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The Construction and Preliminary Application of Double — gene Express
Vector that Express Siat7e Gene and St3gal I Gene Simultaneously

CHEN Xiao — yun, ZHANG Ming, ZHANG Qi - long, WANG Dong, JIANG Tao — zhen
( China Institute of Veterinary Drug Conirol, Betjing 100081 , China)

Abstract : The complete gene of sialyl transferase (siat7e gene) was amplified from human genome by polymerase
chain reaction( PCR), and the complete gene of oo — 2,3 — galactosyltransferase [ (ST3GAL 1) gene was
amplified from chicken genome by PCR. Then the two genes were cloned into clone vector pMD18 — T seperately.
The complete siat7e gene was ligated with express vector pReceiver by BamH 1/Pst 1 double digestion to
construct the pRE — SIAT express vector. Then the complete st3gal I gene was ligated with express vector pRE —
SIAT by Sac 1/Xho 1 double digestion to construct the pRE — SIAT — ST3 express vector. Restriction enzyme
digestion and DNA sequencing analysis suggested that the recombinant expression plasmid was correct. The double
— gene express vector was transfected into MDCK cell. Detected by fluorescence microscope, the GFP was
distributing in the transfected cell. So we can conclude that the foreign genes were express corrected in the MDCK
cell. This study establishing foundation for the final construction of a MDCK cell line that adapt to suspention
culture and more susceptible to avian influenza virus.
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1.3 AAn 2 %4 DNA B8 S AR
BUsR & QTAamp®  DNA Mini Kit B35 45/ 44
(4 I P S R 2H AR IO AT, DR R AR 3. Bk
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WAL T 58 #E ) siatTe BRI A, IFAE ORF W5 |
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V1581U; taggatccATGAAGACCCTGATGCGCCA
VI581L: aactgcagCTAGAACACAGGTTTATTCTCA
€0384U; tagagctcATGGTGACCGTGCGCAAG
C0384L; aactcgagTTAGCGGCCCTTGAAGAAC
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10 x Buffer 5 pL,25 mmol/L MgCI2 3 pL,10 mmol/L
dNTP 2 wL,25 mmol/L i F FI#5 1445 1 wl, fiA
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Gal/IPTG AR I ,37 CHFEp 7 (12 =16 h) , 5K
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X R A 77 H 1) 240 A 4 AR i A2 A A A
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TR B AR A — B . EONTE A, X
SO i R AR B T AR L R O — T T, W]
DAE b B Ml AR AT A T BE 200 M 2R, A2k i
(Vero) 5 MDCK #fi i, J2 4 Fi U 8O i 26 )™ foc 1 v
Byl A R, F B2 R B XX 40 i
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i B R R R T B B T FL S A R

LA 2R LA S I e 7 A AT S 2 L 7 S B[]
PR A f T R 7= A ) e I R (HA) 5 i
AR, ELAT A K 2 B0 B .
FEAYIE, R MDCK 40 i 35 3% 24 7= (2 1, Hofs
SR R, SRR A A BRI
TN A S 3 B 2% MDCK 41 i 2 57 31 2 370 Jk
REHT A= SXOPP IR B AR 7 L ARl AR
FERUAS R SIS IRRE 3 T2 0 40% | TR Bk )
HIPEm T 3 A%, RIB I bR T AME TS e fE
AT W T AR A T 5557 i MDCK
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S, RIERC RIS SR LA Cytodex 1 M REER A 41
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FRATREE — 25 WF5E B P i WA SR IR L siatTe
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CK 201 i 11 22 TR RRAE. , AR S0 2 L 3 1 A8k 17 5 5% 1)
P, DABOG 88 e 7 19 U
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(48 T 4T AR SR SRR U 2 4 B, R R R B 7 R R x4 PR B SR SR R Y
/NI RE (MIC) EH#AT TR, EREN, %Hﬂ?%i?%ﬁ%@%%%ﬂ%ﬁw%%%ﬁk@,MIC<
0.03 pg/mL, KX SR A WHRXGM(CENTEZMEZERER) KTEZMELREER, AR
RAEWEE NI Z . KRBT AR R EA RO EURGE G 2 B ERARESE
[SREER] 78 3R SR s 0T 20 477 5 RS 1 5 S /N L

Study on In vitro Antimicrobial Susceptibility of Mycoplasma hyopneumoniae

ZHANG Chun - ping, SHEN Qing — chun, HU Hai - yan, WANG Fang,
XU Shi —xin, NING Yi - bao, GAO He —yi
( China Institute of Veterinary Drug Control, Beijing 100081, China)

Abstract; In order to investigate the antimicrobial susceptibility of Mycoplasma hyopneumoniae, broth
macrodilution method was used to detect mininum inhibitory concentration ( MIC) of four isolates in this study.
Results showed that tiamulin and ciprofloxacin (MIC <0.03 pg/mlL) were the most susceptible to Mycoplasma
pneumonia, followed by tetracyclines (tetracycline and doxycycline included) , lincomycin and tylosin. Reduced
susceptibility to florfenicol of M. hyopneumoniae was observed. This study provides references for prevention and
therapy of Mycoplasma pneumonia of swine and appropriate use of antimicrobial drugs.

Key words: Mycoplasma hyopneumoniae; antimicrobial drugs; susceptibility; MIC

W S IF AR S R SRR A (BRI FEIMFRBOI R B R A 35 AR P 938 1 T LA
SR I I FE AL IR B R AT A SR TR A ARt B (R AR AR A K R il A R

E€WA: Ui RHEEH & 115 (2009B52) ;863 11X (2012AA101302 )
YEE®IA: SRAME, 2, BIWFSE L, N4 TR A T 22 S L 25 5T . E — mail : chunpingzhang@ sohu. com

%%iﬁk [3] Jaluria P, Betenbaugh M, Konstantopoulos K, et al. Application of
[1] Chu C,Lugovtsev V,Golding H, et al. Conversion of MDCK cell microarrays to identify and characterize genes involved in attachment

line to suspension culture by transfecting with human siat7e gene dependence in HeLa cells[J]. Metab Eng,2007,9.241 -251.

and its application for influenza virus production [ J ]. PNAS [4] Regina Todeschini A ,Hakomori S I. Functional role of glycosphin-

2009,106:14802 —14807. golipids and gangliosides in control of cell adhesion, motility, and
[2] Tree J A,Richardson C,Fooks A R,et al. Comparison of large — growth , through glycosynaptic microdomains[ J]. Biochim Biophys

scale mammalian cell culture systems with egg culture for the pro- Acta,2008,1780:421 - 433.

duction of influenza virus A vaccine strains[ J]. Vaccine, 2001 , (EEHRE TR 7)

19:3444 - 3450.





