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S T JC I R 4 SRl RNA, JLJE 83 1 (1) [+
WE S WAL R Fom R Er T, r A
i gagpol Hl env 5 45 1) i DX DA A 9 i (1) K A g
2 )74 (LTR) o gag j& REV (A 7o & A3 A, £
T 1034 - 2533 {7 fig 5 2 ], 4= 1500 bp, 3 499 4
SRR, 4 i P12.PP18.PP20.P30.PP10 F Fil' 45 4
HH. P30 2 3 % R 5 M BUR A6 5 R 1 10
AW A VE Y . env & REV (¥ 3% B0 55 11 L 4,
W72 REV [ 3 2748 5 JL K], 55 77 A2 v BT AR A7 6.
env 5 R A7 T 6052 — 7812 4 ik & 2 1], 4> & 1761
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TREA T o RSE Ve A 58 Ve i) SR i 48 4k
filf (HRP) 50 S B0 TG Pk 5 68 s ¢ b %
(FITC) #1290 B 1gG HiiA &g B Sigma 2 &
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I fi g F W 51 % R (p30): 5-
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R U PCR P24 K/ 726 bpo JH 19719 ¢p90
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s R sl W RO Cgpo0 ) i 57—
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T A EARAT B W) & e
1.2.2 p30 70 gp90 E F &893 & : p30 Fl gp90 J [A]
[ PCR 414 s I AR & 4 F - pB1O1T BRI A AR 1 L,
LW s 1wl (25 pmol) , FiF 5[4 1 ul (25
pmol) , 10 x reaction buffer 5 L, dNTP 4 wL,Taq LA
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5K ;72°C ZE {1 10 min. PCR 7= 4 J1] 0. 8% B fig ¥
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¥ p30 PCR P29 ] EcoR 1 Fll Sal 1 XL Y], 7]
W PCR g U1 9> 55 [ g b 211G pET28a ( +) 24k
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PEHUTURL BE A7 B VI % 2 IR A5 19 BH R BORL dy 44 A
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¥ gp90 PCR =4 H Sal 1 Fl Xhol 1 X 1), [A]
W s 5 R G A BE ) pET-p30 J5 kL 3k 47 3 £, # 4k
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D5 I B P v B ok & Bl AR AR B R B A+
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Fige 4 0Dy, =0.4 -0.5 i, fn NK WK EE A 1 mmol/
L )5 N EE A ACB-D=F FL b (IPTG) , T 30°C i
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WWEE 1 h, PBST PE¥% 3 G K5 min; P65 5 1
NC 5% T 1: 10000 # % ) HRP brid (] e 08 1gG
PO AE A 1 h, PBST $E¥ 3 I B K5 min; 4%
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Papice
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Figure 1. PCR amplification of the p30 and gp90 genes and
restriction enzyme analysis for the recombinants. Lane 1 - 2: p30
PCR products; lane 3 —4: gp90 PCR products; lane 5: DL.2000
marker; lane 6: pET-p30—gp90recombinant digested by Sal I and
Xhol T ; lane 7: pET-30-gp90 recombinant digested by EcoR I and
Xhol T ; Lane 8:pET-30-gp90 recombinant digested by EcoR I .
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Y E 4 BAE K Z) 60 kDa fir B Ab HBLER 5 2E 1 4%
(K 3) , RAHFRIEN p30gp90 & 1fE 5 REV
BH P i3 s 8 H A R 1 B 9 e A
2.3 p30-gp90 R IML;EHIFI&E S IFA &

4 p30-gp90 Kk & [ =W %P 6 J & Balb/c
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<«—060 kDa

2. pET-p30-gp90 = A &H I iF 5 F* & SDSPAGE &
#

Figure 2. SDS-PAGE analysis for the expression p30-gp90 induced
by the recombinant pET-p30-gp90. Lane 1. Protein marker with
low molecular weight; lane 2. The lysis of E. coli. BL21 (DE3)
without plasmids; lane 3. The lysis of E. coli. BL21 (DE3)
containing plasmid pet28a; lane 4 —8. The lysis of E. coli. BL21
(DE3) containing plasmid pET-530-gp90.
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3. pETp30-gp90 = 4H 3k 35 & B AY Western blot 4
#

Figure 3. Western blot analysis for the expression p30-gp90
induced by the recombinant pET-p30-gp90. Lane 1. Protein
marker with low molecular weight;lane 2. The lysis of E. coli.
BL21 (DE3) without plasmids; lane 3. The lysis of E. coli.
BL21 (DE3) containing plasmid pet28a; lane 4 —6. The lysis of
E. coli. B121(DE3) containing plasmid pET-p30-gp90.

ANEL3 A g B L R 2 A E T S
SNV 43k D 41 iR e G (1) CEF 3E47 IFA 35, &5
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{10 B R 10 3 AR TFA v g 9% D, 3R W AR BF 98 R
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REV Jj B [ N IR E 0, Ik 8 A BT R4 19 e %
Js k.
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4. SNV ¥ iZ 5 5 5 p30-gp90 #1 M F IFA 45
R

Figure 4. IFA detection for SNV rescued viruses with p30-gp90
antiserum. A: p30—gp90 anti-mouse serum; B: normal mouse

serum (show negative) .
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(R L0 7 2 B 5 env BE DR 1) ) 9 PR AE 92 % LA |,
gp90 1] fE 5555 B (1948 5+ 5 77+ BOwi vk 0 pLE LS
M
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HA9901 55 M 5 (1) SNV ik /] 5 14 51K (91. 3% ) « Xt
REV U 1t 0 52 28 B < AN [) i Jas ke It 1) 25 bk #10
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Immunogenicity of co-expressed p30-gp90 against
Reticuloendotheliosis virus

.. 1,2% .3 . 1 . .1
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"South China Agricultural University, Guangzhou 51000, Guangdong Province, China
®Guangdong Dahuanong Animal Health Products Co. Ltd, Guangzhou 527400, Guangdong Province, China

Biotechnology Research Institute, Chinese Agricultural Academic Science, Beijing 100081, China

Abstract: [Objective] To study the immunogenicity of co-expression of p30, one of a group specific antigens, and
glycoprotein gp90 genes of Reticuloendotheliosis virus (REV) . [Methods] p30 and gp90 genes were amplified with the
template of plasmid pPB101 containing the whole sequence of spleen necrosis virus (SNV) , and cloned into pET28a ( +)
vector. The positive clone pETp30-gp90 was identified by enzyme analysis and sequencing. The co-expressed protein
p30—gp90 was confirmed by SDS-PAGE and Western blot analysis. After quantitation, the purified protein p30-gp90 was
immunized to Balb/c mice three times to prepare the p30-gp90 specific antiserum. Afterwards, we detected the REV
infected Chick Embryo Fibroblasts (CEF) by Immunofluorescence assay (IFA) with the prepared anti-serum. [Results]
The p30-gp90 was co-expressed efficiently by SDS-PAGE and Western blot analysis. The anti-serum of p30—gp90 reacts
with REV infected CEF in IFA. [Conclusion] The expressed protein of p30-gp90 keeps good immunogenicity.
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