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amino acids. YNB), BB KB T EEZE (casein acid
hydrolysates), 3 /. —EE (PEG 4000, B & H
(LiAc ), # f %% DNA (SS-DNA D, i M
( ammonium sulfate), FEEE (tryptophan).

Eppendorf 5810R & A AKIE & 041, Eppendodf
5415D &3 B0, PE-2400 FE 4L
1.2 R, FORANYNHE SRS

PAREFFRIE AL pYEX-BX A, pYEX-BX &
Bodl ESMEET curl, 2w FRCE RS
EFEF), EEWFRIC URA3 1 lew2-d. HEHFBH
B () pYEX-BX E 40 b ( 52 4 A pXAG O 4L

KT #TS 8 DHSa, TEE 1 60 mg/L KT HH
BERLB ERESH, TI31TCHHRE FKESHENT R
pXAG J&, /N EVREUH & FR DNADY,

SR pXAG 1 pYEX-BX BIE # M 4510 URAS
BE B EE— PR EE A TTES Ape T IRAIMY S
Hl. FFE Ape T #bEE IS BIZE T FORE DNA 3B 34k
R T8 F B INVSel ( MATa/a. his3AL/his3A1.
leu2/lew?,  wpl-289/trpl-289,  wra3-52/ura3-52,
Invitrogene 23 W) >, T &p 4H Bl 75 26 8 M 55 52 B SC-
UD (0.16% YNB. 0.5% WiBE%%. 0. 1% B /KT
B2, 0.01% VAR, 2% WEM. BABFEY
2% IERE¥) ELYPD HiFFpEE (2% HEFE. 1%
W 20 BEED B30T EHIE
1.3 FRVAF SRS S B 0 f & AR A

FEMEERE T (INVSel ) FEE T 10 ml
YPD 5575, 30°C, 200 v/min IREITHE 4, =
1. BOYEAME (3 000 t/min, 5 min). KA
%2 50 ml Fef YPD 35FEEF, 30CHEHEFLAS
~6hy B Ag =2, BOWEMME (3000 min,
S min, 4C 2, H 25 ml £H H,0 PR, 4C,
3000 o/ min &0 5 min, & L. 511 ml 0. 1 mol/L
Lide THKE T, FEAMEEZRE 1.5 ml
Eppendorf &8, 6 000 ~8 000 r/min #1025 s, 3
L¥&E. 00.5 ml 0.1 mol/L LiAe, 3570 5) 40 .
HES0 pl IRBE TR ELE S, 2.
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Tl A RO B2 40 TR B 50l 45 AR
ET L Eppendorf BLLE . 1250 pl 15% ~20%
FEIERE G HM, - 80CERRMARA.

1.4 DNA X B £ RS2 4 B A e 1L

FRE Gietz 2 10 LiAc/ SS-DNA/ PEG ¥ 1L DNA
Tk, W 50 pl B EFEGZENRR B 6 000 ~
8 000 t/min B0 5 s, FF E¥E, KRN A
240 pl 50% PEG 4000, 36 pl 1 mel/L LiAc, 25 ul
2 3/L $S-DNA (E# 5 min FHREAHD, 0.1 ~
10 pg MR DNA A1 H,O MBS 50 ul.

RIZIRZ B HAU R EE 1 min, 30CHRE
30 min, 42°C # K 20 min, 6 000 ~8 000 r/min
B 15 s, Wk B¥E, NS00 pl BHEH,0, BHERE
AL, B 200 pl, ¥k SC-UD “PAR, 30°C, #HFF2
~4 K, BFEUATHIN.

T-80CHAFMTEEERZEEM, EHH)E,
6 000 ~ 8 000 t/min B/ 5 s, F L¥E, B LT
DNA $216 R {F.

R FHILGE, AN S E IS N 3
A&+ AR E RS SC-UD FARFM YPD 7
R CE—EE%Y sC-uDb J5 8 YPD), 30°C. 53R
2 K. HFARFRAT T 4CHRIE 20 R,

1.5 MWEELTH PCR-IVEMIEEE
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YPD AU KSR IFOEE DT, BETE
20 pl BE H,0 7 0.5 ml Eppendorf%b‘ F (&
LV TR ) TP RS E RS R e SR — AL, B ks
FEEZMERETT), KEEHE O, 2, 5. 10 min,
AFEREL. Bl &F AT PCR K.
RBHREH T (Mix 1): 10 mmol/L ANTP 0.4 ul,
10 wmol/ L 314 (AT pYEX-BX #fF CUP1 B
FFFF)> 0.2 pl, DNA SR 1 pl, #MFEIGH H,0
210 pl. RFEEEHT (Mix IT3: 10 x PCR B
R CE 25 mmol/T Mg™* 3 2 pls 10 umol/L FUHF5]
¥ (TN pYEX-BX BT EMNEEFFD
0.2 pl, Taq DNA BE/ (3 U/p 0.2 pl, #72
THH,0 £ 10 pl. PCR RN BRI F: HFMix I
RINEB94CEMES min 5, JIA Mix T, #0FE
5 PCR RN SRR 20 pl. 94C 38 30 s, S0C
BAKS50s . T2CHEM 1 min, 330 MEF. &E
T2CHESH 7 min, 4C IR, FE pYEX-BX Hi& 1
A, PATERME, AKEED 10 min. FIHZL 1 pl £
B H,0 AR — AT R, BU10 wl PCR P24
17 0. 7% TEBERE REIK.
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2.1 DNA XFBRIFMR BHESZ S A B R AL

pYEX-BX HEEMAEER M REBEAE2 o
SR B EEE ST, 2 w FREE R A e g
s E EE R, B9 8 B E 400 ~
S00, MITAMEE UEEA UEBEBEPHAT
RiL.

FTRE pYEX-BX M E A UM pXAG BB &
1A E & INVSel 5, FIH pYEX-BX L fIE#EIRIC
URA3 %} INVSel wra3-52 SE7E4K (1) PR WEE Si 14 B9 7]
HAMER, R4 DNA FRibBOmE RPAR R 7 Pl TR G Z
FRUEWE S 7 LA AL R 557 & SC-UD B4 K,
0CHEF2~4 &, HIMAEE, WLT. £33
SPEHE R PCR TR S 2, EMMERELT.

pYEX-BX AP ST, BEHHI AR
BB, FAFEMABITRELIE. WA
RIN, ¥ pYEX-BX 1 pXAG 7€ URA3 T dpa [
RAERRENTELERS BILEEBEIHA
INVSel B30CER TR AR DNA 5 ~ 10 5. H¥
AT FE ] BE 5 TR (OB AL AR K.

Sy 2 F A& () INVSel 352 75 4l B A
-80CHE M2 H L. LAY INVSel B452 754 B it
1T pYEX-BX 1 pXAG FEL L5, FA3EE LK 7).
£70 DNA ¥ #40 10° 2 F Ll B HEFES,
fETHUETRE, 554 0] LA 28 M DNA 5] A—
MMEEBEHERKMNEE B MNEX
2.2 WEELTH PCR-IRFELE

HE 1 AT, pXAG MR AL 1 FIEE 2
BEEAKBEHR,2,5,10min, I B H

i1 2 3 4 5 6 7 & M N 1

1106 bp

Fig. 1 Agarose gel electrophoresis of PCR products from
the yeast colonies
1, 3,5, 7and 2, 4, 6, 8 show the 1 106 bp PCR products resulting
from the colony 1 and 2 of the yeast strain INVScl transformed by pXAG
respectively. 1, 2: Templates DNA were extracted from the water
suspension of the yeast colony 1 and 2 without boiling; 3, 4: boiling for
2 min: 5, 6: boiling for 5 min; 7, §: boiling for 10 min. M: ADNA/
EecoR [ -HindIll. I0: resulting from the transformant of pYEX-BX. /.
negative control of PCR without DNA.
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1106 bp¥f 5t DNA R B, 6 Z A 3645 5 4 T 44
pYEX-BX H#i% DNA BB A& BRIEEFF], T
S ANEEFFIECR . MO A B, ST
R, BEEXE3 R KEMARMLSER RWEZ
SEI it 42 PCR 51 A1 IR & PCR £ /Y i
B, WEAEM, REeZMHERR AT EEER
PEDNA FEB BATHTS Mix [ RIVE B 94°CTH
S min Hx, ZIEEGESAEBRE E
THIAA A AEX PCR KR P AR A0 RIE H R4 o
HATEEREHZHE2 ~5 min.

3 1 i

BRI B - FA R BUR SC A 40 B A BE,
{#15 DNA SR GBS A, FHIEEF
BRI ERRT. angt H 0 R E R B RO
DNA {1 S L B Czymolyase) ALIE™, F
F DNA Bf: B, @0 RkEHmE
PEG 33502, Ml SC-UD BE# MG R, 4
FATHH BB /KAEEREA (casamino acids) 1FH
BINE 7 MY, SR, B A RA Zymolyase.
PEG 3350 F1 casamino acids Rl TR, A
BETBRER KRMAMRENRBRKETEEM
PEG 4000 & {URR /KB EE &= O A PEG 3350, [AIF£3K
SHENGER.
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170 INVSel [B852 75 4h B % 40 20 28 5 30 8 (R 2% (11 %
EAMBER LA, AR — IR KES 5
RS AME, REKIRT, BHEERLE, &
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I A 10 % 52 A 4 B R AN TR I AR 2 3 BT O A

TRE.

FH PCR J5 % B B 1 v AT RO I ik £ 7%
i, R ANEEL RIEHEN B NEEFF,
il tHF AR MR RI S, & PCR TS &R R
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AB|RNER, A LE S = RARRI A AR
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Frozen Storage of Competent Yeast Cells and Simple Procedure for PCR
Screening Yeast Recombinant Clones

YE Ling* » LIU Jian-Wei, LIU Jing
(Institute of Gerontology & Geriatrics, Chinese PLA General Hespital, Beijing 100853, China)
Abstract  Heterologous expression of recombinant proteins in yeast invelves toilsome screening of a large number of
recombinants from yeast cells. A quick and easy procedure was introduced for identifying recombinant clones from
the yeast Saccharomyces cerevisiae by means of PCR without any prior DNA extraction and purification steps. This
method involves a simple boiling step for 2 ~5 min of whole yeast cells suspended in water. Both the fresh and
frozen competent S. cerevisiae cells can be used for transformation. The method of storing the competent veast cells

at —80°C for future use is convenient and economic. A skill of decreasing the dimer products and increasing the

specificity of PCR is recommended.
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