ESEGE#E (Pichia pastoris) RESMEEISZRIEG
1. EEREFEBRICIEELE

(1) =HH
TM LiCl (REBFEEKES, BIRSERE, YENRESEEFKHR)
50% PEG3350 (Sigma P3640 FAEESTFARIBXEH, IEEIIERE, ARENETIVE
FH%)
2mg/ml salmon sperm DNA / TE (10mM Tris-Cl, pH8.0, 1.0mM EDTA) -20°C{®fZ
T BERRIEXTEERERRIACRY, (NSHEBRL, PEG3350 alFMEARE LiCl ISE1FRA;
(2) REZEEREBERIFIE
$#h Pachia pastoris 2 50ml YPD 1Eg#E5, 30°CEEE®R (424 ~28h) 1#%#3) OD
B790.8~1.0 (49108 Cells/ml) ;
WGRARRE, AR 25ml FBEKEEF—R, =R T 15009 B0 10min;
ERAIET Tml 100mM LiICHERT, BEBREN 1.5m BLE;
BUNEXKEERLD 15 MNERER, BESEMAT 400ul 100mM LICl AR,
1% 50ul/EnD%, MBDHITEWL,
it FTEBRESEERIKE,
(3) EeECRESRYEE L
3 Tml 2855 DNA Smin, HUEKBLAHIEERGEEIR DNA;
BRESEE LA Tips ERR7ERAY LiCl 737
MNTFE—NEN, RUATIRFEION:
50% PEG3350 240ul

1M LiCl 36ul
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2mg/ml BagE Salmon sperm DNA  25ul
5~10ug/50ul H20 &% DNA 50ul
RZERBSEETNERMTER MY (49 1min)
30°C/KAIES 30min;
42°C/KBRYATE 20 ~ 25min;
6000 ~ 8000rpm B/IVKIEEEL IR
ES88ET 1ml YPD I557:E, 30°CIERIES,;
1~4hf5, BX25~100ul ERFEIEFIEEAEFNR, F 30°CER 2~ 3 REE,;
2, EEEGEEES PEG1000 5&{kixk
(1) 3t
ZM’ A: 1.0M Sorbitol, 10mM Bicine, pH8.35 (sigma) ,3% (v/v) ethylene glycol
ZM’ B: 40% (w/v) PEG1000 (sigma) , 0.2M Bicine, pH8.35
Zmk C: 0.15M NaCl, 10mM Bicine, pH8.35
RISHATEEE, K DMSO, -70°CRTF
E:
ZRR A, B, CHRIRIRITIE, -20°CHR1F
5 DNA EEINERENE S EEALIAREZL (RMEEK LRSI,

HIEEUNR DNA BIEENBERRSIE IR T, I TSHFmAVEL, BiNR 6 i/

(2) FREEEREEFIE
1ZERNEREERD Pachia pastoris F YPD 4k, 30°CHEEF: 2d;

PR T IERERE LT 10mIYPD 258, 30°CIRSIEFIR;
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BPER 2 v NEFEREME] 100mIYPD 155EHiR5ES, 7 ODEM 0.1 7F/ 0.5~
0.8;
=R T 30009 BOUER IR, S50ml EimilR A TRik—
EEEAT 4AmI EPR AP, 12 0.2mlI/EHET 1.5ml NEOES, S80I 11uIDMSO,
BERNETREAFRAK,
-70°CIRTZ

(3) EeECEEEIRYEE(L
29 50ug ZeMELERRL DNA AT 20ul TE Sk, BERIITFRENBEEMIES; IMABK
DNA (40ug ZEERZMLEEERS DNA) LRGSR,
37°C/KANES Smin, HEBEHEER 1~20K;
EHEGE, IO 1.5ml &k B, #IRES;
30°C/KAIES 1h;
=R T 2000g BL 10min, KRR EEKR, EWRTNEERT 1.5ml Eifik C H;
BOEm, RLEER, BB ESHERERT 0.2ml &k CH;
BRERURETIERETR, F30°OFE 3~4 X, £E;
3. EEECEREEREELE

(1) E.coli TOP10F RS 4MAEAYSI
Y 10ul TOP10F' &, HekhF 200ml LB iiiEssstamiE(biEss, 37°C, 200 rpm, 16~
18 /N, EX 100ul Eik#zFhF 200ml i&{K LB 17 &,
37°C, 200 rpm, 1% 16~ 18 /)\Ad,
K8 500 ml Ei0O&, 4°C, 4000 rpm, 20 min, SEETE. FLBE, BAA 10%HH

BEFER. EERR 3R,
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SREURE, FEAES EE, BTA 1ml RIEBFESEIR.
MEHSERSESEMES, B 200ul FKE EP B9, IMNERRAF 5ul, 1BS, K&~
4S8, EKLEKE Smin,

KBRSE1S 200ul BRI AR,
EFRE T ERFLIH TIRL, IRE9REE 2500 V, BY(E) 5 ms,
BEfE, EREMPIIA 800ul SOC IBFE, HkHER, HBEXRE 1.5 ml EP &,
37°C, 150 rpm , 3%#E 45~60 min,
INSERISSATHTE Zeocin 25 ug/ml B9 LLB - Zeocin AR £, IEM, ik AMER
8, 37°C 155 12~ 16 /AT,

(2) ZM{LERkI DNA XF Pichia pastorisGS115 5L,
EREFFIERY (50 - 70°CARFRY) BESERETIKED, FEERK,
1)4 100pl BB HEE—#HHITCE Eppendorf &, I 5 - 20ug Zet-A4ERRL(5 ~ 10ul),
RRS, RERHERE 0.2cm BIEZEFLEEIRT;
2) BB TF AT 5~10 o, (HHEE.
3) EREFFLABILER SR BBIE: 1500V; EBEH: 400Q; EBZF: 25uF; BKFALE: 10mS;
—IRE T,
4) BEE, D EEBFEARTIIN 1ml 4°CFRSh 1M BILEESASR, FIMEBRBIX
1198, &FiKaH;
5) BX 30°CHtZ=SREHTHI MD 157EFR, HESIES LTERERHFNR, 400ul/
R
3.4 EEFREREBEEELITE

3.4.1 ERRYHESR:
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1. PENEREEREDE, IEFME2E Sml YPD 1B7REAY 50ml =5, 30°C, 250-300r/min
BHRER,

2. BX 100-500ul BYIE7-YEMESE 500ml FfE7aEm 2L =/AER+, 28~30°C,
250-300r/min 1F75d%&, Z OD600 A% 1.3~1.5;

3. KBS ARMF 4°C, 15009 B/ 5min, A 500ml BkFLSHIZEKEEIRTIEESR;

4. PR 3IBL, A 250ml FKFLSHTREKGEIRTEES,

5. ¥ 3 B0, F 20ml B9kFLHY 1Tmol MLAESRIGEIINTLEER,;
6. T, I B, B 1mlAKFTEHY Tmol LSS ARG EINTIERES, HEMRYA
1.5ml;

7. &t AEESE 80ul —RIBRISIREER, (BERImMEREER (2 EZA).
3.4.2 BBFHEEL:

8. 15 5~20ug HIZEIL DNA SBREFE 5~10pl TE BikS, 5 80ul 9 LIAEE 6 ATEHIE
KRS, = 0.2cm kFRSRIBRRMATE;

9. KBEEEELIRIKIA Smin;

10. HRAZEEFEACURMRYER, SEEMNIIR SRR, HESERIEE. BiR. BEF
S, RIS E, HiTHRE,

11. BESEE, 0N TmkFneHLEEAREENES, = 1.5ml /0 EP &,

12. BEAERAHT MD 8 RDB Yk £, & 200~600ul iRH—HRYR;

13. BEMRET 30°Cigs:, EERIEEHIN.

¥R HEBIE 1.5kV; HBZS 25pF; EBH 200Q, EEEHATES 4 ~ 10msec
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