2nd Lab* EPRELEL G/

For a Better Lab

BL21(DE3)-KJE protocol =GB+

® FERHIFE (CAT#: ECC0102)

FEERER Y I £S5 ECC0102S | $55 ECC0102M | {R7E&14H/ATIE)
BL21(DE3)-KJE Competent Cell 100pl /%2 | 10% 50 % -80°C (6 1A
pUC19 (control vector, 10pg/ul) 10pl 1% 1% -80°C (36 1M A)
SFHBFESH T (100X) 5ml/3z 1% 3% 4C (12408

o HEREF ompT hsdSsg(rs me- ) gal dcm(DE3) [DnaK DnaJd GrpE CamR]

® A
BL21(DE3)-KJE, 2&7% DnaK. DnaJ. GrpE =#4F##{8#7 BL21(DE3). DnaK. DnaJ. GrpE ZkH XM+t
BERMEEER, 7E 18-37CRMHREEM, 7 BL21(DE3)MAh FiART, WHEINEERIFE, MRERLER,
BOEHEOEEERIEA, BMALAEAEONRIEEREYEM. BL21(DE3))-KJE EHkEERETEST N K
Bk DE3 X (&% T7 KEEi RNA RAES) AIEIRTRIE T7 RNA RAEFAMTE RNA REE, AAT pET &
%, pGEX, pMAL EFRAIRIERFRIA. BL21(DE3)-KJE HHEBEBRMNE, RESHMB KL EZHNE, pUC19
R (2686bp, AmpR) #MFE (k31 #>1 X107 cfu/ug DNA.

o RETTiX
1. BESMMEM-80CEL, RN KSP, 5 DHEFRERRML, MABBIGRL, HAFIRIT EP BERBRRS) (8
S RIRIT), WKhERE 25 Hh.
2. A2CHKBIRF 45 7, MURHEIKGERE 2 58, RHSFERELHE.
3. EELEPRMA 700 pl T EIERNTEEFE (2YT 5 LB), JB5/E 37°C, 200 rpm £7% 60 53%H.
4.5000 rpm B:0— 5> e, BRER 500 £/ LERBVITESERAAH B SHEMIME R 2YT R LB HFE L,
BERBIBRT 37 CIEFAERIEF .

o MERMEMSIE
BL21(DE3)-KJE BEA S BABAB RN FHBLRIARK, BURLRARNA, BRMELRERMA
20ug/ml HYSLB FAFALTA KL A M R TIRERIE S

o NAERERKE

MERBNR fic 5 B TiER
RRBEER (carb) (Wi CAT#: YC9040) | MFE/KIARR, 0.22 pm FEARIZEFE | 100 mg/ml | 50 ug/ml
MEERARER (kan) (Wi CATH#: YC9020) | WFEKAERE, 0.22 pm ERILIEFRE | 100 mg/ml | 50 pg/ml
SE% (Cam) (MM CAT#: YC9030) | FTo/KZEERAR, 0.22 ym AT ERE | 100 mg/ml | 20 pg/ml
KRAEH (Gent) (MEME CAT#:YCO090) | FZIKIRAR, 0.22 um AT ERE | 100 mg/ml | 20 ug/ml

SHE

LisHthEMBEARERAE . TiERHEE.
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o HRIEDFHE, BESETERRELE

—. BL21(DE3)-KJE BEZXIFSHITER 4!

1. HEFRKEEE, BERZAT 20mIESKE (A 2m SHENREZRLB) #, 37°C, 200rpm /)% 10-16h.
2. IMEEIRZIRZIE, 18 1-2%MEL HIEERIAERS Qoml U ESHERITE EM LB; FAES=/A; ERRnNEing
SFEHITE= AARE (AFREY 10%-20%2 [8]) , [RIRITE LB EFRPMANLIRE R 1 X 53 FHEIFS0 1, 37°C, 200mm
fEEEEER OD600=0.45-0.65 i, MANLRE 1mM I IPTG, 44EUEs:.

3. AT CHARIRAS (HRBES, BWERENKPHE 1-6mn, RHMERIBIFEERFNAIPTG) |, thAlf
0.1-20mM SEEIREEE IPTGIRE . FTREIEARZRTENREFSEE, M, FSTRESIHEMIL.

Mi=: DnaK, DnaJ. GrpE > FH1BRE XBHTE, 7£ 18-37 BEREMHES, BEHSELES, RERE RN 25-37
.

Z. BSEREFSENRERRE:

1. ME: SEM EEMXRIE SRMITES, 37°C, 200 rpm TRGEREL 10-24h, EEER, —HRER 0D600>2.0.
2. 12 2-5%MILLBIEEE R AIM-2YT Broth BiES S5 £, SRMLIRE R 1 XS FHEBIFESHI,

A.30-37 EiES: 200-300rpm, $Ei 8-24h.

B. 18-25 EFi%S:: 200-300rpm, 5 12-48h.

C. ZFIRIAEANSMEN, AI4LHE 37 BEE, HEF 0D600=0.8 £AIEEEIBIFREFIEFSEARE.
3. RIEEERESARIABEARX, AREIRESSHER £ EIF S S,
o SFHHBHIA/INRIET
1. DnaK: 70 kDa Z#, DnaJ: 40 kDa /&4, GrpE: 20 kDa £ 4.
2. 7£ SDS-PAGE BASHLIKET, KEBSERATABRIRIERN S FHIEHRT, 1B 20kDa FKHHTEM ; BHRENE
REBFN T KT ENEMEARMBEE, BESTFHEREELTE, RETIBENNS FHEXTHET
LAEEN

o BXTmKES

IPTG i&&R (1M, TiERE) , 55 :YC8022 LB @Ef*, £&=S: CM1010S LB &ik, #%5: CM1010L
BE LB RiAEFRE, &S CM1310L 2YT &k, $%S: CM1016L TB &fk, %£S: CM1018L

AIM-LB BiESIERE, HS5: AM1014L | AIM-2YT BiFSiEFE, AIM1016L | ZYM-5052 i#&f#, AIM1031L

@ F==EIN

1. BESEMEFEKPEERL, BNKP 8 SHAMABFRDNA, FAIEKFHBEMELGK, KEEERSMEIEEK
HE, BARRNERRE, BUSKENRNAERRD SEBTRMINER.

2. FESET, PTG IRERITE0.1-20 mM Z Bk, SIEFSEE, BE, IPTGKREFSILEMRL.

3. SFHEFESFI (100X) FEACRARERRE 12 M8 B20CRRERT 24 MR,

LB EMIARBRAR . Xk,
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