HHENFRE. 95, AR

BRERA. 8. Sl (1) RENARERNSELAR ERRA I,
(2) BHEEMETNREEAR, (3) fEAENR. EFRFIF.

SEIR TR

A ENEAERNEREARGTE BL21 fh, 7£ 37°C, IPTGES T, BEXRLE
wmH 6 MNESERERAENSEASSRMELRIEED, ZERA—FETgHNEEN
RBE=28 (NTA) EREF (Ni2+) EHECHIETNERIILIRSE, SSAEBREEFE
Bt (MCAC), EHRNANEEBIIR RGBSR IKH TOT.

SERSHAEL: KRt BL21

ifkFl, WmRIE: LB ik EEE,. & a5 %. Washing Buffer Elution Buffer IPTG |
K | BREARR . BEm. S

B8, 86 BIK . BOV.. BiftE. BOE. BRie. BLk&E . &if . 1S
(=

SEISER

—. R

1. LB&(REEFE: Trytone 10 g, yeast extract 5 g, NaCl 10 g, FBEIB/KEZE
1000 mL,

2. |FEESE: 100 mg/mL,

i

3. &% : 100 mM NaH2PO4, 10 mM Tris, 8M Urea, 10 mM 2-ME, pH8.0,
4. Washing Buffer: 100 mM NaH2PO4, 10 mM Tris, 8 M Urea, pH6.3,

5. Elution Buffer: 100 mM NaH2PO4, 10 mMTris, 8M Urea, 500 mM
Imidazole, pH8.0,

6. IPTG: 100mM IPTG (RREF-B-D-#ZHEE): 2.38g IPTG i&F 100ml
ddH20 ,0.22um jEREHE, -20°CIRTZ.

—. KEENER

1. @3 PCR 75ik: LIEBRIEENTERAAER, RERFYIRT—XI54 (E
Lt RS 0 35 INARRVEBIALR) , PCRIBMRIGFIRER R,

2. i@ RT-PCR 73i%: A TRIzol iZMABREERALAHIEEVS RNA, LA mRNA J9t&EiR,
WEERZPL CDNA 55—, LUBRERTHIEIRiIATT PCR B3X1G4.


http://www.biomart.cn/experiment/79.htm
http://www.biomart.cn/product/s?wd=%E5%A4%A7%E8%82%A0%E6%9D%86%E8%8F%8CBL21
http://www.biomart.cn/product/s?wd=LB%E6%B6%B2%E4%BD%93%E5%9F%B9%E5%85%BB%E5%9F%BA&t=3
http://www.biomart.cn/product/s?wd=%E6%B0%A8%E8%8B%84%E9%9D%92%E9%9C%89%E7%B4%A0&t=3
http://www.biomart.cn/product/s?wd=Washing+Buffer&t=3
http://www.biomart.cn/product/s?wd=Elution+Buffer&t=3
http://www.biomart.cn/product/s?wd=IPTG&t=3
http://www.biomart.cn/product/s?wd=%E8%92%B8%E9%A6%8F%E6%B0%B4&t=3
http://www.biomart.cn/product/s?wd=%E8%83%B0%E8%9B%8B%E7%99%BD%E8%83%A8&t=3
http://www.biomart.cn/product/s?wd=%E9%85%B5%E6%AF%8D%E7%B2%89&t=3
http://www.biomart.cn/product/s?wd=%E6%B0%AF%E5%8C%96%E9%92%A0&t=3
http://www.biomart.cn/product/s?wd=%E6%91%87%E5%BA%8A&t=1
http://www.biomart.cn/product/s?wd=%E7%A6%BB%E5%BF%83%E6%9C%BA&t=1
http://www.biomart.cn/product/s?wd=%E5%B1%82%E6%9E%90%E6%9F%B1&t=1
http://www.biomart.cn/product/s?wd=%E7%A6%BB%E5%BF%83%E7%AE%A1&t=1
http://www.biomart.cn/product/s?wd=%E7%A7%BB%E6%B6%B2%E6%9E%AA&t=1
http://www.biomart.cn/product/s?wd=%E6%9E%AA%E5%A4%B4%E7%9B%92&t=1
http://www.biomart.cn/product/s?wd=%E7%83%A7%E6%9D%AF&t=1
http://www.biomart.cn/product/s?wd=%E7%8E%BB%E7%92%83%E6%A3%92&t=1
http://www.biomart.cn/product/s?wd=%E7%8E%BB%E7%92%83%E6%A3%92&t=1

=, MEEERIAER

1. HAESY): BRARKIAREIERTIES (B35 489EBIAIR) HITWESY], Betl~
Y TIRAENERR KIS, FRRRIEIL Kit ARG ARIKEA AR R,

2. PCRIXEsYIISEML, £ TADNA IEREFe{ER IERENELAR,

1. BEEFYERAKIZTE DH5a, FRIEEESAAIRS (F1 Amp SEERBE) (i
e, PRENERBE, RZEL/NEMIERN, WEIILERE.

2. R ERIERRNENTS AL I HN T EE(E. BNINTHEEZ 5
be, ESTrelEs I fEEARETIA,

3. LULEEZARRAL DNA #RAE RIS S,

H. SERBELBBEAEANES

1. EMSEEASEREELHRIERNABITE BL21 BT 5 mL LB &ikEFH
Heh (100 ug/mL S§FEER), 37°CEHERIR.

2. ¥ 1:508 1: 100 MELGIFREIRE, —RREEE: 1 mL I3&EFRYF 100 mL (&
100 ug/mL | FXEER) LB HIAEFES, 37°CESEFRZE OD600 = 0.6 - 0.8 (FIF
0.6, X#9%= 3 h), BX 10 ul H¥5ATF SDS-PAGE 54,

3. XIRBAARIMESS, LA IPTG ZLIRE 0.5 mmol/l, 37°CY4EEFE 1-3h,

4. 12000 rpm B> 10 min, HFE&, BRUERET-20°Ca-70°CikFEF.

N AEEMEEREEAEANSE. M

1. NTA EfER0ES: EEMEFIA 1 mLNTANER, Fo508 8 mL XEFKX,
8 mL _EHFEITiRIER.

2. EAEANTMHEMRE: EATEAREMRTUE, A S5 mL EEE R, BIREH
IREEE, B REEER, BRSRFERIESIFER 60 min, 4°C 12000 rpm =i 30
min, ¥ EERE—NMNTFENEEEF, FHFHITE. 10 ul _EiEHSBTF SDS-PAGE 451,



3. EERERLL10-15 ml/h FRE E Ni2+-NTA K, ESRHR, BU10 ul ERET
SDS-PAGE %31,

4. HRRZYEH: A Washing Buffer LA 10-15 mL/h &, BHZ= OD280 = 0.01
DHWERERR, £93-4h, B0 ul il FFaaisaORERA T SDS-PAGE 31T,

5. ZiiB4ER: F Elution Buffer 5tE, WES 1 mL &5y, HBIE 10 ul HEA
JF SDS-PAGE 4.

pEI=E A0

1. EERAEAN, ERIEMRAEANRENBER. WAKEMAN, TEEMS
RIK; WIBRERAEH, TEEFREHRE.

2. BAGRATEEEING DNA RIEAD FIERRNAT, HERIEFIIET RS
BRI RERE T,

3. Bk ODEBEENF 1, BNMIECKAE, AFHE, BEAZEK.

4. FAENERFM—MEE, FTRERSESHHEHER.

5. ASREESRESR: 25, 30°C,

6. IPTGIKRE: —RRE 1 mM LI, aNEREE,

7. BEFHCILMERNE, REFRAEERSEE, ERE=AMTE.
Elfth

—. [FEZERA

1. FERAET

BrEAERBAGERNESAANGITERTREARRA RIS E—RIRARZRZA.
XMITEEERASEN. EARINESTTE S EEENAA.

2. KipHERTRAEAEANNTR

(1) ZFERMEH;

(2) BTHEEEFIMHARBAZERESII SR,



(3) BRMSHNATRERERR SZ LERIESMFIERIETR AT 4R

(4) EXRHETREANEORTHRMEIGIIERM. BHERUCEIIERINT, BPKER
R IRAERRNEDZEERESR.

3. JRIZERIAHIAR

BEARAL HERFRIARANEBLI T LMTH:

(1) EFRSEIRISFS;

(2) AJIEERIET

(3) BRBPEFFIGERERILF, BREREEAUR);

(4) —ZIRFIEIA REEL

(5) BEARREEEHRIFS.

4. [RERA—RIER

SRISERER - EEREAE - BENERBARESART (WFIGILE) - #HURIAE
& - BHEEARIEL - RARBNDIT - 18, ft. HE—28EN



