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FEMNECDNA R BEs T, #
55 7R pBR 322 F, AL FIE
FAVBERE k. BB R &A pUC 9
(LacZ+, Amp*, 2,7kb)([H1a), pcos2
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3169(W 1,7, myt, (imm*%+4, cl'®,
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2, NEFAZE, ANEREER
BR# 43 F 4 #p % S0 35 25 (EMBL) ) Lehrach
AW, %3P Hikipeos2EMBL B,
e, BN 40kb ER M A ZEF 4 DNAK
Erff A\ peos 2EMBLE BamH T fir fi, B4
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() A#E

1, a8 P ) R 4B o B SRR R

AT 19804E 1 H26 H i,
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(1) DNA w#I#: Bkl DNARES
B DNAMFH @ 2B e d gk 0,
ERTT EREHREE. SRUSEHR
= R A

(2) MuLT cDNA B4 EIHILE T
[ :MuLT cDNAJ\ & i pBR322/) BamH I
AEYT, IXEIEHERRXa L S
fli. REBLEFEERA pUCS L, &
ER s HBamH I 4 #{kpUC9 DNA 15
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cDNA FBGER, B iy B4 m b5
RS ARWE coli BHB 3169, 7E Amp £
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(3) ZEE M H & i F MulT
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E5hse S EmAlAE R DNA & B AR i
MR, BOHC R, W ER,
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Beggih, ABUSTAKan (15ug/ml) FAmp

(15ug/ml), ¥NL2CKE. RIB, BH
B MR, BB BB & o
FEMBREER, Hrp PR
F:7E MuLY cDNA S5E4UR R & 4b
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L R B P RS B S B

PR AR LA A TR, B Rb e
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EWEEE WE MR IFRB S8R R
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Hind I
EcoRI
HindIll,Clal
EcoRI EcoRv
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Genomic Iibrgry(KR)

Transduct recA*

In vivo packaging

Transduct recA~
select KR AR

I yivo packaging

Transduct recA-lac+

sclect KR

: ,':>.

Bz b IR o AL 3 O PO T RIS 6 R o
WEEHDNAS TR

Fig 2 Diagram of in vivo homologous

recombination and excision of the probe

DNA from homelogous recombinant cosmid
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Fig 1 The physical map of plasmid pUUCe
{a)and cosmid pcos?EMBL(b)

cDNA I¥J pUC9,
o EAH

TR ERHENE & W
%5 B i & Kanfl Amp

HILBSEAE b, 3 T Kan i Amp 8O iy
B, XM RER S RWRRmA

EHEHERENFOEARR, b
S 5 R EREAS RN EARR,
FEChEEF (revertant), §E$ ﬁ&
TELIEI50%0 2 [

(2) EAFS5EHFHEZ. Uiy
H 8 EFRIEMULT cDNA Jyifth, 5%
SRS T 4 FDNA 1 & K F
DNA {EScuthernEishdess 191, M fpalLL
Wi HULTE O30 o |

3. DNAJGFF B3 B 43 17 (1 3

(1) AKMKAEES (terminase) 1201
HEAR Vo by i 45 3R Rack witzg Jy B 121,
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BRIP4 g (10 X 2080) B
BR 2 B T, Mo B LT, X 0, lmmol /L

PMSF(Phenyl Methyl Sulfonyl Fluori'de)'

FI50ng/ml Aprotinin, 4% 5 FUE %,
~70CIREE.
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FIR G B 0 B 1) R4HR4 R 5t
W 35 cos BEEINY EANOF A S BT ®R
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Ie s LIRS, BERcas TrRasmT,
HESXIR R, Wik, Mg Xk
BEKEHREBEE (om), A HE M
BEMEA SR R BIADS, BT E S
DNA fydy s & 3 20,

2 F M it i

(=) fhpy 7 35 B 40 0 o o R S 0
 FSRI peos2EMBL B A S A X
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2 IR B BB, 45— BRI

BLH & —AE AR RDN A, B —Aéfu,

©BI10° etk 100 S EARE (pUCS +
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e — P S BRSO SR Y
WK DNA; 5% AMUE 5 %
SERENFWELNK DNA, 3 £ [
GEAREEST H#4W H 4 DNA, g
AT BEAMBMEARKEDNA, hTH
S RFPUCIH Amp® 3£ [H, FikragKan®
B, SF B IR B 4LS M E 4 DNA 47
J2 Rl 75 Amp 3£ H FKan® 35, BOREsE
BEAEME R AHN Amp I Kan [RE 37
Ho BT XFMEE DNA 5 FEIER &
BUR (5% 10° efw) LR EBE (X109
JEi , 7 & Kan (30ug /ml)F1 Amp (300 g /mly
(LB L, BT EI T 24 I S
FIREHENE X 1077 |

SRR EAT, BYIRET —
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MspI, Pstl, EcoRI,BamHI fiSall
Bidy, 0.7% BOVsd g e vk (BRI -

A)BEB TN DNA AR B R BAT 4 3 R

1 EANEDNA HER
Table 1 The reversion of recombinant cosmid DNA

AR BB HEmEK R
Recombinant Total number Niumber of P oKan' | AmpT | .
) . . . i Revertant
cosmid of colony . white colony i
i ] ! HuLTis1
HuLT1s 3o ! 5 5 : 3 ‘ Hul.T1s2
HuLT20 _ . 502 , 4 4 2. Eﬁigig;
‘ Hul.T384
HuL.Tsg 730 7 7 4 Hul.T 385
HuL.T387
IaLT41 463 3 3|0 1| gzlﬁ'}‘j;:f
i
Total 2,005 19 19 10 9
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Autoradiography

‘ B 3 DNARFH SRR R FEAN
Fig.3 Scheme represents the physical map analysis of DNA sequence
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Fig. 4 Physical map of HuLT gene and its flanking sequence
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MOLECULAR CLONING AND RESTRICTION
MAPPING OF HUMAN LYMPHOTOXIN GENE

Li Linheng Zhuang Wenyi Chai Jianhua Li Changben Zhao Shouyuan
(Institute of Genetics, Fuden University, Shanghai)

In order to clone the human lymphotoxin(HuLT)genc, we practised a kind
of concise, and time-gaving ‘method—homeldgqus.rccombination in vivo By using
the mouse lymphotoxin(MuLT) cDNA(l,skb) ag the probe,we isolated the HuLT
gene from a human genomic library which was constructed with cosmid pcos 2-
EMBL as veetor, Aftel linearization ,the recombinant cosmid was p.artia.lly=dige-
gted with BamH1I , EcoRI , PstI and Pvull respectively, and either cos end
wag labelled by hybridization with radioactive oligos complementary to the cohe-

sive end sequence, The physical map of HuLT gene was made by this method,

Key words

Human lymphotoxin (HuLT) gene; homologous recombination i vivo;.

cohesive end gequence labelling; physicalrr.nép of HULT gene
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Explanation of plate

A. WEFDNABYE NERBRKE ) BRESHEHEMLT (DNA#Southern QR EE (b
Electrophoregram of a recombinant cosmid DNA digested with restriction enzyme (a). Hybridiza-
tion with 32P-labelied MuL.T cDNA (b) .

Lane M:Molecular weight marker, A DNA cut with-HindH 1 .Kpnl 2 Mspl
4.BamHY 5.,S8al] 6.HindX

B, ZERFDNABUW A (a) MSouthernfP 2 EH (b)
Electrophoregram: of a revertant DNA digested with restriction enzyme (a), Autoradiography of

the DNA blot hybridization with MuLT ¢DNA as a probe (b) Lane 1;A DNA cut with Hindd,
molecuar weight marker;lane 2, Spp] DNA cut with EcoR I, molecular weight marker;lane 3.
BamH I cutilane 4: EcoR 1 cutjlane 51 Pvul cut

Co ARFDONASE I BUERFRENIMNEIBER

Autoradiography of a revertant DNA partial digested w'th restriction enzyme, hybridized with
y-32P-labelled oligos and then electrophoresis .

I, 10:DNA digested with Salls HindX, FcoR], and Hpal, 2s molecular weight marker.2, 3.
Psta I, 4,5:BamH I, 6,7:EcoR I, 8,9:Pvul; left arm.2, 4, 6, 8;right arm:3, 6, 7, 9 -

3 .EcoR |

LFRE(PEREYSLLASREZR) KB

R EMBAEDPSANTEZRSEN, THRESEBEET X&NUE, rEfins
EEIAEE N

AMARERVBETRASRFT/ELER, 2EARTEAIET HEBT, ¥9H5
WHIAWF & RIERESBNhEMEDESSRIGEREN.

JLI9B9E AR AL HIHh E B ERIT. ZNSHRWFTEMEDELLR, FRAES
Fo HER-MEKENL, BEREFBERFHEASKHERE, T19904 6 A15HEAT
S5hfERmE (BRETHKBREK) BEHRFSBERDE, SRHAFENLSF.

MEBENFEBEARASR, B—KRZLR 100 25, HNAMXES5EEL AN
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G ETE S

@
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