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YEP51 B— VL 768 Bmlam
XTUEKRBHFENEHSE R R
W(SJ o

(=) BEADNAKER

#FWCryer EM58:'%, & 500ml
YEPDE 55 WP 5 £J5mg B TFDNA,

(Z) HEDNARATVISMbo T ah#E
KRR

BXR10I3T. USRS
BRTR AR, REHTHR. BRRE
i BEEDNA 300ug, MboI (Biolabs
FEdh) 100 B4y, BiE B 1.5ml. BIG
DNAZ10—40 % BE8E 15 & B .L045 BAR
KRS, B 5 —10kb B 4 4 #HiTE
FRUUE, SEEMTIN TE (10mM
Tris-HC1/1mM EDTA) Hi# M.

() WEEDNAMIMHE

HIKYEP51 DNA S {b it
. BE04i%. DNAL Sepharose 2B F:#—
" % #i k., DNA i BamHI (Biolabsi=
B WY, KM RARRBMERL O,
BUENZ4EE, DNA Bl B H. #
REHR—K, 8. RXEHE—K,
MERPEERTKIEIE, TER%
¥R T REEETsu Kb, 5 T By Ik
BEET . DNAE BB ERANBE SR,
RADNA BHICE (100 FTR#ITEK
B2, BLFRETH 4 B B AR BB (CIP) X
#8E Bohringer mannheim 7=it, 70Mg
DNAJN 30 #fy CIP, FM{EF K 83ul,

37°CRK B 30min,
' (H) A¥EE

RN ALGEA & K DNA 2ug, K&
A5 ——101:_bﬂ<JE¥EtDNA 2ug, T,DNAj%
WEE S B, R REFAm. Sk
R 66mM Tris-HC1 (pH7,5)/5mM Mg
Cl./5SmMP3H & 7,82 /ImMATP,
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>10°#{bF /ug DNA. [FEHEDNAR
BemH I BELJ Y45 CIP &b, HA T,
DNA & BB, HESRENLAIR
H 3 Ut |

3, B4k DNA F1 SRR
DNAE#, #{LEHBEIH4.5 % 10k
LB TERE B ML SR BRI 43 TE e, i BuE i
Hﬁ%““ﬁﬁ%aﬁﬁbRA%ﬁ?k
Mo MERTRLE 0% L L FHE A
)\ﬁ.fﬁs )L.[EI&I 4,

#Eagsuc2 ZEE S FFIHIDNARK
&m“pﬁﬂ.ﬁﬁlmquE%&i
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EHEAH fﬁﬁf~%ﬁﬁoﬁm£¢u
A%xﬁﬁm%mﬁﬁ$ﬁﬁﬁ%Lﬁﬁ¢
T B B AT O A R IR AT T B

HEH 6 3 %ﬁ%ﬁ%%&(ﬁ%%1
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Table 1 The efficiency of E.coli tranformation

DNA _ B i

 HET/mY

Numher of trans[ormants per. plate

. DNA sample for transformation

0.8% % YEP51 DNA, BamH] ®in

0.8pg YEP51.DNA, BamH [ digestion . 108
0.58 3% YEPs1 DNA, BamH I ® 0, #i
0,5ug YEP52 DNA, BamH I. digestion, ligation ' 5600

0.5 % YEP51 DNA, BamH T s t0,CIP: %%, B8 .
. 0.5ug YEP51 DNA, BamHI digestion, CIP dephospho- -~ 283
rylation, ligation i

0.25pg YEP51 DNA
0,258 YEPs1 DNA

| - 10000
0.25pg pBR322 DNA : |
0.25ug pBRs22 DNA : : 10000 -
F DNA o
No DNA e
» HOini/308%EREW,
#* 1/30 of transformation mixture was added in a plate,
B2 REWLTERETHNNE
Table 2 I_nvertne activity of the transformants
% % E ho27B | ho27B | ho27B | ho27B | ho27B | ho27B | ho27B
ho27B : 2,1168 : .
Strain (YFD1; {YFD2) {YFD3) |(YFD4) |(YFDs) [(YFDs) | (YEDs)
WD (RED | | ‘ ' ! _
Activity ;0 192 0 o . 0 ¢ . 0 434 0
(uznits) { i |

*hqz’.;'B,(YFDG') ls tﬁe strain in which plasmid YFD6 has been é]eminated frbm ho27B (YFDS), .
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WIFA DNA(YFD1-6), XN KBS
AT RN R mE 2 Fir. A
#2 RELLB B RA YEDS 895 L e
PERENE. HL PR T L BETAS, cerevistae
2, 1168 B— 15 R A 47,

. YFDE WEBBHETEERRERE
CCY¥EPD) kA, REEME NOEE
BARER, B VT RA R 2R 5 SR
TRERE . R T RS
FIRIRE, ERREMER T IR SR
JFFEE%EﬁT, &2, mﬁtﬁﬂﬁlﬁ#ﬂ
YFD6 LB HA SUC2 XH,

RATH 6 A BRMEETERRASE 14
HHESUCZ REMTR. RAEEEAR
HFHDNAZE, BYIE SR R DNA
"thﬁzif‘iﬁﬁﬁiﬂﬁﬁﬁk% ho27BH,
#JFQE%@%ZQFEFE B R HIE
BB T B B D B S RO AR B o R
R @M SUCE %, HTERR XS

SR A RRANTE IR

#ME” (Silent gene)'!4,
(m) MY YFD6 o Mm M
JARL YFD6 2 & F R4 A B AL
SR WLk L P T -1, 3
-1, BFRYFD6EI R/ AERR I -1,3
B4 F B AR ME T RS T R Dk B b & B
BRI, H— MY %H‘Eﬁﬁﬁﬁlﬁ
RYFD6MIA /N M 13 FoRR Bty w18
B YFD6 S FX/NK B EH 12,72
B.41kb, EABIKYFDS1K K 7,3kb,
BFRATE YFD6 BB BRREN 5,4kb, JL
%3,
2, FiRIYFD6HSUC23: FE by B 8%
s EFFAL YFDS £ RA—4 BamH 1
WA (BRI a) , Bkt
B BamH I 4, BiRAXAM0A— A
TFHEARBEN. XHE % BamH I 1 8al ]

© PERFRHEDHARMATIHSHED http

By)r= 4 2,8kb FrER, WPl BamH I B4

- ERMREEBET.

BRIYFD6 - Hpa I 1144, B§Y)
JEf52(7,6kbF15, 3kb FFEE (BRI -
14h) . BAEAk L E— M Hpal ¥ 4,
S — M S EBmAFBE L. XE
FiSal I #1Hpa I W), 7.6kb HIHpal }¥
B A5, 2kbR12,4kb, T WHpa I A
Egzdek:ola) ﬁ{i?%Sal I 0452, 4kbit,

rgﬁ*jYFDe_tééXba IR B30 1 /0
4KFA R (BRI-101), BAR
HEH T Xballlh, X HASall M|
Xba I SJEF9. 1kb Xba I 4 E235 %5, 4kb
2. 7kb BB, T Xba IEFBNE
BTG A T BSal I 0 52, 7Tkbid. #
XEh(7)#E, £ sUC2 {BKE—4
BamHI ., —{Xbalfil—{ HpalilH,

S ANTE MRS X TR A9 55787, 829 F11190
» 3 WMBEYFDEMXQD
Table 3 The size of plasmid YFDE

LEES & % aw

Type of . -| Total

digestion Size of fragmentsikb) &by
BamH 1 12,1 12.1
BamHTJ ,8ai | 0.2 2.8 12,0
Sal I 12.3 12.3
Sal], Xba] | 5.8 4,0 2.7 . | 12,8
Xba] 9,1 4,1 13,2
Hpal,Sal] | 5,3 5,3 2.4 13.0
Hpa] 7.8 5.3 12.9
EcoR [ 4,0 3.3 2.0 1.7 1,5 12.5
Hind X 7.0 2,0 1.4 1.2 1,0 12,8
gj:ﬂ%' | 3.3 2.0 2.0 1.7 1.4 1.2 0,8 12.4
g;;fl}i 7.3 1.5 1,3 1,3 1,0 0,8 13,2
EcoRI,SalT] 4.1 3.3 2.2 1.6 1.4 0.5 3.1
EcoR T, 3.5 2,3 2,2 1,8 1,6 1,6 12.8
BamHI . . . » . N »

T

Average 12.7+0,4

A B E. & YFDS LI BamH I,
Xba I 1 Hpa I =AY Arvax B 5 it
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MEEAER. XH N pamH 14 5%
EcoR I B§17 B 4,.0kb' & Hind TESH) 1Y
2,0kb HEEF (ERRI-36d ) , Bt
YFD6 £ SUCZ KRG IHBRTE 4.0kb Y
EcoR I B 1, T 2,0kb & Hind W 75
LR AIESUCS & BB M R H 84,
iR % — MBS TR EfE 34T 2 W,

3. SRX@ABA R SUCL KR
EERi e R Hisd T . EcoR 1 85D B B
KFEXp, WPEHHindI 5 EcoR1 )
RRfrE, MTGRTRAD S §4E YFD6 894
BEE (LE1 .

W1 ERYFDsmWAEE
Fig. 1 Physical mep of plasmid YFDs

$ % X W
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30.

THE CLONING OF YEAST SUC2 GENE

Li Yuyang Li Xiexun Pen Xiuling
(Institute of Genetics, Fudan University, Shanghai)

By using the yeast-&,Col stuttle vector YEPS51, a gene !1hrary of

Si ¢et81fi3iae 2,1168 was constructcd .By means of DNA hybridization techni-

que.

a-S-UCE gene contammg clone was - f1shed out from the library, The

exhression.of SUC2 gene: of YFDB in yeast, the physical map of YFDS§ and’

the

1,
2,

=
-

bocahzatlon of SUCZ gene on YFDS were preIJmmarlly stud1ed
Key words
Gene cloning; invertase gene; yeast

ER 0

RuYFDe DNARWRG0KE (1)
Mbo I B4R UHMEDNAZ R X L5 99 bk E
a, Mi6%, b, H14%, c, W12, d. »DNA Bam HI, e, #10%, . B ®

ERYFDs DNAR b1 & syt 3k (20

HAETREDNAS FrI LA

145, T—L2HFAMGKLT, 6. HYEPSI (ME) 0. SUBMEMER
MERLHHEEEE, WLFBEANEN B ) '
Restriction endonuclease mapping of plasmid YFDs ¢ 1)

YFDs DNA BamH | e. A DNA Hind[

YFD§ DNA BamH, Sal] f. YFDs DNA Xba 1

YFD& DNA Sal | g, YFDG DNA Hpa], Sal]
YFDé DNA Xba ], Sall h, YFDs DNA Hpa 1

1,09 agarose gel,

. The sizing of Mbo | partially digested yeast DNA by sucrose gradiuent centrifugation,

a, Tube No,16, b, No,14, ¢, No,12, d, 4 DNA BamH ] &, No,10, ., No.8
Restriction endonuclease mapping of plasmid YFD(2)

YFDé DNA EcoR I e. A DNA HindY

YFDs DNA Hind f, YFD¢ DNA Hind§, BamH [
YFD6 DNA HindE, EcoR [ g. YFDs DNA EcoR ], Sal]
YFDs DNA BamH 1, EcoR ] h, YFDg DNA Xba]

1,0% agarose gel,
The size of plasmid DNA in the transformants 1-~5, 7—12 are from different transformants,”

6 is YEP51 as a control, 0,8% agarose gel

Radioautograph of colony hybridization, arrow points to the positive control,

hERFEHEMARTATIRSHESEE http://journals. im. ac. cn



AT, BERSUC2EEFE TIRE . EIfE 1

Ii Yuyeng et al,, The clenirg ¢f xeast SUC2 gene Plate |
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