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EIMTESEEREXMFEPLIERE

A

W4

(FREZHEREVIERNRN, 20D

FRFISRRPHC 79 8k, B T BENE 178 GRAREE TR, NI 3 ) 2 4
ERX . BMERERRREEB M ELISA K|, I EFE A ERAE 13 REBRLE
BLILE A 2 B o LR A SH i s EE B KB MR T R Bt el i B 5 B A S B AL N
LR ERFEE S FRBEAML RS PMM VO 38 BT T & BT 04, W L5 T

B 46kb,

XA EELNE AR XEGRSE onR

EELZ MEEkRSh, 185 8EHN
BRI, EF M Sy
GRS, BIELE A-BLEH-0 HE
EMARED EH, O HLUH R E 1 754 B
¥, EEANRE., SERERE 4N
HHEEEEZER, 155 RBim e sh
HEE I A NEREBEROR, I BATRE

HEflmEmweEs, BiiAvenis £
BOEREUXRN BN R T Rtk

L2, ExHE, RAFRII®RE T #.
1986 £, Manning ¥ RGEILINEIE
EWOMEEXRBTELRRE I £ 2 ®
WY, HESTKE LIRSS BART
R A IR EEEL N 78 Rtk H R
ERMERIES 8O Mk LT,

O R -

(=) #%

LOEERR:  EELINEE 178 (R/RFEAEY
BLONNMERD, B BESALEE S
Ke@HTIRBt; E. coli HB 101; E. coli
RR1 {(pHC 79); E. coli BHB 2688 % E.
coli BHB 2690 ¥yiith E R R ¥t
¥ TR 8,

2. LRM: [REENDE BamHI,

Hind III, Sau 3A. Sall, Xhol, EcoRI,
Sstl, Pstl F1 Xbal 4EEAMTEAT
F“fhe  Cfol, Alul, Aval, Hhal, Hpal,
Hinc Il Hac III #1 Hac IH 24 Biclab
D FP=fhe G BRE R Boehringer
wH™fhe T4 DNA %R Y%ELY
TEAF ™M,

3. ELISA F3GiRH: EILO LU
107 %5 T A 3P 26 5tk M &1 R 2B 7= o
FUABTRE (RETEAREFIZY
1gG), AL ni 4 My bl S i 32 BT 72 S o Y
BAEERI LS 4125 o TMB
(3,3,5,5 -4 HEBEK)Y Sigma A F
Fedhe FMEBH RN Serva AT,

(Z) F&

1. DNA #1614

(1) B oHC 79 it B4t fk: R
BB R R BUG AL, H# ] CsCI/EB 8
BERE P B Bt AT ik

(2) Zufuik DNA FOIRIER: B.OE
200 m] FEEIMERFH (OD =~ 0.3—0.4)
P&, BZTF 4ml Tris-EDTA g
(50 mmol/L Tris«Cl, Ilmmol/L EDTA)

AT 1989 5 1 5 1 [ H,
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bl tivd A

#

= b4 31 %

T 8mg 75 B ESUKE 10 43 3he I 10% SDS
0.4ml, BB 20 414, SIEH RNace
A500pg % 50°C K 1 /MY, SiRfnE
(Tris pH 7.4) XSG E, CETRE,
BB BN B,

LAEEBEEANTIE: B8 Scalengh'®
Fi, ERAKHHE BHB 2688 i BHB
2688 oy Bl TR SLEERY (SA) R
TRt ER (FTL),

3 BRI R

(1) EEN: 0625 CIP # B 5
Y pHC 79 A 1 pg 30—50kh EH B
ik, 10 (FEMEMHE 2ul, #RX
BIKZ SR 20 ul, lIA T4 DNA &
B Su, 12°C1ER 12 /e,

(2) E¥RE: B1Sel RRBIRY,
BERELERRRBOHELE B &,
BiNA Spl CDEREMNEY DNA, RS
B 22C 2 /R, A 0.5—0.8ml SM
2 20 4l gll.ﬁj’ 4°C ﬁi’?}—"o

¢ BB HEILOZ MM
TEREEEA 20 EHBE. 0 161 TH
AL, BRESESEMREDFERE
SR, 1—2 7 #9953 4 R
FIOATHYE, ML 3 0 ph 0 B R MAL HEL,
BHORE AP,

5. iR EHE ELISA: AREFEHE
REARTHRAEREL, B TEF
s LB BEFFEMNEME, 37CHF 23
AN ERE. BEFROENIMEM 3%
AMBECEAEBR A EHRBERE It
2000, fuFEEL, 37°CYER 1 /N, /H 20
mmol/L Tris-Tween 20 ZErhiE ik 3 4
o HEIRDLIATE 1:100 (SRR, IN7ERE
by 37CtER 1N, HE 20 mmol/L
Tris-Tween 20 Zrahat 3 o8h, BN
MG EREERIDDMESEY TMB &
W, ERMEE 20 SHETRLRAR

B LPAMEE T G, Ak E 2 a6,

6. 52T A R BT 5 by
EASE Westaphal® HEHRITIRS Bk
R, WERNIESEER 2u BEnk
AEEREL, M0 BBHERLOSMN
fi&, 37°C ¥EH 2 RS, B 20 mm ol /L
Tris-Tween 20 Mgl s, ¥ 1:100 fF5
EIRSFRELHE IR b, 37°C FRT 2 NG,
BLL 20 mm ol /L Tris-Tween 20 MR
Mo EREl TMB ERipEERkiTE &L,

2 *

(—) BERAXEDHNE

RALFIRT IR. pHC 79 A BRMEBERN
NEHNEESEDAE I,

1. 30—50kb ZeEkFimmH&g. H
PRIUEE S EIEE Sau 3A MEILIME 178 1
tafk DNA #iTH oY, KE 30—50
kb JEER DNA Fiff, £ R (ER)ER,
FAME 0.015—0.03u/ ug DNA M 18
SRER E BT RENSOEY, BE/EHI
Friro

2. &k pHC 79 py4l&. pHC79 &
PRl 41N 9788 BamHI JH{L)5, A CIP 4
ML S wBRLEE SR, E5% (8
DEBIMBRREAT 2,

R, HERRY. BOEIE
30—50kb otk i 54 MR pHC
79 EEE ML E RS 61 3 R o A B
B, BREXEHE HB 101 5kE 644
BT, St EENHIZE Y, BW
XEHETRE GRS RER. BT
FEWEAFHE I EIbE (286 X
100, RETHEEEMERARER

EERE R,
- (D) RENMEESHO HEEER
e & E A

LERBgERE: FREX—5 &
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# % EINEESEEEE XBRE DR 2

Clatl

Genomic DNA of V _cinlera

‘ Sau3A

e A ANNAANAAANNANNAA
P F—q&_—&F—P » Sansa cauiA
i
Pstl BamH1 L
BamHI Sall 1 Sausn cauiA
cIp
- ‘ Sau3A
HO . os— Ori Amp® Sau3zA
P — )
' on W—50kb DNA Fragment
Bamﬂlkl Pst] BamH]l
; T . Sall I
] -
| ‘ T4 DNA Ligase
HO os  Amp’ \ -— Amp"
F 7 l-v‘iM/I/WIMAAM/VWMMﬁ?*K! = OH
BamH [ Sal SauiA Pst1 BamH I
al I

oy
_-*
_ Infection
£, Coli HBJu} ’
Bl EBEXEMHRIE

Fig. ¢

644 AEALFREITT Mk, EFERINH
178 PR R, KEZFFEE HBIOL Xy A%:
R, SHAREANZTERENEN. R
P E mig BB AER RN AR, B
HER B A AT, SRR 13 MR

Construction ot genomic library

2. B¥%[E48 ELISA: St E
BRIE G EEE—FEE, SREHBME
HMEREILINE 178 RERAKREEN TR
REBERR, REMBRETE HBloL
REE, ‘

© PERFEMEMMRAATKESRET htto

journals. im. ac. cn



22 =4 £

m % B n &

B2 SwhmR
L. BamHI #Hik#E CIP mighay pHCI9 &
T4 DNA S#8EAFEEEMA ;2. BamHI

Hlekz CIP Higey pHC 79; 3.BRE

pHC 79 5 BamHI ji{kgy DNA #& T4

DNA EEEBEMTHRMA; 4.BilF pHC

7% 5 BamHI #4{k43 DNA; S.B &S pHC

79 T4 DNA EREGIEATRILEA; 6.
B#5 pHC 79

Fig. 2 Test of dephosphorylation

1. pHC 79 cleaved with BamHI but not
arcated with CIP + T4 DNA ligase: 2.
PpHC 79 cleaved with BamHI but not tre-
ated with CIP; 3. CIP-treated pHC 794
DNA cleaved with BamHl + T4 DNA
ligase; 4. CIP-treated pHC 79 + DNA
cleaved with BamHI; 5. CIP-treated pHC
79+ T4 DNA ligase; 6. ClP-treated
pHC 79

3. REIMRBR IO 1T MEed S Em
L EEHRR L Bk, EB K% PMM-
VO 38, SEEHABRN, 2 A Bam HI,
Hind III, Sall, Sstl, Xbal Aval, Hhal
EcoRI, Pstl, Cfol, Alul, Hpal\ HiaclI
i Hae I SRFENDRERT 8 2] 5
o BEHAEM, B Bam HI R Ssd BA
EANEYMIAR K Xbal FEMDETIMA

S EHERHERAMNL EEIMA, M

#N BamHI B§UI/S T LKA 6.4kb #y pHC

79 Friff, ERERLE,RIERHKE, EH
Sauthern” F9AXITE, HiE EAENIE
# PMM-VO 38 a5 825 46kb,

4 R Z BRBE R G B REAR AT BIE %
EERENTHSRS EER EH#THEME
ELISA, %53 (E )DER,.BEME 178 &
S EHEMMERR Y PMM-VO 38 51 PMM-
VO40 HEMMNEZEERGR, B

SENNEES b3 AT o
LEAARE178; 2.8 HB 101;
3.EMEN PMM-VO 35; 4. BARK

PMM-VO 40, .
Fig. 3 LPS solid phase ELISA

1. V. Cholera 178; 2. E. coli HB 101;
3. PMM-VO 38; 4. PMM-VO 40,

B HBIOl [RZ2WABE, H—FIERET

FRYE R HR BE B R OA B AL R A B
O ik,

it W
WX RS HWERAESBR LR
M—EREFRPD T, HARSEERE
RE—EFHTRBT A%, XXEH

AR KPS 3 B R AR S R A RR
REREPY, BtlESEERE_RE
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fF 8% BEANEESFEEREAEFEDNRE 23

1
HiEp™, HRAHSRRRERBARLEE
HEHR, BIOATENHEMETRS

WRREMATR, DEERORY R
pHC 79 X &k, BT HIMD B0 Bl
BREEYE, @¥MAH DNA B E
HEFRAERTRTEE, TRTISER
FHEHER T, SEAEEEBES, N
AR e R S e AT e, ARAE
Manning &P RO, £ KBHHFET,
BEMER S HEEEBRERSADT
FEEK, HERINKBAT RERHNE
AT RE. BT RERERAES
ORI E . SRS,
FRE R, PSR A LR
BEAOHBE, A E R ITBHEIRL, B
FEE I B2 15 2 B BEA S TR B AR S T SR
WAL, MIEEICET HER & BALWE
EHEXRELENE, EABTFEhRE
FRIGL BRI, BN EH FR PMM-
VO 3 RS ST 2B, BamHI B§YI/EAR
Bt 6.4 kb fURIK pHC 79, KR WMT
FE RIS, Y EM R
TRk, itk DNA ZF Sau 3A 7

[41
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WaEEEIn, WEEIRIMEE B F 7
GATC,fi &k pHC 79 A BamHI 744E,
ea R HREFS GIGATCC, MK
MERMEREHS, BPROFUAF—F
bk BamHI FTiHBY,

ALBEEGHNERAELINEESEO
MEMEATE, AMRIESEEEN
BB R AR REALF NS B EE
T HFh,
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MOLECULAR CLONING OF LIPOPOLYSACCHARIDE GENES
OF THE VIBRIO CHOLERAE IN E. COLI HBI101

Shao Huang

Ma Qingjun

(Instizute of Biotechnology, Academy of Military

Medical Sciences, Beifing)

A genomic Yibrary of the V. cholerea 178
{Elror biotype, Ogawa serotype) was constru-
cted by using cosmid pHC79 as a cloning ve-
ctor. We screened the library with immune
agglurination test and colonies solid phase
ELISA. 13 positive tecombinants which could
express the O antigen of the V. cholerae lipo-
polysaccharide (LPS) were
LPS was then extracted from a positive reco-
PMM-VQ38 by using hot phenol-
water method. It was found that purified LPS

acquired. The

mbinant

specifically reacted to antisomatic serum aga-
ints the V. cholerae. The restriction endonucle-
ases analysis showsd that the molecular weigh
of the recombination cosmid PMM-VO38 was
about 46kb.

Key words

Vibrio cholerae; Genomic library; Lipe-
polysaccharide; O antigen
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