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Cell-Free Protein Synthesis Kit Pro
REF: EG25301-S/M
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QATACGACTCACTATA TCTAG\
I:Inlilgﬁ ﬁﬁ AAATAATTTTGTTTAACTTTAAGAAGGAGAATATACCATG...........
......................... TAAGTCGACCGGCTGCTAACAAAGCCCGAAA
A5 Fitg s kg M GGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGC
] ATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTITTTTG
Cell-free system solution A Pro 300 pl 2x750 pl LR T7 BEHF
Cell-free system solution B 600 pl 3x1 ml g10 stem-loop
ribosome binding site RBS
CFPS-Control Plasmid 2 ug 2 ug BER
T7 terminator
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TABEAEMIAFE (Cell-Free Protein Synthesis Kit) &— iigggﬁlgf ARRUTHREL (NpET28a %) SNTRERAER, TH
MET AT EARRBRIITERIIMEBRERN ™R, %™ mH A
M HBRPNZEER. BERT. BSEUEYR, BRI INES. FRMEBTHIAY DNA F5IR 2B FFR:
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1. BEAFAR, 1~2 hBIRTRAHENER, 8~24 h BIRIREIR
K&,

2. EAKRKAER, &EAAE 3 mg/ml L ENER,

3. RMEBERE, NFEARMAEZFIMAN DNA 3 RNA &R, &
A 96 FLIRE B LB #AT R .
E: AN@AEBEH GroEL (~60 kDa) 55 GroES (~10 kDa), EBEAIMRRR pJL1-sfGFP
ANADFHERG. MEMRIARERE, ARNEBEHRMETINEIFE,
RUSIRITESRE, NMRBAUAEREGE, BEATIEZZIHERE

W (AESEN. RERARRNFHSE) . FFRBREZRAITENE,
BRRIEFFEEAYENAAERE,
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AT ERAS R,
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1. BEERE & 2 FR1%FHRL DNA FHIREE

BEMERNMENTEAREEXSE, #EFEH TENMES
o A LUEEMERMERERAIRFI S HEFRIE RN £ (Fh B
NINEEEME TR ZHEAXYE) , BBOTHEESN,; B3RS pET-
9a. pET-23a E&2E T7 BalF, BAREABIRIT (ac) B PET
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2. IZREIF
TS &&= A LU A DNA ot mRNA (EAIERFRIAEZEHAEH, KA DNA ERATUZEBRN, FILE PCR™Y), el 2ER
phi29 #1717 RCA R B8~ ¥,

(1) Bk BIERABEMK, AT ERRFERATEABRRNAREN, HRBFSMS RN,

(2) PCRF™%): &it5|%, EMESI¥TE T7 Boh+ LlZE/D 200 bp £H, RESIMELZIEER T MEELD 200 bp £4 (82 T7 terminator)
STABARFITY 1, A LIEM 2x S705 HiFi Master Mix (55 : EG24110) , FK158) DNA &M BRI UARE A BRI EME & MK RS,
5 200 bp DL EIEEMER R RIF DNA L1 F B IRIEIMIESFEAR, 385 RIE R F: CAGGGGGAAACGCCTGGTATCTTTAT,

R: GCAGTTTCATTTGATGCTCGATGAG,
(3) RCA=#): fF phi29 B&E. FEN/NSI¥EITAMY 1% RCA, KRG DNA =¥ ol BB T EAR RN ER T,
(4) PCR #1 RCA 5] A0 Golden Gate Ll Xz Gibson Assembly BXF, J§ikAIES DNA EiRGIEHNEENES,

A DNAEIRERAFEERTEE,; EASHRMREEN Wash Buffer IEAEFHIREUAT & # T RAIREL, #%5|\ RNase A; 2 E)&[E189 Bl 753 8 (£ A 44
AR, SNFEERBTEMRRA; 4K DNA EIRHETS B TR KRR,

3. EARERRA
(1) RERNERSEIHEMRHN A RN BI&R (FREL1:2) , BEABNEHFNFXERNEREZERFT (G102 m BRBLE) , HES. BIF
HiEF2RMBETE. 05, AXRALERNBREBETAMNRNESE, BRSINZREE TARRNMARDISRTIERMITESES:

& 2 R NAKRFRBIECH!

A5 KRE 50 pl (5% 100 pl &%
Cell-free system solution A Pro 30% 15 pl 30 ul
Cell-free system solution B 60% 30 pl 60 pl
1EIR 5~10 ug/ml 5~10 pg/ml 5~10 pg/ml
TALEREE K \ FEZE 50 I FNEZE 100 pl

(2) BREERFPINNER DNA, #F DNA EIROAINLREN 5~10 ug/ml, BIXJ DNA EIRAFMEHITH K.

(3) RRUARMEINEBEANDRRESIMNFR, #TTHABERRE, HERMEEN 25~30°C,; BMEERBFRREOANGREE, BREMN
EANRIAL. —fRRMN 8 h £ERIE A SEANELTE, BRI UIRRMN 16 ho HRNEEMFNES, NWIEHEI0 &~ AT,

(4) THREAXRAFTEZEAS, HER2m AERBLEFAREERN, REARTET 100 ulo TAMEDRTAUFLHEIRA, BAH
RNARBEERERANRNEE, GINFERSE, RSRIEREKRBEE (200 rpm) .

4.1
REZHR, BREKE RU2HEH) ARNLES (RUAER) 1yl £46, #17 SDS-PAGE &M BKE XL B NS B HRA.

5. PHTEXSER
AT ERBERBRCED sf-GFP FRLE AN IR, Fldd WIREEWIN R 45 R sf-GFP lIh&R A &, THM R A Z S 2P ENEE,
NFEX sf-GFP #ITIEMER, I EREAREHTIN (EX/Em=485/528 nm) o
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