDNAS. 0 1 %3k
FAR B ICP27 JERAH AL 38 23 flF 1) 0y 45 55
WE B T FLA% ik 8k pCDNA3. 0-1CP27,
Vero 4HAEMFSE HSV-1 FrEi 1o & — & L py
AR A =00 A WE 5T 3 A R B R A 1) pCDNA
3. 0-ICP27# I 5 4% Vero 40, 43 BIHE mRNA }
B KRN ICP27 ()3 35 F0 430 » ¢ BH o 44 282 1)
FARTT IFE Vero 40 M p B 63k, @5 T 1CP27
TE Vero 40l & kB, ik — 8815 HSV-2
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