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Rosetta (DE3) Chemically Competent Cell

RS : BDC201

FEmitg - 100ul/3%
BEB! : FompT hsdSs(rsms) gal dem(DE3) pRARE(argU, argW, ilex, glyT, leuW, proL) (CamR)
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Rosetta(DE3)§TﬂiEﬁ‘§n BRI | I FEAIBITEZR 6 MHEEILF(AUA, AGG, AGA, CUA, CCC, GGA)ITRL
B RNA |, IRS/NRER , THEEZERERZARFTINRLKTE , ZEGREAREST L EEK DE3 X (DE3
X&% T7 BEA RNARSES) , BRTRIX 77 RNA REESFIAIZTE RNAREHES , BT pET &5, pGEX
PMAL EFRRIFERRIA. Rosetta(DE3)FSZSAMIBHEEIA LS HIE , pUCLI BRAAENIEEVIERRIA 108 cfu/ng
DNA,
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2. R2°CHKAREL 45 7>, MUERREIK EFHEHE 2 D8, RaDRPETEEMER.

3. AEOETRIA 700 ASTERRITEESRE 2YTELB) , iBSfF 37°C , 200rpm £ 60 757,

4. 5000rpm BEIL—3 U | BREY 100u A2 LR REIGTERERAR M EISHENAERA 2YT 8 LB I5F7FE

E,

5 B RBIERT 37 CEF A RIES.

Sample Induction Protocol (for reference only)

1. Inoculate a single colony from a freshly streaked plate into 5 ml of LB medium containing the appropriate antibiotic for the
plasmid and host strain.

2. Incubate with shaking at 200 rpm at 37 °C overnight.

3. Inoculate 50 ml of LB medium containing the appropriate antibiotic with 0.5 ml of the overnight culture prepared in step

2(use the 500 ml triangular flask as the container would be better).

4. Incubate with shaking at 150 rpm at 37°C until the OD 600 reaches 0.5-0.8.

5. (Optional)Pipet 1ml of the cultures into clean microcentrifuge tubes and place the tubes on ice until needed for gel
analysis or storage at -20°C. These will serve as the non-induced control samples.

6. Add IPTG to a final concentration of 1 mM. Optimal time for induction of the target protein may vary from 2-16 hours,

depending on the protein.

7. Incubate with shaking at 120 rpm at 37°C for 3-4 hours. To determine the optimal time for induction of the target protein,
it is recommended that a time course experiment be performed varying the induction from 2-16 hours.

8. Place the culture on ice for 10 minutes. Harvest cells by centrifugation at 5,000>g for 10 minutes at 4°C.

9. Remove the supernatant and store the cell pellet at -20°C (storage at lower temperatures is alsoacceptable).

IPTG
Prepare a 1 M solution of IPTG (Isopropyl-p-D-thiogalactoside; Isopropyl-B-D-thiogalactopy ranoside) by dissolving 2.38 g
of IPTG in dd water and adjust the final volume to 10 ml. Filter sterilize before use.
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Chloramphenicol 34 mg/ml in ethanol. Store at -20°C. Use at 34 pg/ml.
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1. BEESMERFEKPEERML , BNKT 8 SHRIIAEMR DNA , RATEXFREREIK , KIJEFEREMRE
REEAER,

2. BNERIBS R SRR,

3. BUUEREREHR AN B RE AT IRRAIEE.

4.3FESAT , IPTG IRERTIEE(0.1-2mM $5m]),

5. KSR EENER , RIEASHE , BE , IPTGIREFLHREN.
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