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OrigamiB(DE3)pLysS & A 41/

OrigamiB(DE3)pLysS Chemically Competent Cell 33+

5. ML-G27027

RAF&ME: -80°C
P2k 10x100u1  50%100pl
T
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F-ompT hsdSB(rB-mB-) gal dcm lacY1 ahpC (DE3) gor522::Tn10 trxB
(KanR,TetR) pLysS CamR
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K TT Wl CT7 3 b R T DR AT R i 40 e b i IR SR VA i i
&, EFE T7 RNA BG B4 G0 R seim v, BEmbek B B2 BR S 5
KK, AEATFHE IPTG HRIHRIE) , @EREHHEDMESEEA.
Origami B (DE3) pLysS Wtk IARALM AL E LR (thioredoxin
reductase) (trxB)FI2 it H L 5 (glutathione reductase) (gor), X #/ e
SRR OGN, RAZEAM TR IERTSN&E ZmEmED, Wk
FRAVEE. RS, R EARE S T M R 7K DES X (DE3 X &4 T7 W
H ik RNA B4HEE), 7 [E %5 T7 RNA BB KT 5 RNA B48, 7T
T pET %%, pGEX, pMAL ZEiikifftE H&IA, AARER. FIERMY
HERpiME, AR THEARER, FIEHERPULEFKKZRZL. Origami B (DE3)
pLysS B2 AR L ZHIE, pUC19 Bkl A 2%k 108 cfu/n g
DNA.
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1. BL 100pl ¥K LRtk Origami B (DE3) pLysS A2 400, i H ik I
BBIRE, K LEE 25 5.

2. 42°CKI A 45 70, UETBRIIK EIFERE 2 708, RSB RCER.

3. MEOE R 700l AEHUAE R R FRIE(2YT 8L LB), ®A)E 37°C,
200rpm K75 60 775

4.5000rpm B5.0— 208U, BHEL 100pl £ods ISR R T H R HOR R A R
FAHNPUAE R M) 2YT 8 LB 578t k.

5 AR B E T 37 CRYFRAE S IR
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1. MLBio &322 4 fie Sf AE VK B AL .

2. BN JTRLI B AR A

3. W Al v AR P FRY JSORE P A S 98/ B 25 T TR AR I T

4. S0, IPTG WKEERTI£(0.1-2mM 7).

SRR ERNED, BAEFESIIE, EE, PTG KE T ERH M.

6. LA RIBERDUME, AT RA RIEERPUEFRRRIL.
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. AddIPTG to a final concentration of | mM. Optimal time for induction of the

target protein may vary from 2-16 hours, depending on the protein.



_mibio 4334

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 x

g for 10
minutes at 4C.

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-
thiogalactopyranoside) bydissolving 2.38 g of IPTG in dd water and adjust the final

volume to 10 ml. Filter sterilize before use.



