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KT B 52 25 20 M B il %

{RSNESE ) DNA AL TSNS B Z AR A BRI, TP E.coli
TR S, B30 T4 72— PRI AR N\ KIS DNA o2y T 25
SRS DNA IR )), SR BRI 0 2 k1L T, 6%5%
A, 2638 0 %5 0, B, 7 s OV AR DNA
BRI, ISR AL T FLAT ﬁﬂﬂiﬁﬁm@ﬂﬂiﬂ PR
R S, (3 T RSB A nk ONA VAR e
) T ) UGS R %Aﬁ%%?ﬁﬂeﬁ R 77 L Lk
I LR AR, 20 TRV 465 DNATAA K T IR )
f) 3 DR O e 5 0 B0 0 B AR LAl AR AL (natural
transformation ), £ [ S35 b H 4 14 T L DNA, il i e R BEAT AL 5 AL
Uy R TR Cengineered (i n), FEIKFREEAL I, 4R 2 B

EM%%Aﬁ%%%ﬁImA TR LR T AR, E.coli HELHE
RSN

% E.coli, FEALTLAN CaCly 10K SMJE DNA 3 ARG,

I BB wﬁ AR CaCly B2 AN, Horh, b pLis A

I 1) %AX%HE‘L DRI FH UK YA PRI 210 7K 22 TRV Ak X B A= AT S ) 4

i, R A AT R D I R BT UL R 109101 FEALT
ug PTG, RV 0 CaCly AL R K I4nT, 17 LLi% 5
A R A, 5 THHNE DNA. BN 10° ~107 #4L Tlug

DNA.
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—. CaCl, E MRS &

CaCly A2 24N L 1) il 25 S ool B

1. WIHEM 21K (DHSa 5 DH10B), #kECH T4 T LB i%%%qﬂcii—%%

T (216 NI / oS

2. W 1ml R YT 100ml LB 559756, 78 37048 K ik 7 55 974
2.5-3 /I (250-300rpm ) }

3. ¥ 0.IM CaCl, BUE T UK LTV 6

DT S BB TG RIK L3R 4E \ \

4. WL Sml BFRLF IR 1.5ml @ ‘ AHI 10 434
5. 4°CF 3000 g A4 B0 5 5051,
6. F% big, A 100u1%ﬁ/

40 T T Ewﬁﬁ

!Mﬁz, MBS B NWEhr4),
7. 4°CF 3000 g AR D 5 ?
Nﬁg.humm%ﬁ,%@ﬁﬁ%%LTW@ﬂ@,ﬁ

8. 2 bi, bu}’oo
A M BT
- 0 BV AL BT T A SIS RS IV R OR B R (15% - 20% 1D 5K

WS URIT H (—70°C).
ugﬁﬂs*ﬁ% BEAMR “FrERm”, BERER (—REERZESY

MipE) B NRELFRRER, F—EEIE T LR, EERERA,
ESRIT. REBRARCEN X Fh— —
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EREFI:

1. BRI, — e B PR A BTk, BRI A OSP4

2. BAKODgoo {6, JM109 5¢BL21, OD{E4 0.35, DH5a J4 0.4, BRERIEOD
EAEL R, EAGET 0.6;

3 AL ERIAT I, AR HARAT 12 B 24hJE A3, #f%ﬁ?&

4 WAV &, JEQRATTRE, FTARORE (OE. S HHH, R
AN, BEHETE, CaCLEREdERE, AEREXE. 0

&

@

. MERSAMARLNEE *’v

. B A2 s \
e

-80 C VKA PR A7 1Y) I FHHE SOB R

[\ —
7/

KR, ybﬁmﬁé@@ﬁ? B WA FIE LA, 37°C, 300rpm, 6 hrs

R 7 400ml s\m KR 2L R T CJ 1:500 [ RHREHE), 300rpm,
4hr, 9& 2 min, Ml —7X ODgoo» 2 ODg0=0.76;

4y SAVEUORIRAIEYS T LU PR IR VORI A 7 58 b e

5 VI =S, PR EE TR FE I oK
5. @ ml P I B O L, 4°C, 2000 g, 10 min;

6 Fr_LilE, HTAIIK CRKEMEZK) v SenbmKEF ik (kI
FE— AR IREAT VKK IR 5 W) R 25 45 HE DR e BT 3 B DM B (AR ), TR IR ETT
Jo FHEZK IS, 2200 g, 10 min, FF _Lid;

7+ B 10% 0 H i [T 505 M 2, 2400 g, 10 min;

8« Ifi —WBIRHME (RELXTHE), HERAEE KRG mAFAamR, % 120
w1083 1.5 mL Ep & (EP & 2-70 JE 174, H-70°C ) LEEEGE UK ;

[98)
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9. fRAELE-80°CYKAE 4 .
Ll DH10B 451 B «

IR 1 SRR SRR, AN B T 4 CHUEELN AR RS
BT, BUFASE 2 AR LB PAR T L, (H % ] A2 W
SOB i HH GIBCO 22 vl IAFRIRC ], R el s (A FL R IR 3 42 Qe
A, o P P A R B SRR T T ) i‘!f

SRR 2 PRI 3 L BLIKBCTAPTERI G, AR A0 P I TR R B R
A SOV PO DU 452 L SIS B 0 T s o, 8 PR K L

UUE 3. MR OD ISR, TG, AR A 0.5 5 2-3
min 31— OD i o\

R 4 —5E BAEUOKIR A O Ve RN AR = fad, R R
BT R, RESET UK RS %4 10 min;

IR 5. GBI, Dk B LK B I B T 2 XK, T
%%6,r§s¢m%ﬁ%}-

¢%6‘%@i%ﬁ7gﬁ

A RKEE D, Rl 2, SRk

TRk LU mﬁ%ﬁm%%ﬁﬁﬁ?%E,E%ﬁﬁ¢ﬁ
BRI Aé%“ﬁﬁ

ST, W

g8

O, A0 ECZ AT, 4F 400ml BI04 1-1.5mL 285 K 75
ﬁi%‘—'ﬁ-mtﬂ@&@?ﬂ@zﬁ%%ﬂ%ﬂ& ETEFP DR & N NN
%’ FHEZ K EP & i I3 e N ILH, B 170 JEOKAE (E-80°C UK
D T4, DR ASIRER LG GERRIRE), [TlEG 3, /%
A FH K B B 250k (AR S, RARAE A 1ml 6 KA Sk o S8 )5 BT~ 80°C
VKA s

BIR9: KT IRAFIRZ IR L, -80°CE R, IS 5 AT (Vo B e I
(RIUKA 5
VL bJ7 & TR 2 E.coli Ak, $l4n: XL1-Blue, DH10B, DH5a , Topl0,



S U fiE 0]

IM109, BL21 S8t i eIz 2, W REAN R AR E KA 2257, 5 P IR
1A i fE OD MHFREA AL, AW R — 1, WERBEREA & 1l mT
LIS BT I ) e Rt — 2B AT A o

ER:

LB KRN B O B R B i, ZERMEfTYESR, H NaOH #RVEEUX;
2 ERBERHTIRG, FHREGH;
SHRMITER, HWRFEIERNK:

AN B R RLT, AT LA 10° B E, y
‘ 4
Xt E.coli BRI, Pl_ESLE 77 RARER: a;%ﬁ%@%

IVAE Y =S ()
KRR, RETE
B, N ESREEACER S

BB, YR, ﬁﬁiﬁ%ﬂﬁﬁw&
HlEBZEMEER, 7rmﬁﬂﬁﬁﬁﬁ%
%%,X%%Eﬁﬁ%%oﬁﬁi :

B, BUCKRHBELHTTIR.

PHfF 1. BRA TR
AU 36 A 7
ig— O

A
*ES pH=6.2-6.8, HCH/KE, BJGAT KE;

CWCIZ 0.10g, KCI 1.18g, A= N4 A, AR5 A 46ml —7%
Ky, BRIRGA T AR R KRS IR AR, ML, REK
N KRR 121°C & K T £
B 1% B (0.6mb, 438 n A C i @4eml) s, J84) 5, F 4 1ml B gs A 3.3ml
AR, TRATUKHT IR

RN B BT, 3T CRI TR IR L) 17 /NI, PREX 2-4 AN LM 10 0 R 7%
PR T347 100ml SOB 5537551 = /A ,37 C I Z19%3% (300 rpms) 1537 3-4 /)

5%

-6-
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INF, BRI B A 18°C IR Y (3280 rpms) 555, A 5B Z A EAZL,
FEE N 4ml TB 2P, BRIk, EREAE e, A 280mI DMSO (A H]
=i 4y, RGN 1L.5mIEP %, UK E#E 15 08, A A 3eh
IEAZASI EP B, T R IR OB E YR, R E P E 12 /el b
H 7 TN -70°C AR IR UK AR 4% o

MRARR . TR 10%8, AR 10%9, RGO BUS ORI K2

SRPEHI B AL °
&

%@%%E%%o%%%%%%,Eﬁ%é:ﬂﬁ%ﬁwo%®%%ﬁ%$
2t 25009, &% 1500-2000g 5min. FRAR B, AR A TME KKK,
IR AE PR 1 — R AR L 4 b A ik B T, (R PR A7 A U

RO 2 ML E 4. o m A T (20:80 ) ioh 2eib T2
L N
o

TR B o AN R )
BRGNS 223 A8 SR B B Lmin, XK

JALE A 20ml, R AN ‘

(HE, HEGERmAT T, AL
SR, Sk N R,

%%ﬁ@@%&&%wmwﬂaz, RTINS T AL, T

e fi] # 1 J B AR 1 T T L BT S EP A UKAR BT AR 4L .
XF A FRIATT S, i ReUE 1S 25 R AN /D R A o
FRVRALRCR S (R B HO B AL, TIA R 1010, (HIZ#RAFE K HEAL

Wiiﬁi“ﬁﬁ$, MREA B AR, sl 1990 4 (gene) L
TG Inoue H.ZE P 1= U2 AR 1 il 46 15 AL 5k

WRPE S = N SL PRt oL, BA TR IR B, ok 7 GLP 3Cff, HIH 5T
VR 2 ] ek B S R Ty, e Sl IR R SRR IR A 2
.
1. PSR RE . X R AR B, R B S R IrikE = Lk
WLYFIR, BERTESE
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2. BOIRILIBR . RN AR LY, ORAR B A K RE P 1 e AR
IR, AT R R TE AR e DRAR A A I T A S AN Hh 3 i RS2 A T
FECRE I AN TR . FER AR = A 4% 5£=100mI/500ml, 50mli/250ml.
3. WEFRAEN pH {H. X2V pH (EIF AR FARACE BCK R A 1 pH A, 1 HIA R ES
ARG pH . —BERUL, HEPETI pH (HAE 6.8-7.2, SRR LF/S, W]
DA —"F pH A, AZET 6.0, &AF7E 6.5 LL b o X RAARRIAE A 2400,
PERCRA BAF, ORI, B REAMIT,
4. HiFRJEH0 OD . LGP —MEREZRNSH, e op E I
RO WARZR N ACE R D2 ANTTRE,  RILIR 2 453 2770 R OD Ak
T°0.6, 0.8%%. [N, OD {H KR EAREK, P zﬁXjQ%%jzaa,
DRI 1T 75 224 OD {ELFK P 75 THESZ M P — AN P47 2 € é 4

5. iR AFE 1. LRUEN, HERIRHRAE = ) M2+ I, %
JEIAS IR S A B o R4 Hﬂ‘@ﬂ 20mM MgCI2 fH k5 77
LRI, (e AR §T 20480 W BIAR L IR -

6. HFRIL. SO A 250 5 VR IRAN, R TR R TR IER, X FF
T LAIRAFL i R 2 2 @MEQZ VN =4 T Inoue [ U2 & 4%
T3k, e SEb R R H T R AOR) T R 1 SRR I A5 (AN A i

7. BEAMSCIRIGE, 7R A, DMSO ZLLH I B B, B kR s
e NN ¢ i‘

8. A it AR ISR, AR R R R A SRR T
ﬁfﬁwﬂ%mﬁi%m&ﬁw%ﬁ 12 /NI LS TS AR OKAR 33 A S

RE@, UG T, BeiR) i, BUE R B e

e

1B R B AR R VKA HH EXCH 1 K AT IRE.COLI DH5, JM109,HB101 %%, 7F LB “F*4R
A2, 37 B R A H LR TR

2. kAT 1-3 KRR 24>, FLRi$] 250 Z£TH/3 THHEIE L B¢ 80 = TH/1 Tt
HEJZ Y SOB KiFRdt. HiFRILE A2, 23 s,
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3.7 18 & 150-250RPM }57% 19-50 /NI*BA A HIFR IR AT e =i, HAW 5T
37 J¥.

4.0D600 £ 0.4-0.8 I 5 115 7%, IAEUK/K ¥4 10 734k

5. 4 [, 300RPM .0 15 J34h, [MIC B &

6.2 FiEfE, H 13 AUk TB e, fEve 10 40
7RO [ B A

8.H1 1/12.5 #AFAM) TB B, W INEZIKEE N 7%(f) DMSO, ﬁ‘/%%ﬂ&*

9.0.1-1 =%, HEERA % L. y .
10. 75 W 2= 5-80 JE A7 &

fe‘

B 2. AN HL e AT ) TR SR 52 25 2 L R Akl 4
y
IREMEETR, fAXS%. 1’5%‘ no

. N

Ai: 1M, MnCI2:

Bi: 1M, HEPE% p

:6.~., FITERIKIR, it B A K
\\

C ¥ FREX C&ﬁlOg, KCl 1.18g, ¥l Ndi LS, SRE A 46ml =7%
K BRI 7P Wi . R as LI BAR, Mdeudl, RS
NK: HK B B8 B (0.6mD , AEBINA C #i46mlyH,
= Iml B i 3.3ml A, RAT ki R AT

KNS A3 B PR 7K, 3T CREFEM BT IRL 17 /IS, BRI 2-4 AN T AL 1) B0 BV e o
T-#54 100ml SOB B3 7E3E11) — i, 37 C Il Z14iE % (300 rpms) £557 3-4 /N, ¥
REIR R A 18°C 29k (3280 rpms) 7%, HAHMWIBIKZAEARNZ, &
I Aml TB Zepfil, ey, fRAER &%, A 280ml DMSO (] HJH
FEAHTAD , IRAIJEEEN 1L.5mI EP 4, UK LiEE 15 4. O T AR
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AW EP AL, MR R AR IR, EAH A 12 /M PLE.
H 2 A TN -TO CHBAR IR VK AE %

MERARH BT R 10%8, GFIRIE) 10%9, RpliE e TORR Bel SCE R K
SR IER AL .

EHTORECER ). CEELIE, ERES Bl IER e, SO R EAER
i 25009, 7% 1500-2000g 5min. V@M E T =, ANEESAEME] LY
FEPAR by — NI AR b 2 1y it wﬂ,%%ﬁmﬁ$@ . A
Wt 2 /NI LRI H eI @R T (20-30 438D JX R Sl TR B VR HE
o

>
PSS N ML REAOGEL UL R T2 kém RAE SR
W HAE SRR B Imin, R A A %%,%7m§m—ﬁ%wW,ﬁ
2% % 20ml, AURAEY . R

%?i%ﬂﬁ%@%&ﬁ%&i&
PR LB PR L 1 7

, BRI S T A, A
SEMIT) EP S UKFERIIT IR . KT
2R AR AS D BRA

’?%zaa%w H[AF] 1010, {H2ER VR K B BT
BT FEALCR, AP FEet T 1990 45 (gene) LTI& )
RS 2 B e S AL T 1

IAE KT
WAL N i
ﬁmo

*E@%Eﬂa%, WA PR ILFIEE S, Bk T GLP 3T, (R vF2
A T EE R s, Hh AT S IR A RCR R A e AT B
1. PSR ETRE . X R AR B, R B SRk e = b
YRR, R E R

-10-
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2. BEFREERR i%?%ﬁémi‘%% IRFELN), XA R AR F e AR
W, AR TR . AR H SRR AR MO B RO R A 1
AR AT S T I N TR RAARBY = il 75 F-=100m1/500ml, 50ml/250ml.

3. WIRIEN pH . X2V pH (EIF AR PARRC E BUK R A 1 pH (., 1y IS5
BEAPEAAG ) pH AE. — ek, AT pH {E1E 6.8-7.2, SFWELf)n, o
LA—"F pH{E, AZKT 6.0, HAF(E 6.5 LA L. IXFORTAR A A7 A,
RS RGP, 1% BRI FEBeR MK, ‘é

K" .

4. RiIRJE ¥ OD fH. HSEXIF MR EZE M SH, Ht OD @4%5‘]%‘3
JEIG, WRERIFBUE K CAA KRR, PRI 2455 s OD A3 K

06, 0.8 %74, I, OD HABHI &K, ﬁ@ STV
TR 24 OD TR F 80

N4
?~%§E’a Mg2+5 1, %
i, {#iH] 20mM MgCI2 itk 1557
AN, SRR IR

5. HIFREEH AR T LUUEY], i
TS RS2 A EEAN R e AE A
LRI E@%X&W%’Tt?_ﬁiz

N
6. WiTRIRE . SCHR M 200

? AR AL B e R T IO A T, ke
Tuﬁc%&mmm, AzH, BFEE T Inoue [ &g A4

itk bj:BT Thr U?@ﬁ,u\ﬂﬁiﬁéﬂiﬁﬁfﬁﬂjE‘J*ﬁ‘ﬂF%ﬂﬂ‘ﬂ?‘ﬂio

7. Jktﬁ&ﬁ, FEORAFIEAZ SN, DMSO ZELE H i R 2, B iS22

Eﬁ%§

8. WA KB ISR, P R R R R A, R RAE T
R OKAE N o 28 TR DR AT 12 /NI DLJS F e NGB IR OKAS , X RURMEE S,
SO Blgent, B XA T, B, UE st B e .

Jiik =

-11-
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LR AR UK A T ) K AT BE.COLI DHS5, JM109,HB101 %%, 4 LB “F4
FRIZE,37 A A K AR

2L 1-3 S0V 24, BRI E] 250 SE7H3 THIETLIE 2 80 %71 7t
HETLHIY SOB HigR Ik, HFIERA 1T 2, 2 WMIE.

3.7F 18 [ 150-250RPM 1%53% 19-50 /NH* A VA HIFE PR I AT AE =00, (HA ] & T

37 . °
>
£

&

4.0D600 £ 0.4-0.8 M4 18557, BUEVKKH A A 10 4 EIJ \

5. 4 J&, 300RPM 5.0 15 234f, [AI @ ik

6. 245 i iE, 13 RRUKIVKA TB ¥ m%«yi‘b

7 IR [P A

/
P

8.4 1/12.5 #&#1F) TB &%, ﬂﬁ‘n %11 DMSO, F34#1 10 4358

9.0.1-1 ZF 4345, HILERA

gl ¥
10.7E A R-80 Ez"@\‘

(&ﬁ%ﬂ%ﬁﬂ‘]ﬁ%ﬁﬂﬁ%ﬁ LB V4 I, 37CHiFRIEAL.

(2) PREETHALIG KA B B 7% T SOC WAk R 773E, 18°C, 200-250rpm 1%
Fo

(3) 24 0D600=0.5-0.8 if, FIFiv4 1) 40mL B0 T 4°C, 8000rpm &5.0» 10min,
WAL TR A4

-12-
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(4) HITivA ) TB Buffer B4, 4°C, 8000rpm &i.L» 10min, WA A,
(5) ERH 4 Ak

(6) JH 8mL Filv4 i) TB Buffer HE 1A, 2212 DMSO £Z9KE 7% .
(7) UKty 10min J&, rdE0RAF TAT .

AR SGR e vy EBORFR A

JiiEN

1. HRE K ---ee 2ml LB 37 J& 120RPM 7 -----1 -37 J5 200RPM2 /)

[ (OD % 0.4~0.5) K

2.2ml, ¥K#¥ 15min, 4 ], GOOORPM . BT T 1ml0.1IMCacCI2 Hr, ¥k
% 20min

3.4 E, 6000RPM 10min, QZOOUI 0.1MCacCl2 EP, UK 30min
;\

AN TSS 72 AT A e S BT RS R
&
A‘

E.coli &5z 2540 Ml £ 712

4

PABHTE R A 2ml LB, 37°C 250 r/m, 1ml %% 50 ml LB, 370C 250 r/m &
A600=0.2-0.4

L) H 10 2T TSS B&JE, /03¢ -700C TRAF. RHETK EERAE.

-13-
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Ak hnJioki(&It5 ul/100ul cell) vk E 30 434k, 42°C 90 #, vk E 2 4%4h, N
LB £ 1ml, 37°C 1 /N JEHEIPTAE TR

TSS:

7.0ml pH6.1 LB

2.0ml 50% PEG6000

0.5ML dmso I 'Ac g

y N o
0.2ML Mg2+ (0.1ml 1mol/l MgCI2 and 0.1ml 1mol/l MQS\ N
Ng

0.3ml ddH20 ‘ 6
y

’v

*ﬁﬁﬁfi‘@ﬂ uéﬂl B il S e At

Ujﬁﬁﬂﬁw (Bacillus subtilis 168) 44
ﬁﬁﬁﬁﬁiﬁﬁﬁ%%&%%f&

I (K] 168 FA 50 B TR0, IV PR A B 2 FLAH 1 H vl R LB SR, 37°C
BiIRMi B SR 12 hy
2T — KM PR R & 2 3 ml LB £5779EH, 37°C, 250 r/min H5 77141
3 R EAEL 160 pl B5 IR 4 8 ml SPI K983k, 37°C, 250 r/min £
TR HE KR WI(168 £ 4-5 h);
4.1 0.2 ml A KB EONAR MR IR A 2 ml - SPIT K5 7R3EH, 37 °C, 100 r/min
Bi% 90 434,

-14-
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5.7 Lk SPIT 8572 BE M w4 N 20 pl 10mmol/L EGTA, 571 37°C, 100
r/min 5% 10 4351

6.4 IR AL PE S5 () R 7> ¢ 8 0.5 ml 45, %I 5 ul DNA (DNA A fed
B, AHEIE Sug), FET37°C, 250 r/min §53E 90 43, I IA AR L AR .

R TTWF -

SP £k

0.2%( NHy ),SO4,
1.4% K,HPO,,

0.6% KH,PO,,
0.02% MgSO,-7H,0,
0.1% FrEIRN;

S \ »

SPII i%?%%& 1 %AF 50 mmol/L CaCl, %, 1 %R 250 mmol/L

MgClz ‘%?“—L . p
—AS

SP alts Solution: (500 ml Solution)

0.4% (NH4)2SO4 2g
2.8% KQHPO4 ® 3H20 14g
12%  KH,PO, 6g

0.2%  Trisodium Citrate Dihydrate 1g
121°C K14 20min

-15-



= % FiiE )

LSS SN HEL TRRNET SN

SP—B Salts Solution: (500 ml Solution)
0.04% MgSO,4 « TH,0 0.2¢g
121°C K B& 20min

100X CAYE Solution: (100 ml Solution)

2% Casamino acid 2¢g

10%  Yeast Extract 10g
121°C K 1# 20min

SPI Medium: (20 mL)

9.8mL SP—A Salts Solution

9.8mL SP—B Salts Solution

200uL  (1%V) Glucose (50 ‘Vﬂv‘,

200uL  (1%V) 100X CAYE \

SPII Medium: (6 mL)

5.88mL SPI Medi
60uL (1% !12
60uL 250mM MgCl,

é

Omin)

olution: 10mmol / L EGTA ¥, % i i 75 /> & NaOH % pHS.0

ER:

1 ERNEH TR AR,

2. 8ml SPI $FFFEEEHT 50ml BB TR, UORIEREARKERCRE, AR
BIAE;

3. WEENE OD{H, —REFHEKERENLIHEH;

4. PREBARKIRE, WURRELR.

-16-
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AT T RS2 75 20 M B0 il o AL

BHHT \9

http://www. hel ixnet. cn/viewthread. php?ti

http://www. hel ixnet. cn/redire i

&

&

oto=lastpost



http://www.helixnet.cn/viewthread.php?tid=72
http://www.helixnet.cn/redirect.php?tid=1056&goto=lastpost
http://www.helixnet.cn/redirect.php?tid=1056&goto=lastpost
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o R IR 52 28 2 PO ) 1 4% S R AL

B R B IRBERE I AH B R :
SR RER IS EBAE TN CR3ERO
http://www.helixnet.cn/viewthread.php?tid=17&extra=page%3D1

R\

Ee FREE B RIA SEIG F M (T &I AR) A
http://www.helixnet cn/viewthread.php?tid=34&extra=pade%3D1 o
P
‘ 2
e R AR IA F M IESC R AR

http://www.helixnet.cn/viewthread.php?tid= extra=page%3D?2

NG
R N\
Pichia pastoris 5238 T \

http://www.helixnet.cn/viewthread. 136&extra=page%3D2
s,

T AT R O S
rumdisplay.php?fid=26

http://www.wt.c»‘&
&

R AB B FL 52 25 4 0 1) 4 Bk o
FERE AL H T 4 B2
AEERNE; 2PEG VL 3URAR IR 4 digEfLIL,

PR PEG V157 IAE, (HACRIRG, &0 DNA G LML 78
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B KRR AL B R A
L&
IM LiCl (2 87 728 K BC ], DRI ERR v s 00 SEI T 75 26 B 1 KM ke )
50% PEG3350 (Sigma P3640 F 23128 1B/KECH], JENIIERRm, HR%R
) 5 TR 23 %)
2mg/ml salmon sperm DNA / TE (10mM Tris-Cl, pHS8.0, 1.0mM EDTA) -20°C £
*? N
e BRRBIXT AR EAL (USUACHIATL: PEG3350 Al iklighs TRI LiC (1

BFEAEH; Ao 0

N

e 7 e EC R 4 L&
1. #FF Pachia pastoris £] 50ml YPD 1% et (%) 24~28h) 1%

773 OD {Hih 0.8~1.0 (£ 108 Cells/r{ll)
2. WCARAINS, FH 25ml K UER )
3. HEEA1ET 1ml 100mM LiCl %5
4. BB TR B 15@‘

5. 2 50ul/E 4y 4ﬂﬂv;
H: ANERR
E&@%@j

1 firf £ S DNA Smin, 30K DL #5545 01K DNA;
E%t B0, LA Tips RBRIEARI LiCl % s
PR AN, FEPL R IUT I

[\
Il

1500g 0 10min;
BN 1.5ml B0
AR T 400ul 100mM LiCl 9% 4

50% PEG3350 240ul
IM LiCl 36ul
2mg/ml %% Salmon sperm DNA 25ul
5~10ug/50ul H20 Jiiki DNA 50ul

4. R ZUREIRIR A B R VI E AR SE A4 (4 1min);
5.30°C/K#3 % & 30min;
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6. 42°C /KB IR 20~25min;@

7. 6000~8000rpm 5o HE I BE B 4 5

8. EAMEET 1ml YPD ¥ig73t, 30°CREIKIFH

9.1~4h J5, I 25~100ul WHERERPERE TR, T 30°CHEg% 2~3
REEE s

HE R RE PEG1000 B4k 1 o
LR y ‘.

ZZ M A: 1.0M Sorbitol, 10mM Bicine, pH8.35 (sigma)43% (v/v)
ZEU B: 40% (w/v) PEG1000 (sigma), 0.2M Bicirw&‘\}S
ZEM C: 0.15M NaCl, 10mM Bicine, pHS.3 \
K5 RIOFEE . RAIL DMSO, -70°C A

nv

HE: 1 2R AL B ciﬁﬁﬁﬁ)ﬁl_\aﬁ
2. Y% DNA L7 TR 45 ikl Wor Y A CEMEZERK
R TR R G T ST 2R

R RACA I, HEREUSMR DNA
AL, EEE 6 ﬁ?nﬁ‘:/éﬂﬁi

ne glycol

2. A A e E&@%@i

1. $%hh Pachia pastoris - YPD “Ff, 30°CH;3% 2d;

2. TJE@%B@%& BAET 10mIYPD K593, 30°CHR% IR
‘3‘& 2 N R E] 100mIYPD B EE Pk R 9E, f5 4L OD {1

M *NO.S;
CEIRER 3000g BOMAREE BEEAAR, S0ml SR A BEG—UG

5. ERFEAAT 4ml G A P, 1% 0.2ml/E 2 BE T 1.5ml BB OE T, &
B 11ulDMSO, JREA &3 WA A%,
6. -70°CA# 1%

BB [P BRI A A
1. ¥4 50ug LAk Uk DNA ¥ T 20ul TE 5K, B4 00 114 45 () 2 RE40 i
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H; IIAAEAK DNA (40ug A8 P P 4R PEAG Bk RS DNAD BASRAG I KL {3
2.37°C/KHIFE Smin, ANEAFEM 1~2 IK;
3. B B0V, N 1.5ml 2 B, AIJEIRAT;
4.30°C/KIBIFAE 1h;
5. Zili T 2000g &0 10min, Z2Br FEWR, FATTERE ST 1.5ml Sl C s
6. BLOFEM, 2R BIEW, BRI AT 0.2ml L2 C
7. KA AU T IR REVE AR, T 30°CIRE 3~4 KA, /fiﬁo

4 V
Y [ I 5 B (3 -

1L SZ 2540 L [ ) 26 p 6

(1) HX 10ul TOP10F™ B, #F4T 200 B Sepimfe R R, 37°C,
200 rpm, 16~~18 /M. HL 100ul B H%A zlx LB FrFrdEr,
(2) 37°C, 200 rpm, K5FF 16~1

(3) KK 500 ml 005, 4C,
PR 10% H i T Fein (Td

0 R ﬁe@ﬂ%, SR ml R TR

(5) MHIFF1HEEZES » B 200ul T KB EP 4, IIAGESR NV 4 Sul,
RAY, ANEFEAESM, R0k FIRCE Smin.

(6) ARSI JS A 200ul BV N HLE AT
FUBGAT A, BB R 2500V, BJIA] 5 ms.

, ARSI 800ul SOC Bigedk, phytiiwk, ## 2 Kw
1.5mlEP &, 37°C, 150 rpm , #$% 45~60 min.

(9) BU4¥H4 53840 T4 Zeocin 25 ug/ml [¥) LLB—Zeocin 142 L, 1Fji, £F
WATRANIER BN, 37°C RK5FE 12~16 /M,

) 20 mino ?%:17—"‘?)’?&%0 ﬁj:i%a’

2.4 V4L )Tkl DNA X} Pichia pastorisGS115 4k,
OB 10 (BL—T70°CHAFID BEZA4E Tokd T, AL E Mk,
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1) K 100w 1 F AR 4B JCH Eppendorf &1, A 5—201 g £ 4L
KL (5~101 D, F5RRS), AR HHR ] 0.2em B o 28 FLE A

2) HAUME TV 5~10 438, PREFRE .

3) HFILFEAL RS AE: Bk 1500V; FEFL: 400Q; HLZE: 250 F; Jkob
ffE): 10mS; —X s

4y WiliE, S EERGEAM BN Iml 4 CTHEA K IM #1105

R BACIRAT IS, UK @

5) W 30°CHFR R MD 75k, Elid TG

PR, 400 1 /AR L
&

LT KR, Bk A miniQ e, VO R e
A miniQ AREE, T ot CE kR EO
—ff OD 0.5 e, AL, i DI, W EERD, AE FEVE RN
BLIE, 33-34°CHEWR 45 B AR, > 10% HAEE, P, 1/4 mPRn—
AR, TR AT ﬁ@i B TH, SR 2 A0 o 555 ME 500ml
%m}mm@%§*2!§§ in §5-80 FEUKA, B, Gl EP LT, o
A A Al o 2K 57 75 197 LA Y IR I35 R B 0BT 008, — IR T
10°/mg, fﬁé@ Ing/ul JFURL Tul Jif 40ul B2 45 E 0.1 A, FEFE I DU R IR 33 B I N
1ml soc‘ﬁ‘o-lso HER% 1hl, X 1/1000 FHAEA KT 1000 M AK . XA T

ﬁr_? B N R B T R b, AT, bR LT,
GRS, AL,

VRl
1*£:
:

IR S & R

VAR RARHMET#, REBHET,
2. \ERHWMIT UGB IRFFIETR, 0°C,
3. MR RIHE K.
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KT BAREERITIR

A PSR 53— A 25 (R N A2 0T B AR S T 7 A, 2 A s v O
DR BRI B A R e — AN BT AE, DUk R B A HE AR S I A5 e
LIERE SOV B . DNA RN IV fsidi e NVl 2 0 37°C, (HAEIRIE T, 70 1A
WIZ Zd B b, S5 A I AU S5 AR IR ARG 2, BUERIESRE 5 1 Be X

KA, P DUER N A BEAE L R h 384T (2, BEFI F1%
HERMG P RAS,  SON RIS R AR, RIET RT7752 16,°C‘ XFERE S

DRUESRAF I AL IFDEREACR . 88, WA T A I3 R NS/ 7 B%ﬁiﬁ, th
ALK 12°CRE R, 8 37°C Y. 30min %F4CL ﬁm%iﬁﬁﬂT
bt Q

2. BRI A DDA S I R AN AR At A ‘%E’J& NA JEF G 25

PR AL RER IS O T 4 BESE Ik ?%fif“ “'“@YP (K770 ek 2 4
I RSML I o — R BE D = XT?F?JMKE’J Kit, —H ATP # 2 riefit
HIRER:, ATP 2 KERIHAE, N

%0 buffer 1), 1M ATP ;2 AFEGE
ER R B, AR AR 07 AR

T WRvRAE RN ATP 1515 6, @Sﬁé

SELUIE AR R % éfié (101 Tul . 1ubuffer. HEB 2K (16°C)H
2 4-6h, %FT &\ 111 buffer AFRAEFE R 1 ATP, 1M7L A PAIAS
FH25 18 s b A mr‘%ﬁ £ DR g b Py A B A B R 1) ) A8
2R, &fy‘f S HALF 2 2, Lo dam i B bl i BoRim e
4
%‘E%E%WN#W AR P A S,
S 2LV BT RIBR A TRIE,  FERAE S H = AT g !

E?é/ it!
Email: lofeel@126.com

helixnet@126.com

QQ: 546738635
Helixnet T J7 2 #f: 40598077
Helixnet & /5 3 #f: 17011788

lofeel 2008.3.25
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