Reconstituted cell-free protein synthesis kit
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Kit components

« Solution 1™ 800puL x5
AR 73 /B. NTP. tRNA, BROEERE
B REERE - -20°C

« Solution Il 2 100pL x5
AR v VI/I0E (30% 7' Z0—ILBER)
BISTREFRAE | -20°C F/oid -80°C *3

« Solution Il * 200ppL x5
WA URY—L4 (20 uM)
B RIFREE © -80°C *3

« Cysteine ™
AR YRATA > (10 mM)
BRI  -20°C

*DTT™ 160pL x5
W% IFARLA ~—)L (40 mM)
B RIERE © -20°C

*eGSH™ 160puL x5
ME RTES LS FA > (80 mM)
B RIERE : -20°C

*« DHFR DNA "3 10puL x1

AR : KBBE DHFR Bz FZ &8 PCR E® (20 ng/ul)
FIEREFRE | -20°C

160puL x5

Introduction

PUREfrex® [CDWT

PUREfrex® (&. PURE system ZE(CRFES NIicBBRE
MRS VN EABF Y hTY, PUREfrex® (2. BNODY
VI\UBZI—KR92% DNA (Ffld mRNA) £5mL<Tr >
FaR—hFBREFT BRIV NVEEZERTEET,

PURE system (&, BHRAZAZBO FHASHBEO S IL—
TIc & DR S NICBERREERRY Y/ EARRT, B -
BRR - TRILF—BECKRERY V/IIE, YRY —LZ@E5
ICHEB U, P /B NTP REECRAUVLIEARRTY
(Ref. 1, 2), BRAFZRAUVICRIGREZHERT 5. K
ZHHICATTE S, YV NNVEERICERRRY VIV EZ
FEAEEEFRWREDHRAHDET,

PUREfrex® (. RISR=EEHRT 25 /(U E. UIRY — L
tRNA DRRAEZRR U MEZ S ERKRIEE T FiC.
BAUTWEKBEBAZD U RSHEE. RIEE 1L 7
0.1 EU BEIRFTERINTWEYT, £/, RNase.BHF Y
KNG —CIREDRAT VIV EERAP UL TWET,

PUREfrex® IC&EN2BWREAFHREDIRTDOYV/INIE
CEBEREBOY JEININEINTVE Ao ZDIcdH.
YU EMMUIY VIV BZEER L. ¥ VI & DR,
BRHT B ENTHETT,
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Kit components

FAHBIORFEREF. $XT-80°C TY,

*1)

PUREfrex® 2.1 @ Solution| (€&, Y RFA >, BTAEIH
EENTVERA. FY/INVERREIC. BEICE U THRED
VRTA Y BUAERMUTRE W,

Cysteine DFEMZERREE. 0.5 MM TY,

EITAIE LT D DTT £ U< & GSH Z#/A3 %5580
EENAERRER. ThTh 20 4 mM TID, &RT 35
VIRVEILED, RERENRBIARENSDET, iy
2-AWATNTE /=B EDHMDRTAIGERATEET,

*2)

PUREfrex® 2.0 (#PF201) IZifff&f1TW3 Solutionll & F—HEM®D

BRTY,
*3)
ERAROKD ORINK%E -80°C THEEREFEY 2BE. BREERPRS1

FAR/TY /= BETIRREL THSREFELTILE N, Fel BE
IKISCTHEL, RERMBOBRDIELZTEDRIFEFTILIN,

*4)
PUREfrex® 1.0 (#PF001). PUREfrex® 2.0 (#PF201) (Ciffd&SnT
W3Solution lll, DHFRDNA & ZhZENRA—EROBRTT .

*5)

SYNRVEEROBEIY MO—ILAE L TERY 2B 20 L &
BRISRIC 1 uL ZFMU TR I W, FEMAIERENE. ¥itD web
site [CBEIhTVWET,

Template DNA

1. #38 DNA OREiE

T7 promoter Gene of Interest
(CO—— 0 ——

RBS (Ribosome Binding Site; SD sequence)

PUREfrex® (c& 3% v /N EERICHERY 285 DNA (I
& BHY Y /\VE% 1— N9 2\EFOMBI NV O LERIC,
T7 7OE—9 —EHHE LCYURY — LRSI (SD &EH) A
EENTVWIRENSD £I, £c. KIEIRYOTRICIE
10 BEL FOEROEERIN Z ML T EI W,

PUREfrex® Tld, 3 BEDKIEINYEINTERTEE
Jo

BIR DNA (7523 R DNA & &), 8 KV EHIR DNA
(PCR E#™1IK DNA ZHIRERTYIMTL < DNA 72&) @
EE568 DNA & UTHERATEEY, BIX DNA Z2ERT
358 BNEEFORLEIRYOTRICT?I §—I%—9—
PRETYT, —A. EFKRDNATIE, T7 ¥—Ix—5—0ff
MEBFTLHBETIEH D £t Ao

Protocol

PUREfrex® 2.1 # B\ e ¥ VNV BERBIE. ERORIGR
BTS2 enTcEES, HIZIE &KE 20l T 0.5 mM
Y2ATAY 4mMGSH ZRML TaERT 258 RFUTOL
SIERBEZREL TSV,

1. Solution I, Cysteine. GSH %z, ZE&~37°C T 1 2IZ
EROTELICHMBEL, KELCBEZEHT,

2. Solution Il. Solution lll ZX ETRIEL £

3. A U 7z Solution I\ 11, Il Cysteine. GSH Z#E< RILT v
JAUTt, BOULTRBRYEF 12— T THICED T,

4 BUTOLSERBGEERELET,
(DNA (& 1 kbp $720 0.5-3 ng/pL €73 & S5 IEFHML T EE W)

Water 7-X uL
Solution | 8 uL*6)
Cysteine 1uL
GSH 1L
Solution Il 1L
Solution Il 2L
Template DNA XL
Total 20 pL

5.37°C T2~6 BRARIGE BT, ¥V BZEHRLET.
6. BlENcy VIV BE. ZhZhOBRICERLEY,

*6)
PUREfrex® 1.0 (#PF001). PUREfrex® 2.0 (#PF201) &Ii3fEMEM
BHEODFITOT, TEECLSI W,

Template DNA

2. #8 DNA 0FREEDH

PCR zf e PUREfrex® D#5% DNA DFERTTEDH%
RUET,

FOR primer \\
------ I - -
S\ REV primer
‘ PCR

T7PRO-SD primer p

O I —
S REV primer
‘ PCR

T7 promoter  RBS Gene of Interest

3. 7314 —DE

FOR primer
5" ~AAGGAGATATACCA-ATG-N (10-20) -3"
RBS
REV primer
5’ ~GGATTAGTTATTCA-TTA-N (10-20) -3"
Wﬂ)anynudeotides
T7PRO-SD primer
57" -GAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCC
T7 promoter
TCTAGAAATAATTTTGTTTAACTTTARGAAGGAGATATACCA-3'
RBS

Note

PUREfrex®EHIRARETT, L NESVEYREADE
5. BRIR. SR EtMOBENOFERZELET, £/, B
B REAICBEALBVTIIEEZ N,

PUREfrex® %R Y 2 KRICId. RNase” Y —mK, #HE,
REEEFEAL TS W, ¥l FR YRIOERESH
HULET,

ARRIE EIAFEARRAE LY FEFE49311355
DERFEESLMAETY, PUREfrexid. ¥ —> 70V 747
KRB DB REIZ (5B54430778) T BAMAARCHFE
DBEIE EFITELETEERVEDELEL,
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