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Abstract: One pair of primers was designed and synthesized based on the Haemagglutinin (H) protein
gene Sequercéin the Onderstepoort strain of Canine distemper virus(CDV). The templates were produced
from the reverse transcription reaction, total RNA was isolated from the Vero cells infected with the
Nanjing isolate of CDV (CDV NIJ-15). The full-length H gene fragment was amplified by polymerase
chain reaction (PCR). Digested with EcoR I and Sal I, a 1058bp fragment of the PCR product was
cloned into the expression plasmid vector pET-28b (+).The recombinant was transformed into the
Rosetta™ and induced to express by 1.0m mol/L IPTG at 37°C.The expression product was identified
by SDS-PAGE and found to be 38kDa as expected and confirmed by Western blotting with
CDV-Onderstepoort rabbit antiserum. The results revealed that the expressed fusion protein in vitro had
the critical antigenitic epitopes of H gene of CDV.
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F B, LAERAI R R HE 4R € (7] 7L & T pET-28b(+)F, RJEH B4R 115 X B Rosetta™, 7 37°C 1.0mmol/L IPTG
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1.1 &tk BRRS5EH
CDV NIJ-15 ¥ th s & 55 A5 st X CDV (i
AR s, R R ReE. RIETHR
pET-28b(+) i1 1% n AR b A2 37 A i il = S0, A
J: 78 Rosetta™ 19 |4 275 45 7] .
12 iit?ll
W4 P EA RT-PCR M. £
Bl B DNA e R4 5 x;tf;ﬁi%z_fffs ) o
,a TG Tl NSk S St st PO 2 3
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Total RNA Isolation System(Promega % v )15 i fif
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1.4 RT-PCR
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L4 Py 1pl Gopmolipl), BEEBE T 70C
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..JL':-J(J—

1.43 PCRY"5%: cDNA #ifl SuL, 5|49 P 1L,
5149 P, 30pmol/pL) 1ul, 10xPCR Buffer(Mg*™
Plus)5pL, 10 mmol/L dNTPs 3uL, Taq ¢ 1.25U/ul)
TuL, #AKZE B4R S0uL. PCR RIS 4, 947C

3min, 94°C50s. 56°C lmin. 72°C2min. #7130 4
5, B S T2°CHEM 10min. PCR P12 1% 5R
B s B A o L/ [
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SRR IR 2w W, LR UE M5 o e 42
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Fig. I Analysis of CDV H gene fragment inserted in pET-28b
vector
Lunel, DNA Murker DL2000: 2. pET-28b-Hyy digested with £coR [+8af
113.37kb+1.05kby; 3, pET-28b-Hes digested with EcoR [[6.42kh); 4, pET-28b
i+ digested with EcoR 15.37kb) 5. 2DNA Hind UEEcoR 1 Marker.
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BEAFENRIETT SDS-PAGE. &5REM,
FAL AL 38kDa Ab 4% TR 1408 (19 2A).
24 RIRLEED

38R R &l AT # CDV Onderstepoort %
RPLMFFERY, FHZEAEARL AR HEAN
HasUREdE (E2B)
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Fig2. Analysis of CDV H gene inserted in pET-28 b{+) vector
At SDS-PAGE. B: Western blot. |, Low Protein Molecular weight marker;
2.5, pET-28 bi=jinduced by [PTG: 3/6. pET-28b-Hes recombinant before
induced; 47, pET-28b-Hpg recombinant induced by IPTG
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CDV TR 4 B #RA 78 Tz ik,

FIEVE R R A% pET-28b(+)1) LIS 4 His
Tag™ PREMMG R T, HEMEAFEY 1L.0kb
Lo AL B S HIE N 2 K FEHI9£Y) 1.9kb
B, LISRIGCRn H fi)s, EARRRD). %]
BESLUTEEH X: DATHE CDV H HEp & A A%
KEFTEHAES T, BEWMTF: 20 4 AGA, 4
~ AGG, 3 CGG, 41 CGA, 171 AUA, 84
CUA, 11 9 GGA, 74 CCC, Bit 74 N Ff &L
T U ReAMEFERR KR, it T RERE RS
REARE Mg AT AE A, Huk, A5G U £E A
AT ARSI OB, BT EAE S Rk S
i K R 255 7 280975 B Rosetta™, &
R 375 1.05kb BRI T RAFRIFIA « (RS
R, 5'me) 750bp M BAEMRAL T 1% B ik &1
TR TR AR, HIRE AR .

SDS-PAGE FIGu 6 G = W], H R H B i
EHAR ST ERAL 38kDa, F H A & SR E i et
TURFRAL. T, BRI EIE RGN kP~
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o T REFE AU B & 2 v e, R WFoT L
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