R EREZSHRAHIE

[SEREIRIE]
AR ARERTEN SRR S, BEBRESEBNEENRTELEREK.
FEERTEERF, BESMRATIEMEARELRE—IERA. EZSERAEMN
IBEBRIREEEZINGR DNA FI—FRESAEIRIAS., RITEIRESHTH CaClh S EMES
A, BIEEERKIRTEAEIMAZNESH CaClidRF, 0°CRUMERESFAEMIEE
RUEMEAENEE, ATRIEREMHRES. HIEFIIRTERESHARRE AT -70°C
B{RFE SR EMASX EE A ERE AKRRIFN,
[SE3E(NER. #AEHit]

—. =5 BEIEe, BERER, QRFSEREOI, SEXER, K8, -70°CE(E
KB, DYCEELT, #FE, 10mbRE, 50mlBOE, 1.5mIBOE, K8,
et R IRk,
DU ERIB(UEME OEFRERRKE, KEFM: 120°C, 15 7%,

—. M TERAE LBA4404 EREEERTERER

=. 55U YEB RIAIESRE (11) © BRI 19, 48 59, EBFK 59, F#E 59,

MgS047H20 0.5g, pH7.0, BEKXE.
FEF (Rif) f#&: 50mg/ml
20mM CaClz, BEKXH.
[SEEEPER]

1. PEEVRERITE LBA4404 BAEET 3ml A9 YEB A EEFRE (& Rif 50mg/l)

B, 28°CRHIEFIIR,



2. BUSRESFEER 1ml 50 F 50mIYEB (Rif 50mg/l) iktEFHES, 28°CiRS
15#ZE OD600 9 0.5;

3. BX2ml &k, 13000rpm, Ei) 30sec, F.Li&;

4. N\ 1000pl 20mM CaClz, ERITEMIEF S EF, KA 30min;

5. 13000rpm, B/ 30sec, HLE, EF kL, SO 500 FEiLad 20mM CaClz,

ROBFER, KEPRE, 24hr RER, BGREFEE 1min, E-70°CLREFERA.

4L DNA EiESARITHE
[SEIE[RIE]

EEET, S8R DNA (BRfl) mIIRMIEIRSESHIERE, FSAIEIRI DNA, (i1
ANREIEIE) #5407 Bk DNA MR ERES 28°CIREHEs, AIfEER_ LIS RImASHIE
ROUMMERERIRL, B, HH T RUNRITEARA AN ERIERE L4
K, MgBERARARNTEER.

[SEISINES. #2knizts)

—. X85 BHIIFE, EREK, BAE, 8NBEON, KER, SEKER, -70°C
BRI, 5550, MEHEFRERIRL.

Ml REERITE LBA4404 (55 EHA105) RESEZS4RME, kI pCAMBAIT300+SPR 1247
TIREA

—. 1\{H: BE

YEB RIAEFE (1L) : BEIREMY 19, 48 59, HHR 59, FHE 59, MgSOs
«7H,0 0.5g, pH7.0, BEKXHE.

YEB ElfAtEFE: &t YEB RIKIEFEN 159 Ifigk, SEKE.



+~HBEE (Kan) fifi&k: 50mg/ml

FEE (Rif) fi#&: 50mg/ml

YEB EAEAEFHR (Kan fitt) : KEEH YEB ENEFESGEIREREZE 50°CRII0
ARBEE (Kan) MFKETFE (Rif) , E&ZIKREDHIZ 100pg/ml 1 50pg/ml, BEEMZ
BMEINIEFRIL, BEfE 4°CRIERT.
[SEI&2P3R]

1. 7£ 200pl BESZZSHEEAHRANA 2 - 6l [1HL (pBI121) DNA, iki& Smin, HREHIE
& 5min;

2, HUEEEN 37°C7KiA+, #EH Smin;

3. IO 1ml YEB i&iAEFHE, 28°CI8EIRHIEHA 2 - 4 /\iT;

4. 3000rpm B 4min, X—&Bo £iE, BEX 200u ERiRf a8 50pg/ml Kan
#0 50ug/ml Rif B9 YEB 4 ;

5. M&EZ 0.5h, fFkipTfE, 28°CEFRLY 24 N\NHEKHEE.

RITEEUFEE
[SEIE[RIE]

ZUERY Ti BAL (RSB #5E) T-DNA BEEMEYIREMR LR Vir K) FETRIETRE
EikT, B8 T-DNA BIXITHAR (Binory Vectors) SeRiER/GRILAMERIZITEFY 1,
BENKHER. MitEsRE eI RS FPREHE NRIEARN, mid
RERNRE,

AR — M N BRI ZRERRL DNA IREUSX, i ERTFWNEEFY imiER
RIDNA, LU fE. 28T, 12BN DNA RERS, FJATF DNA fJEEY]. PCR EENR.

HREVERL DNA 2ETRER DNA 5iRN DNA WEHESEMNESTERSE. Z4E



£ NaOH #01 SDS i3 2MEAT, 7E pH Bk 12.6 MR, EERAREK DNA
REDTH, Rk DNA RISHRIEZ,. SURTEEEMIMEFT, MK DNA SRS SRR,
(EBRBIEENASIPREENRAEIMERASTEDE, SN PIREE RIS 5L
ZTRET, [k DNA IRSFSRAEIEY, ek DNA REEM, FRESHIMIREEN,
BIELD, REMKDNA, ERR-SDS SEYIREMIEHAEIE MK, B DNA NEE L
i=laal
[SEI8INER. HAHirnizts]
—. &8 6XEEROI, SEXER, ERER, BEEKE, BIKUREIXE, &
SMT, DNEERR (pipettor) , /NEILE (eppendorftube) , IRk (tip) , =R,
—. Rl SFERIAORATE LBA4404 (8F EHA105) , KHIFE LBA4404 8 EHA105)
=. WA YEBRIAEFRE (1) - BEEHEEMD 19, 48 59, BHAAR 59, FE 59,
MgSO47H20 0.5g, pH7.0, BEKXHE.
AR I 50mmol/L EElE
25mmol/L Tris-HCl (pH8.0)
10mmol/L EDTA (pH8.0) , BEXE (6.895x104Pa) , 4°CIRfF
BRI : 0.2mol/L NaOH , 1% SDS
S BIBECHARRE 0.4M NaOH (KE) & 2% SDS, FEIEMIES
A/M: 3mol/L NaAc/KAc (pH4.8) 10
5mol/L NaAc/KAc 60ml (KE)
HAc 11.5ml

H20 28.5ml (K&) , =&RG



EB: MSRES 10mg/mL, TYEMRES 0.5pg/ml
TAE: 40mmol/L Tris-HAc, 2mmol/L EDTA, pH8.0, Tris {8F0&. &fh.
7KZE&. RNase A
[SEI&2P3R]
1. [EHI DNA RY$2EY

(1) PEER—BREREEFRT 3ml SHEMHAERR YEB (50mg/L Km) i&iREF=E,
28°CRIZWR AR

(2) W& 1.5ml I&IEFRYTF 1.5mI BOE S, 10000rpm Eil 30sec WERK, R
ARERRRIEFE,

(3) EARIUEFION 100 FRSRER 1, RRZURS, FEEARTSEZ,

(4) O 200ul /&R, SZEGEFIEREIREOE 4-100R, BEREZWRS,

(5) AN 150ul /ERIO, BFMEEREOE 4-100R, BEOEEIKSA Smin;

(6) F=I& 12000g BL» 15min, F EEREANFHEOES (REEBIREGTE) |

(7) 1O 0.6 (ZAFRRIRAEE, BERES,

(8) 12000g &> 10min, F EiE®, DA 400ul 70%ZE2, 12000g B> 8min,
7 L& EETSHTEEESFTESHIRT,

(9) B0 10ul & 20ug/ml RNase A B TE BREZR/KiAf#E DNA, 37°CiES 30min;

(10) -20°C{R7Z.
2, FRIREEFEEBIKISMERL DNA (KM PCR #{FI&iN)

F3 1xTAE Bc#l 0.8 %HERPEEREAL, EXFIRENAIRRL DNA J&ER 2-5ul HITHIX,

50-100v £ 0.5-1hr, £ANT FUEREEER.



R0 3 AT

[E362844]

ER. BEIIEE. KHE. Bikie. |BF. FATI. 1788, BB, BBk 57 Mm.
=i, TR, FRER. FE.
[3E38%5m]

MS iE7E8HRK. NaCl. B8, KEEEH. IRlE. FiE. FISKR. R Te55.
ToEK. 6-BA. NAA[ 0.1%FR. 70%ZEE,

HERGESEOWIEFRE: MS+6-BA(1.0 mg/L )+NAA(1.0mg/L)

IREERIEFRE: MS+ NAA(0.1mg/L)

YRELEIREARE . MS+6-BA(1.0 mg/L )+NAA(1.0mg/L)+75mg/L Km+500mg/L
RTIE8& (Cb)
[SEIEEIR]

S ES SRS
(1) NEHEMBREERR, RZEBEKPE 1 BE, L 70%ZEE5% 455, BLL0.1%
RYFHRIEE 6-8min, ZEKIFE SR, TEISRTKS.
(2) BXRIERY TFLERSoREE T R ek 6mm B9 (BRFEARTIYTIAL 5 - 10mm
It R
(3) BRI EMMERERDERESH O WEFE LTSS, g2 -3
R, MEHIOLRINF RS AR ERA.
2 RERITERIES
(1) R EPRERERESS, A3 20mL BIMBRNIRAES (RABEER) RY YEB RIAIEF
BErih, mEEERLE, F 28°CTLA 180r/min £555% ODeoo /3 0.6~0.8 (295 17h) .
(2) ODsoo 79 0.6~0.8 RIEIR, & 1%~2%HILLH, FENFECHIRITCIAEZRA YEB ik
1EFET, AIERIOA 100~500pumol/L RIZEL T &, £ LREERISE FHEEF 6h £
#, 5 ODeoo /9 0.2~0.5 FIBIRTAEF4E1K.

3.;3%



FRFIFE L, BERBALTE=fAMT5, NEFHRPERETUSFIRIIMER, BA

Bk, RBIEHEAE (5~30min) . BUHIMERE T LREIEHK EREMENER.
4 Mz

BRRIRYMER MR ERHRLESE o WIEFE L, £ 28°CREFHR&M T~
B 2~4 K,
5.1 IR

BRI HIEAIIMEARBRINNEEREFRIRERERESH O WESFE (0

500mg/L U *B =

X NB&E

=, MFREARIFELER) £, ¢ 2000~10000Ix, 25°CEHA4+
TSRS,

6. 4R UIEIRIE S

EIESE 2 - 3 AR, SNBSS AR ESF B ER R AR, 5

XLEHUEAARIEE NAEE R OIS ERISFR R P T A 1577, BEE ISR
WEAFREPERERSESEN.

7.4ERIEFR

FAESFKE 1cm LAER, I T HEA S BIRERREERISSHE DHITERIES,
MEEARKEAER.

Bt YEP mJFf LB 155REEHL, EAUT:

LB EfAIEFAEF LB RIAEFRE

E2E3HEENY (yeast Ext) 5g/L
EH&R(peptone) 10g/L
NaCl

10g/L



BN LB IBAEASEE, AUERIEFRTE, & 0.5%HIERIEAMUERFEMA.

(pH7.0-7.2)



