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Eukarytic Expression and Identification of Nucleocapsid Protein N Gene
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Abstract: According to the published sequence of N gene of CDV, a pair of primers was designed and
synthesized, which can amplify CDV N gene. N gene’s ¢DNA fragment of about 1.6kb was obtained through
RT-PCR from FOX TA strain of CDV, and was cloned into pIREShyg Vector Eukarytic Expression Vector
named as plRES—-N was constructed. pIRES-N was transfected into CHO-K1 cells with coprecipitation, and
positive cells were screened with hygromycine selection. The N gene protein was expressed in the CHO cells
proved by IFA. The N gene was transcripted as proved with RT -PCR. CHO/CDV -N cell strain was
constructed, which provided evidence for research of CDV serumal detection and gene vaccine.
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DL-15000, £ FIF K J 50 HI 2 DNA /) 5112 [m] g
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P1:5’-GCGGATTCAGGGTTCAGACCTACCAA
TATGG-3’

P2:5"-AGGATATCGGTCTTGAATATTTAATT
GAGTAGCTC-3’

S KIEREEY TRRAF G WETERK
B2l K, W BTl 20pmol/l, 73 AR 1E T -20°C Uk 48
5 H
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2.82 m s % RNA #32 I & RT-PCR #m H{ 500ul
0 W BV 1) FE e N 800wl Trizon 41 B 248, 95 %
RAE, BT =M 10min, 285 [/ b A 200 4
15, A G T30 R S Smin, F5T 12000r/min 4°C
20 15mine W, 3 0.5 AR R A
W, AR AE T EH N EE 15min, B J5 7E
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/N 1603bp, 15 T4 25 pIRES-N [#) BamH [ Al
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S N A 250k %) 2000 g/ml BEATIRE, MU0 N
RIGIR AL, 3d P, 40K =0T, BEJS (1) 1w
WL A IRECER AR D . ARSI, tw IS, v WS
F LR 2 FE ) SRS A i i 4 i A, S 2R 4R T
2 DN CHO-K T 4 a3 Ae s, WA iS4 it o
TELIIRIE T A MBI B 2, 5 i v MER S o e
FHRBEH A0 5 e B BB RS IR0, Al T S 2k
Koo BHAG IRTIE IS ) () B, 40 ML TE A TR AR A, i 274
RBEHAZR . KL 2w J, v LA B0 57 16 1) 4h g
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3.4.1 A 4 %9k 5%k (IFA) X B 4o 25 2 am ik 09 &
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2.8.1 (W5 1L3E4T TFA iR 56, CHO/CDV-N 4 il 41 %< 't
WA NS AT WARE R PE YO, T CHO/hyg 48 g 1l
AR L ¥ CHO-K1 41 M 20 ) A WL 5% o (B 2) o k&b
AR, VP2 I DR 7 BH M e g i b 13 2B T A RGR
ik

3.4.2 RT-PCR # il 5 3 2m fo k4 &k = 4 K40
[ B 1% CHO/CDV-N 4 fitd ve [ Fl CHO/hyg S A e %t
(1) CHO-K1 BATE4H L, 43 nild4 e 2.3 (7 VAL Bt il
&\ RNA, JF4% 1.2.4 J515HET RT-PCR; 1 %5 5 Bl eI
FLYK S 2 , 285 L 5 6 BH % CHO/CDV-N 41 i v I 1)
RT-PCR, %43 T 45 1603bp 145544577, 1l CHO/hyg
S AR YL CHO-K B 41 f 3 A B4 384 Hh AH BV 1)
gkt (B 3) o 25 FAB W 557K FuESE T CHO/CDV-N
MPpRIET NEA,

B

& 2 PIRES-N %3 CHO-KI1 4 i1 §9 18] 3 5 9% 2¢ S 4 #7 (IFA,x100 £5)
A:CHO-K1 40Jf1; B:pIREShyg %4 CHO-K1 4AJil;: C:pIRES-N %% #%: CHO-K1 4/
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4 iFig

WA 73 1A I R R, AR BRI B R 3
RPN CEP AR LLBE RE, WE EAZR R Bk
W EATEDEL, FAE TR A 5 1 o OB S A 1) ) i
FIRRIGFEMRGF . AW T AL KR
& pIREShyg, 844 12 v B A7 s UM 128 e A 22 [A) A7
— AN I AZ B AR BE NAT 14 Ginternal ribosome entry site,

IRES) JU - AHE , 15 JE DA 55 0 126 i DR 3 ) Ak 7 ) —
M SRS RN EE H N SN TR C S 8 NP 1Y fipvive 4 PS a]
[ I 278 5, FE[)— AN s A BRI AN ) () 2 o LA
RAET, RHIRES oA WSR3 ¥ e Ik T JE3)
T2 AR s, i L R AR A B T DA N XU
X mRNA [ 5" i Ji )l P 0] LUAE IRES 47 &
Ja BREE, DL, 6 TP SRR R LT BB R
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DI IAEFEAN TR G B0, AR R I e, 7077
HERLRAT BRI W R, H R 2] 73R, 1 HL
TN AT 3k A3 B 38 R AR e ik IR, #8 1
ST Dk, StnT LA 21 H Wse b, KRRk 7 BH
PEVERE 95 1k TAE .

CDV 4% A< 3% 8 11 A % HoAth 45 79 23 1 bL e {3
5F, I HAE CDV IR IL | 4 536 F0 52 1) ik 7 o ke i 4
49, 5 CDV [1)8; 1% PIAH OGS, %) CDV 1 S5l A= 17
HABEZE X CDV N & H WU AR AR 5 A F)
T CDV W E A AT, WK ILRIE CDV N 2P
FVRAEAR 5, Z BRI R AR, AN i I 2 S 1R
FEA, AR A2 Dy BE AR AN 23 A U

AWFFUK CDV N 3 [ 5 B 1 30 8% 3R 08 8k
pIREShyg (1) MCS H, it i FR45 724 4 CHO 4 i,
Z W R 2 IR I , 79 280 BH P e B 40 e, 28 (Rl B S e ¢
s, BT B v R R IR T H ML 358 2 A
H 44X, CHO/CDV-N 4 Jifd 55 X 41 () RT-PCR 45 2R
FWI,N JEH 4845 5] CHO 40 b IF 86 5% 7 I 1)
mRNA, [R5 R, #57) CHO/CDV-N 4il fgtk 2
A LRI iR IR R e vE . RN i, R IRES Joff
TEFE AN IS HRE DRI 5 1 DR, A 9 JE 3, R —A
JA BT ] 2 AN IERERIE AR, i %R

1K RGP v B TR 1Y — AN A . R RS RS
SEFIL CDV N ) CHO/CDV-N 4 ok, 7] AZE—
SEFERE EIUAR CDV 2R B A B IAE, RS
ST 0355 27 2 TR 790 P 2 7 R e IR 93¢ T a3 7 ¥ e
SAT T AR

&% ik
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