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Construction of HV S and 5’ Terminal of S Gene Segment Eukarytic
Expression Vectors and Transfection into Vero Cells

PAN Lei, BAl Xue-fan, HUANG Chang-xing, 1.1 Guang-yu, CHEN Hong-mai,
WEI San-hua, YANG Wei-song
{ Department of Infectious Disearses, Tangdu Hospital . The d4th Mititary Medical University, Xi'an 710038, China)

Abstract: In order to provide some data for study of T cell epitope, HV S and 5 terminal of S gene
segment were inserted into an eukarytic expression vector pcDNA 3. 1/V5-His TOPQ. The recombi-
nant expression plasmids pcDNA3. 1-5 and pcDNA3. [-S-N were constructed. Vero cells were trans-
fected in vitro with them. The transient expression of HV S and 57 terminal of S gene segment in vero
cells was detected by indirect immunofluorescence assay (1IFA).
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FIEARBEG S D M4, 3 H2EES I H D4
AEAMRTHEERK, ZRAAERS WEE
mRTEE SRS, MAUHERILEN REe
I, BAKTEH (Nucleocapsid Protein, NP)RIT
HE # (hantaviruses, HV)W FEZHME S, ©M
HV #) 45Kd~S1Kd 8 NP £ 428 ~433 ME & A
B NS 100 M EERAHSAEGEAE, B
R BHOE RIFE R ERAEIIRG ], B
MHV NPEEREDMEZRESONTHFEER
SRFEEEHITTIFEMR.FFEATL LA E
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GHEHRkEEWHE. TARTHERCOMERY
REMETRERTIFEER K B RE 8k FE,
AT AEZKTFRENERE S BERENELR,
AT —# THRENOF TGS, B IEFRTH
Mt SEEF B, RN SEFELEMERE S E
B 5’ Vero AMIFHFT T ABRIE,

1 MEEFE
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[.I.1 FE$ pecDNA3Z. [/V5-Hiss TOPO

EER S RE (1972-). & TR S &, (B BN, B, 19 E 4, S 9 UBRHEN ST £ WEW .
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HE xR ERE pcDNA3, 1/V5-His-TOPO 1§ H
2@ INVITROGEN 207, HEWREE LE 1.

T 2 product

peDNA3.1/V5-His TOPO

Ampicillin 5523 bp $V4ori
Neomycin

$V40pA

M1 5 peDNA3. 1/ V5-His-TOPO & T E R
Fig.1 Map of peDNA3 1/V5-His-TOPQ

1.1.2 SiEH56

HRIE Schmal john CS %1% 3 HV 76-118 #
SEHABRENHRE, F28 Mori M 50T R
Arikawa J 19 @ 3CHK, %71 31 $2 Primer 76-1:5-
GGG CTC GAG ATG GCA ACT ATG GAG GAA
TTA CAG -3'; Primer 76-2: §'-TTA GGT CCC
TTT ATT ATC CTT GGT AGT -3"; Primer 76-4.
5-GGG GAA TTC TTA GAG TTT CAA AGG CTC
TTG GT-3', H K& Takara £H LR LT & M.
Primer 76-1 5' ¥ & CTCGAG Xhol B fu &,
Primer 76-4 5’ ¥ & GAATTC EcoRIEYI{L &,
1.2 &%
1.2.1 BHMEEHHE

HUB AL PBV220-522( & HTNV S $R & %
RE) ARERKBETWE. UHEAER, LT
M1 76-1 1 76-4 T HE S EH & ETHE(37-1 326bp),
PCR [ M & % A HL R B PBV220-S22 0. 5ul. 1B 4
PCRY @ HAR, BA 2. Smmol/I. ANTP 2ul..
Taq B8 1.5U, 10 X Buffer 2L, 3145 76-1 fl 76-4 %%
10pmol, #h 128 F 7K & S 20ul.. FF PCR %
(PE 2400 B)iBEF+ £ 7 60C B A PCR &5, H
23 % 96C T4 Smin, 96°C 45s, 68T 60s, 72T 90s,
HPEHF 35 R, 72CEM 10min, BLSI%D 76-1 #
76-2 948 S EH 5 3 (37-501bp), PCR K MR £
E. BFZHH 96C B Smin, 96°C 30s, 62°C 45s,
72°C 45s, WA 35 W5, 72°C M 10min, PCR 7=
¥ A Promega %22 5] PCR =4 [ Bl ] & = e sl 4k,
1.2.2 BoIEEMEENERE B

H Invitrogen A &8 pcDNA3. 1/V5-His-TOPO
TA cloning Kit Z#. ¥, BEHEHEMBEE
TOPOBERY{EA F, EWMEE Smin, B 2uL EEF
W tRIFEHNE, & Amp FLHEERHR D 37CH
Hid®.
1.2.3 EHHARNMER

FH WAL SR BE( Promega) VI 2., X R
BRI MY, 5 Takara 2 FHETEHEF 7MW
E., B EMEHE pegene L EER.
1,2.4 BEARKFEE Vero MR

FRIEEREMTFHFTE. BAEREAIBAG
AP, 5 Vero B A 6 FLIRE, K THE 90% - 95%
B, 4l 2. Sml. Rl EfRE B DMEM
Wi Spg B4 BB 15uL J8 B B (Gibeo) HIA
SO0l XK MEMILEFE# DMEM b, ZREBE &
30min., ZEBMAZR 6 FLAEF,37C5%CO, F oh
B,CEBNENEMREESN DMEM, 48h 5, &4
S¥A,EARABEE 15min, BT,
1.2.5 EHARKIAER ZARPREYRN

RAESERER T E, ERFEHF LM 1:50
&M HFRS M AL, 37CRE 1h, PBS %, 1%
F. Bh1:10 M FITC Wit EM A IgG(E
FEFHFR).ITCHE T 1h. PBS I, KT, %k
BHETHE,

REFRANBREAN, LGMFERES R
EREMNZEED, 3T Sepharose 4B &, 4 H 6,
FF .0 ELISA SR EEHS,

2 HR

2.1 ELAMRN pcDNA3, 1-S B peDNA3. 1-S-N B
i

LAT |40 76-1.76-4 #1 76-1.76-2 T i S &
B R B (1 308bp, 477bp W1 2), 4 R EEF| pcD-
NA3.1/V5-Hiss TOPO &4, Bt X FHHE, £
Amp TTHERBEY I7CHEIT, B R ENR
HAEEEERK,
2.2 XM pcDNA3. 1-S & pcDNA3. 1-S-N #9
BE

M Hind T &4 pcDNA3. 1-S BE] 793bp BT
A B . W Xho I 841 pcDNA3. 1-S-N B3| 511bp
RITRI A . R 3,

M EERBUMHEREE, 5 Takara 2 7
F, 57118 % S ERAFIHE, Te—8, ®H
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Fig.2 Amplification results of S gene fragments
1, DL-2000 DNA marker; 2. Amplification result of S gene segment; 3,
Amplification result of 5" terminal of S gene segment.
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Fig.3 ldentification of recombinant plasmids with restriction enzymes
1. DL-2000 DMNA marker: 2, Identification of peDNA3. 1-5-N with
Xhols 3. ldentification of pcDNAJ. 1-S with Hind]l .

2.3 EHARY pcDNA3.1-S B pcDNA3. 1-SN #*
Vero fmﬂﬂq’ﬂqiﬁ

B RAR N (IFAYR N LB T & 4. W3
AR RW Vero B M4 HHERXT IR, FER M H 4/ B
HRH Vo HIRF, REEEQRKEEHNAR
BEH A REE %Y.
2.4 TEZEDQPEDELISARMERLE S

3 it

MEFFHRACKI, HV B KT EA(Nucleo-
capsid Protein, NP) B B3R 691 R0 56 4 [R1E,
BHEM NP HRENESRHLABR, TAFES.

WA BSERAEREFTHTREN, 5l NP MiE XA
MBRBF PMEE, B8 NP RES SR

£ —EHRFEERE, HIHERBRRNEREHA
SEHNEYRBREFEXIXEE, T NP 1R
WA 5 E R R £ WO B B AY S M i
AR, ZEHRERE NP RAHRAAKE
HER, EERRERCHAREMERZNIER
HERME S EREHFRAFANNE M HEBTIEL,

I

0.8

HTEN NP
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0.4

ELISA Cd492 Value

0.2
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I:2 14

- RERANREY
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BHs FELELISARNAIEBEEOHAR
Fig.5 Detection of purified NP by sandwich EL1SA

BEARNRENR BB EN LB ER
EE5R CDS + M+ S R A I % & Y %, BN R
ETHREVHARFTERFREEA LN TH
MEf, XFIOERERRFE NP T AREMAH
RIEFCHEREHMA. EXF 24 HFRS A
BREIFENE NP T AREN, E4RERE.

ZEDFEEEXFEREFF L5 EEME S 3K
E#ﬁ'ﬁﬁ:[ﬂ. HHEN Park J M %IB]&%% En-
nis F AFD Cruz ] EPOIHFRIY, BEA LM SEE
NEEFETEEAEENR, KAUEVTLTEERE
R T HERL,

TEI 3E 7% B M HFRS. HPS i 3 & A B5 1557 5%
P RERBNERCNEMATIBRAFEENE
X, —HEUTBAEEXNEFRERARENAE
{55, pt—5EY HFRS M RPN S K
WFEEER 5 - ENATHES SN 0F
REAHATH. B2 B FXNERERER
TR ML, HERE RN FIRIERES
AT R B R EE AL DUE S8 B BOW YL A
W T S5 E S M B, HFRS 200 R A 7 &
BEMH R E S,

H2IAM HVY NP EEREANRERETYNY
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HRUERGEREEHTTEEFRR, HEHATH
MAFSH, EERERVOEH LW ERRE
REMESMERT AP, RITETT 2 E3D,
F PCR WM PBV220-S22 BB RE P WL S
EERMEMKHE A TA REHHE TEA pcDNA
3.1/V5-His-TOPO 8 &k i1, BIHH B pcDNA3. 1-S
R pcDNA3.1-SN B# F BB &, I8 1 18 ik 5%
BF Vero MBS, T THRATRE. RIERERE
BT W E pcDNA3.1-S X pcdDNA3. 1-S-N 7E Vero
D A B R FiR., pcDNA3. 1/V5-His-TOPO Fi
HARENAIY AR B R R ENER#E, ©
H CMV BEF, HEA S ERK#BEEHN(BGH),
XHENEHRESEEOEREWH AR
Fik, HEHEHEM VS I Hs @THEXREA MW
M, HRAB S EEEERE . BB H.
Vero HREA S HEFRUMBRER ZHANHE
R RAASTAK. ERERIHSE S, HHKE
AHREMEAR, XS EMRLBRESERARLE
S ART N REREE A FFE G EY
AR A—EEL, RS ERELEBERR
SEEERMAT T EEEERE, BN T @i
RUMTIREEERD, RUEFREARNSERKL
B, RSHE NP bp TR BN, Rit—EM T
R%EE,
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