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CONSTRUCTION OF YARROWIA LIPOLYTICA tsr}
MUTANTS BY GENE DELETION
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(Department of Biology Nanchang University. Nanchang 330047)

Abstract : This TSR] gene associated with the secretion of Proteins of the veast Yarrowra lipoivtica
was deleted. Transformation of a Y. lipolytica strain with the disrupted £sr1 fragment resulted in the
substitution of partially deleted TSR] gene for the wild-type TSR] gene on the chromosome. The re-
sult of southern hybridization show that the ts»1 mutants have been constructed. The isolation of
these mutants would be useful for studing the function of TSR1 gene in yeast Y. lipolytica.
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B N5 ER [ B 8 (Yarrowia lipolytica) , INAG 1236463 (ASCR1, TCR2™" ,his-1,ura3,leul)
e HREFGHLHZRE.
1.2 JhH

ppop-out-TSR1: # & URA3 R EF & 0. 7kb BssHII-Mlul jy B #y TSR1 #H,pCCla
1 .# & LEU2 R TSR] EH.
1.3 EFH

FRE|YE LI EE Nsi | ,Neco | ,Xko 1 1 Klenow BEXJ § Bio-Labs 245, HERFYHE
Sangon 2 F],
1.4 RIEETIEMEL

BT eERENYPDOUXEHERY. I EAHRF. 1R  EEEIEFE YNBN,
(0. 17% Yeast Nitrogen Base W/0Q Amino Acids, 1% & #.0. 1%EMS , BIEFE A
0. 2% EEK, BEME 0. 5% RERE) . Ura##EIFFHE 5-FOA(ZE YNB N, BEFEF WA
0. 0015 % R EBE ,0. 125% 5-Fluoroorotic Acid). EEEEH 28°C 7.
L5 RAtHE

% 18 Birnboim %y 77 ik 7,
1.6 RISHEKBEM¥{L

fRESHR LR R 0% S 95 (b R SRRy e AT
1.7 B85 DNA HIiEHN

RS HE [CEE £ 5 DNA #R4E Barth FHRE,
1.8 B4 i9%& 5 Southern 37

H Xho 1 #1 Nco 1 Bgt]] pCCla 1 ki, Wi TSR] RFEEK 719bp # Xho | /Neo 1 i Bff
B4 BH I F 7 Eppendorf H I 1pL ADNA,5zLXho | /Nco 1 DNA K B, b
F 50pL, & ¥ Smin [FINA 33uL /K, 10pL B H IR S, 2ul. Klenow B, 5ul p-dCTP,37°C
RE 15min, 1A SpL 0. 5mol EDTA pH8. 0 1L W . B k& DNA ] Neo | BYIIRTE 0. 7%
WIEEER P, REHEZES®B E Hybond-N-membrane (Amersham corp. ), HiF§ 52
R AR S TG B B R AT,
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2.1 BRSrRXHst M tsrl FERERSRASTER TSR XEMAEREASRK

F A% F Scherer £ Davis 87 1 R B S RE & LA TSR1 EE . pop-out-TSR1
BB E a2 BH URA3 BEFERK 0. 7kb BssH [ /Mlu 1 B8 TSR1 BE, #Hiz A
Nsil BEY) G §6{L MARER (R BE B INAG 1236463 B k. FIAMMAMN URAS EE N EERD, &
SREMMAZE YNBN, ViR EEE 7. L3K8 22 1 8F. sifbE. 880 1~10 %
EYPD EHERP 28°C REMK . LUERIKEE 1. 0X10cell/mL B, %% F 5-FOA 4%, {F
HEH R 1,0X10° % 1, 0X 10° P 4IME, ¥53% 5d F DB 60 1B % ST YNB No+his
+leu+ura FAE A YNB No+his+leu FAR, K i TERTH E R ME R & A ERMFELT. 33K
B2l R XHPTEIEFRNTFOHELT B B2REMIE srl FEESREEEERD
TSR1 EFERMBRNEENZHR, R FEIBTBERN sr] FERATEERAK L
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KR TSR #FH, ERFTA XM RTEE D).

2.2 BBtr1THEMNESE

¥ 21 BE7E YNB No+his+Leu+ura
EFE L TE YNB No-+his+leu 3%
FEEAERMESHLTFRELZEE
£ YPD $3e 2 rh 28°C #5554 7K. - Big
BHEDNA.A N IBBUL.LRREE 0. 7%
HisEERE TRk E. F2d#FT
Southern $#, 3 A M pCClal Jft ¥ 1 3£
8 TSR1 BEHM 0. 7Tkb Nco 1/ Xho 1 DNA
R BUE R EE 58 E DNA 2432, it st
ERESHNAEE sl K, & TF4NE
tsrl B Bifl g 0. 7kb, MR 4 B A HY 1511
FERRTRERGE EFAERY TSR

papcmTSB.l .84
- L manak
'[SR’
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AR SBREiES
TSH* URA3* TSRI~

HE, SR 1040bp 8 DNA KB, R

ZWE R 1723bp B DNA F Bz, SR E

B3 bk rorl K HHUBEH Y. Y, E“'
Yo AT H—BRIE . RITX A YsPifk
#E LEU?2 BEF TSR 2 H # Fk pC-
Clal, i#&# Leu" 8L F. £ H 2 DNA
B, 5 sl REE R ZHE L DNA — & M) ESEANEAEEAREE
HITREA . TRER HUFEBRCEEH 1723bpDNA R B 4 pCClal iR Y.,
B H RS B 1040bp A1 1723bp B9 DNA FBG Y, Y Y BB EH S B 1040bp #
DNA &, R ZHERAE CEEFERMN TSR EE ., ## pCClal BN K Y. .HHH
Bk A EE R sr 1 DNA R BT ey i E 3 B4R TSR #H,fLlE
BREGRTELSHAFNH., Y. Y M Y BERE LI 1040bp 89 DNA FEEH T4 5k
Sl esrl FEERARTEXREE I BER TSR XEMNEE. SBCRIBWET rorl 8
&,

—RERPREFEEEFERE S G RE AR S FEMN QG A L8F) H kit
HELHER RS EE LY ERNSFTRAGEES. AR RTVIREE . ZEMAHRHFMN
M. RINEThhE R T RASER KBS o] BAER, X—-FNRETEBFTATRESEARS
WH XM TSRL EEMINEE, NI HF— 1R B ISR B & A R4 i gy U AR K4 .

1 zﬂﬂﬁﬁ
ﬂillﬂl
URA3*

B £rHE#2xE0EELLHFL TS Beckerich JM HE J 69 W B, hob R T KM,

£ B x &

[ 1] Barth G, Gaitlardin C. Yarrowia lipolytica. In: Worf C (ed)Nonconventional yeast in Biotechnology, Berlin Heidel-
berg, Springer-verlag publishers, 1996,313~315.
[2] Cheon § P. J Biol Chem, 1597,272(11).6875~6881.

{3] Poritz M A. Proc Nat] Acad Sci USA 1988,85:4315~4319%.
© hERFHEHE Y RN S R

220 http://journals. im ac.cn



2001 4 28(2) mEWFEHER * 63
(4] He F. Beckerich ] M, Garllardin C. J Biel Chem, 1992, 267(3):1932~1937.
[5] Birnboim H C, Doly J. Nucl Acid Res, 1975,72.:1513~1522.
[6] Barth C, Gaillardin C. Yarrowia lipolytica. In:. Worf C(ed) Nonconventional yeast in Bictechnology, Berlin Heidel-
berg: Springer-verlag publishers, 1996,369~370.
(7] Barth G, Gaillardin C. Yarrowia lipolytica. In; Worf C(ed) Nonconventional yeast in Biotechnology, Berlin Heidel-
berg: Springer-verlag publishers. 1996.,373~374.
(8] Scherer S, Davis R W. Proc Natl Acad Sci USA, 1879, 76:4951~4955.

© RERERAE W RIS 8

= http journals. im. ac. cn



