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¥ 4R S 1E HH i Py R R SR 45 B 1) B B0 T ST P
EEA EHEE E&EET  HEU

( EIUERE RS THRESINTE, Wik Tio0i2)
< 327332
;- 3 =

EARAE BT MDA AET /1185 ( IINEHE )SEMEERBRITRES
R b, S5F AEapXZezmpUCIBTF mE TS EME ER M &6 B2 B, BE
BT REEERH4HEY ANERRES SRR ARERLM. REFH—F 1L TXyIE
EE-MEZS 2, 3I-WINEEE(Cat02ase)ix — B 50 Rk TEZE E T EH %k Afr{E,

Chpleipnnns xo_sn 300 o) 4

E R, BiFEgEdim#ss (HFRSY) Mot R EAERERT, EEL B K K
HKIRA &S Z. BfAFEEALSNTT HEBBRMESMNEME, TRTRERES
SMEH cDNA TZERIFZ 5t , ERBRHERMTT EERE: HELEERERRRE
AR — T B ATV, T EAX S R TR SR, R FELE RS
MEREDCHBEM PRERZFY, (GERT #RUFBIFRO2MMEE T Bay DNA T
BT, BRItz ShEHRE. EILETLERS RN ERE R ME L cDNATZER 1§
T, FIBERFFIRTS/118FRp B E TR — S M (58 BRI Uy
SR TEREREM. [, RNAENE 2 ERICERyIE RRIPXZ62TFFEL
{2 B PR B H S A

e 5 5k

1. MHOM|E E coli IMI03 WskmABt EIL BB ERE, SSHBENWEARApASIIS
EMBENEAREPMsel 21 h 2E L S MR MSchmaljhonid - %M IM103(pXZ62) [*]
H5IM103 ( pUCI8 ) B D& ILE &,

2, DHAMMfEHIRSRIEMI!
3. XyIEEEBE~WCat02ase Il HH REFFEILEEEH Ts0oml MIILBE % &,

FITCRERBESLESR, BIFASEHEREE LW EN &, F10mmol/L ph7 5Tri-HC1¥H—
I, BETAEEEIng/mIiyTEG ( 50mmol /LTris—-HC1 pH?_ 5, 1ipmmol/L EDTA 50mmol /L

ZirF1ee2d4Es AL B, 7T Az2eQ{EE,
1) HI{FER FEEFBEREWH TEWITE,. 5 100850,
2) BELERSFESHEWIAE LR 100037,
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WEE ) EEDP, BriEsomin, KRB REEAER ( 100HA Imin x 5K [EIFE20%ec) , pﬂﬁﬁﬁ
EpEEEs ( PMSF) = lmmol/L, MgCl, E50mmol/L, DNAase ] E5lg/ml, 37°C30min, BE Qs
4°C170,000F /m 20min, FHLiE, FO.5ml b0 10ml XS PiMRELEE—K, F LM, BAREAET
¥, H¥%T pH7 4 PRS-T phifich W,

4., HEHMHHHE FAIBM PC XT 2868 HMES B AEREFTHENEHRT,

& xR

1. BRERFFHBAMMASHER (REIRE VAT

HFRSV76/1183kSH BteDNAhE Wik B H M LR 21200583, FmD420TEE
B A ENHAELEFHB A 28R SRR EERAIFAMNZREERATRE,
B EFLT0TEA S, S8 65 FHRBBEDF. EhF6 2N LaEERE
Pvuy, AceI Hindm ,Pst1, SphI, Sall%, R@ARELEE, REE—E8FT
A e ITH R WA LR H 8 BB (N TGATG, ATCESH —EMEEHRRF ) .
ME- B R E 236167, e 366 TEELfLS, FTHTAF RS, EdERpEY
frdigs AceI, Clar, EcoRV, Hindyg, Hindir, HpaT, Hpog, Pvuy, TeqI %,
MER 3w ERE _ERESREAEETE, 52— ATC A F41-43H &,
2 PR TAG I BT 353446488 5 C1LMGC 2 F — I M IR ER KL, C1E B HI5-1880
MEHT, C2HMA Hi85-3445RL R, MEZ MMERS~ME B AREIIBPH
M T B . FEC2AR A 1 AR — B AKF 7. 5B 1913- 191844 i 25 SDJF31) f01934-1936
PERTATG(SG2iE4R %), FE MR L6bp (EHLD, Al fE PR B R F RN Pl EF .

TCAAAATTTTACACCAGGATGTTACCGGACACTAAATTTATTTAGATACAAAAGCAGGTG 1920
$s K F Y T R M L P D T K F I » I Q K Q V
Q N F T p G C ¥ R T L N L F R Y K 8§ R C
K I L H Q D ¥ T G H * I ¥ L D T K A G A

CTACATCTTTACAATATGGATATTTCTTCTTGTCTTAGAATCCATACTGTGGGCTGCAAG 1980
L H L Y N ¥V D I 8 8§ € L ® I HT V¥V G ¢ K

Yy I F T Mm W I F L L Vv L E S§ I L W A A 5§

T 8§ L. Q ¢ G Y F F L § » N P Y C G L Q V

G2--

TGCATCAGAGACACCATTAACTCCTGTCTGGAATGACAATGCCCATGGGGTAGGTTCTGT 2040
€ I_ R D T I N § C L E + Q C P W G R F C

A S E T P L T P V W N D N A HG VvV G 5 V¥

H Q R H H » L L S G MTMUP MG = V L F

B 1 MAB-DNAmIsEl-2000bp b I H R FRI EHRA=EHEFET R
Fig, 1., Nueleotide seguence of 1881-2040bp of M fragment ¢DNA mnd correaponding emino scid

sequence of three sets of reeding fremes, The seqnenes resembling SD sequence is naderlined,

2, SEFA$SBamHI-Hind I RNV A B IE S

B FSH EcDNASE AT pBR322 JH¥rH, #NAN FEF =1 BamH1 i SfW
HindT 5, BOEEETETHER, EFHEXETHAE, Big6e3ibpp R (BEEB
MR F102bpyBamH 1 B 733bp [ Hind Il ) T A& R pUCLS o, HEFAL
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pXDH1, RIAZE FIPTCHMX-gal -1 | Bk & M ERET, BN EK47bp
B EE C Hmid B E733bppyHind T B 1206bpagBamH T ) PEpg » pXZ62 1, #HEEE

PXDHz (52>, BT Afdf xyIE P Ko ok 18 45 ORI 6 3 ) FWE 8T 0.2mol/L 453
B

BlH
30
EXEN [Z748
a1 !
1238" .
7y T, XM
( Ligase|
B HPH
wamn X ¥1E 8 H xylE gl:n::' 'PXDHI \
S 5B S fragment | 3.3kb )
5 WF
-

t—Lacz EE Lacz gene S

Bl2. SEEKEGBemHI-Hind I FMH0H By T
Fig.2. Subcloning of two BamHI-Hind][ clewved fragmsnte of 5 geue
A, Aval; B, BamHJI, C, Cla]I; E, EcoRTI H, Hiud
Hp. Hpel; P; PatI; Pr, Promoter,

M3, pXDHIFpXDH2EGHE R R4
Fig, 3. Electrophoresis analysis of pXDH] end pXDH2
{1) pXDH1 A, uncleaved; D, HpaI; E, HindX pUC 18; B, uncleaved; C, BamH]I; F Hpe]
{2) pPXZ62 G, uneleaved H, PstI PXDH2 I, uncleeved J, Pat]
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TEREBOR, REFRIMARERLEFEMEEEA T, WAL RS EA T 2R
IR RIS, AT AN B R KRS (E 3 ) #—FWE.

3. MppdHpa-PatIBiIEB(2GCeRE ) HIFEME
ME-F3eDNARG DL P g Pt T {7 A TaE T pBR322 1, B S B Pst T Bl B [6] i3 . 6k by
MErEE, BEECIE 4 34350 RE, &AL pXDH3 g E A 7 , e Ap Te (I % . ity A pXDH4
PM56
}P
F HP yp P Me&
1 1278 1883 3606 M fragment

92 G, 18RO 1985 G, 1445

)mJ Py

a0s
1278

1735

FPH

(/“ PX762

6 Okb
C

‘(}[Egcnc
H *c ‘HP
2kb?
Ak b ! "_l,\S EPN-JIDJ*N& ﬁﬁ# <1kb v
3 ort A fragment
1 T.EEH the longest <1kb
k T. Ligase H + HPp

PH

EHd4, SC:EEBEUFENIRELR

Fig. 4. Subcloniog of endepuclessed fragment conteining G2 gene
A, Ave] B, BamHJI; C. CiaI; E. EcoR]T
H. Hindl[; Hp, HpeI; K, Epa]; P, Pu]

M)A 0.2mol/L 452X “ByW ST AL, HAFRRAHERE (M5O, 2RERRR
B VGRS (B 6 ) HEitEEAT .

4, ARENRSFSRENRE

FEEARKPXPH2R , HsyERFBHNMARERBEHRTE, LB 473
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BHE, TRBESSE_MNIERRE

Chromegeniz rexction of different bacterial eolopies

A, IM103{pXDH2), yellow;
B, IM103{pXDH4), white+JM103(pXZ82), vellow

Fig. 5.

B6, CriPRhEtRRDEKTIT
Fig, 6, Electrophoresis analysis during G2 gene clening
(1) pMsg A, Hindly; B, PstI; C, uneleaved
(2) pXZez D, ADNA EcoRJ +Hindl; E, uncleaved,
F, HindH, 6; Hicdf 4+Cla]
(3) pXDH3 H, HindX +Hpa]
(4) pPXZ62 I, uncleaved; K, BamHT; M, Pst]
pXDH4 J. unecleaved; L, BamHJ; N, Pat]
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bPR BARRAREHER, CHIE R SHENER . HxyIE K HI 8K FH pXDH2
W xylE B PR GA RS A0 B A AN T RE R R A£G NETH R, PTG g A1 0gmol/L
BE1000amol/L, BIEINTI0ON, ARAF-HCatO2asciyitiE ¥ MAES50mu/mg,
BB L0gmol/L IPTG H GRS, AtERF N, RXBTIMN L0 RF. BN
HERXESBRBLARR(ES), BRANNBERAE, RERRYHATHSS 6 M,

‘é‘n 500 aEn 1000t
= =
# E400- E 800+
e — o
H 2300 #H T 600
& = B g
v =
3 2 200f < o0}
& a &
G g 100 g 2000
{2. % = = “ z E - w
Ot 5 10 20 50 1001000 2 4 6 B
IPTG Wi WA (M)
Concentration of 1PTG(pmol/ L) Induction Time { hour}
H7. IPTGHARHEENER He. IPTGHSMNEAIILEE
Fig 7. Selection of 1TPTG induction Fig, 8. Compariseon of TPTC induction time
concéntation o with 10p mol/L IFT G xwith 2o0pmel/L TPTG

+ witheotl [PTG ipnduction

KU SHENERREEX, AXHERERELTHEME, FREATERRE
HEFESENARFHEXER. 452 ANREATHWERBUATEER, EIWHHENR
FTESEE LGS AL, AHIM103(pXZ62) Frffte RS IM103(PXDH2 ) KFH
. &RW 473bp FRUFRE FHASIRREFEPS xyIE RHZEAARXEEESHN L
JA A

Wi

RIE R E MIANE RNA BE 3 KRFEA S EaRESRARAR"", BS5
SRR TN, AXHS FIM EERBRFSBRTERE, EHETHNERF BN R
BERTI REFES, XERES T RRLAENEARHNERE. EkEM LR
& s R RS E NS A BT AR, LS S K PR — AR RS
FIF S EE SRR FHRITREAE. RMERABNRGB>YiS, hTC2EM
bb G125 (5 i EAR R {5 % » 25 S AR 380 /1n o A S0 P 9 73 OB L 11 L S B/ 1,

W o FT R 4 PR A BT 5 ( Hpa TPt 1 ), S B MEL RN N T2 & i G2
£ ¥ 3 U B 0 B TG B K R SR T R0 R % SD R I B SATSATG S i g, B4
G2 £A, UESE T EABGETEENTL. W EFSEN LA S CRE. &
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Fhy ERECHL T HFRSVAFREFE A M Y. MR T2 TEEERE
E, BB TR e R EERENETER.

FIAl &xyIERE ) B ik pXZ6245 BITERET MITELFEG2 - B ( £91,7kb ) S5SE g g
B AT3bp B, B G R B IR AR T xyIEE B, BT A F « y1E B Y H6 N K I8 W Fe BH R R4
T MERAMTERERIELEHEIL, BRI Ny EXE XIS RIFHEMEES
T BHETRB R LxyIER R FR AT CatO2ase JFH S M HFREER A
F At RN FEY M EREHIERTER LW, B T, fT xylE-Cat-
O2ase B 5 2 25 B Fb 00 AL W B e B B LB iR g F o) 8 B A 18 MG 05 & £ pX 262
WHTEEEXINRE FRPtre, BEERGE HLaclqig X5 PLIIPTCE S, NF
Plac, Ptac, Pere, S FEE H IPTC FRHPFZHT, FRFSDABBFASNERER
EEF, HIMRHL00pmol/L-1mmol/L & %35 Wi/, R ILPIHCatO2ase kL
fERIENIEHE, MEESEEELEEEOD600£550.7-1. 00, FAl10oxmol/L IPTG %S 6
/INEFERE], XORPLEI AR E TR SR AT IPTG A8 H 5B S a0 N R 3R &k
B RABRER. A7 IEEESINEERBRAREREZRE, TREES, YEREH
MEEEARHFHAHEF, BrlZEcERTCRANRFNANR.
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Subgcloning of Hemorrhagic Fever with Renal

Syndrome Virus ( HFRSV ) Gene Fragments

Xia Dongxiang Wang Meixan Wang Jinyi Xu Zhikai
[ The Fourth Military Medica? University, Xi’an 710032}

Based on the systematic analysis of HFRSV strain 76/118 ( Hantaan
virus 3y M and S gene with personal computer, the endonucl:ased fragments
of tha two gene ¢cDNA were suhcloned for smaller gene probes and expr-
ession studies afterwards, The fragment containing G2 gene and the HindIr
-BamH [ 437bp fragment of 5 gene were cloned into pXg2, the positive re-
combinants of the former were selectecd by inactivation of XylE gene, a
chromogenic selective marker, while the latter did not inactivate XylE gene
expression, in this case, however,some expression conditions were investig-
ated hy detecting XylE gene product, catechol 2, 3-dioxygenase { CatQ2aze),
It was again shown that XylE-CatQ,ase chromogenic marker gystem wasconv-
enient and useful in genetic engineering reseerches,

Key words, HFRSV Gene clone XvyIE

1) Present address; Moleculer Genetics Center; P,0_Box 130(8) Beijing 100850,
2) Navy Genersl Hospital of FLA, Beijing 100037,
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