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Rosetta-gami 2(DE3) Chemically Competent Cell

RS BDC213-1
FEmitg - 100ul/3%

HES :
D(ara-leu)7697 DiacX74 DphoA Pvull phoR araD139 ahpC galE galK rpsL (DE3) Fllac+ laclg pro] gor522::Tn10
trxB pRAREZ2 (Can?, Str?, TetR)

i :

Rosetta-gami 2(DE3) BEtkEES T Rosetta 2 F] Origami 2 FEFNERRAIITA -
* pRARE2 I H Rosetta2 EHRRITLR— 4N AIBHTEIR=M 7 FFEEHIRF(AUA, AGG, AGA, CUA, CCC,
GGA 71 CGG)XIRZAY tRNA , IREINREEAIRIAIKTE,
* gor522::Tn10 trxB M FH Origami2 EHRAILAR— SRR EA R RIERES (thioredoxin reductase) (trxB)FIEHEE
BRIEJREE (glutathione reductase) (gonEE , B IREFIZERIRNXERE , HTEF T3 A ERTENS
BImENER | EEEANEERY | BNZERARE RIEENY | TRTES FIISENMRNERR
.
* ZERRBENES T MEEMR DE3 X (DE3 XEH T7 KEN RNARSE)ES T7 BalFESHERRIA.

* Rosetta-gami 2(DE3)EMREBRER , BER  WHETM  BRHELIZHINE | BIHESIA 108 cfu/ug DNA,

BRIERE

1. Rosetta-gami 2(DE3)EHFESE MMM -80°CEH , HUEBENIKT , 5 DHSFEHREMY . A BRI DNAFHEBFIE
1 EP BERERIBS (B EeIRIT) , ikFisE 25 \%EF

2. 82°C/KAIE 45 7 |, MUEMEIK EHERE 2 D8, RENSMEREEIER,

3. AEOEFIA 700 pl REMERNTEEFARE 2YT L LB) , iBSf5 37°C, 200 rpm £75 60 5,

4.5000 rpm BL—7$PIKCE | BBEX 100 pl £ LB R RV T ER RIS R FMERAIFENAERN 2YTH LB
EREL,

5. B IEREIBNT 37° CIE A BT RIS,

Sample Induction Protocol (for reference only)
1. Inoculate a single colony from a freshly streaked plate into 3ml 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. (0.6 recommended; about 2.5h).
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 2-4 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.
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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-p-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.
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