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Rosetta-gami B(DE3) Chemically Competent Cell

RIS : BDC203-1
FEERIG ¢ 100uI/32
BEEB : F ompT hsdSB(rs ms) galdcm lacY1 ahpC (DE3) gor522:Tnl0 trxB pRARE(CamR, Kan® TetR)

FEEmITeR :

Rosetta-gami B(DE3) E{4&E8& T BL21 , Tuner , Origami # Rosetta PUFMERRAIL A -

* lacYl EF I EEEMEEERE)RTME T H Tuner BHRAIUR——IPTG LUS—REH NAR P ABTERNEN
4P, FEAEEITS. I —ANRERKER,

* pRARE il FH Rosetta BRI R—* PR ABITEIRZRY 6 FFEEEIEF(AUA, AGG, AGA, CUA, CCC, GGA)
XIRZAY tRNA |, IREINRERERIRIZKTE,

* gor522::Tn10 trxB M+ E Origami EHREIE m——RTHIREIAE HIAERES (thioredoxin reductase) (trxB)F1&BLHE
BRIERES(glutathione reductase) (gonERE , BIiIRARIFEIMAN KR , HRTEHTESSUKERMTIENS
BIMBENER | EEEERIAME.

* ZERRBEARES T MRER DE3 X (DE3 XEH T7 KEK RNARSEE)IES T7 BaFASNERKIA.

* Rosetta-gamiB(DE3)EMFE B RIIER , S8R , WAERM | BRI ZHIE , HIUCHESIX 108 cfu/ug
DNA,

BRERE -

1. Rosetta-gamiB(DE3) KR SN -80°CEE |, MUEIENIKS | 5 DEHERFERENML . IABR DNAFHEFIK
] EP BERRERIBS (B R FCIRTT) , IkFEHE 25 D,

2. 42°CKAE 45 70 |, TURRENK EFFERE 2 D, RIISMHERERREER.

3. MEOEFIN 7000l RAEMERNTEEFE 2YTEL LB) , iBSf5 37°C, 200rpm £75 60 344,

4.5000rpm BE/O—o$HUE , BBEX 100ul £A EEREITEREHIFAMEIE 34 o/ml B R R FERRAIFIETT
AR 2YT 5 LB IEFE L.

5. EFAREIEMT 37°CiEFmidiiEss.

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.
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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 xg for 10 minutes at 4°C.

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

IPTG
Prepare a 1 M solution of IPTG (Isopropyl-B-D-thiogalactoside; Isopropyl-B-D-thiogalactopyran-oside) by dissolving 2.38 g
of IPTG in dd water and adjust the final volume to 10 ml. Filter sterilize before use.

I —E-ITH
RESHERFEKPEIERL , FBAIKT 8 DHRIINEFR DNA , ReJEXKFIEREISK , KENEFERSE
{Eﬂéﬂﬁs&%,
2. B NERRIAT R SRR,
3. B ERIRER A A ER R D REZ AT E E.
4. 3ESAT , IPTG MREERTEE(0.1-2mM 1),
5. JKEREENEN  REASHE , iBE , IPTGIREFRLINEMIL.
6. B REPEENM | TERTES RIBSHETIMRNNFRIA

FFFEM -
-80°C{RfF 6 N H.
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