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Introduction

PUREfrex® [ZDWT

PUREfrex® (&, PURE system % £(Cfa nicBEmME
&MY VIO BERF Y b TY, PUREfrex® ic. BHD%
VI\VE%1—R9 2% DNA (F7zld mRNA) Z#mL <>
FaR—KFBREGT BRI VNV EEZERTEET,

PURE system (&, BRRAZAZBO LHSHEEZDO S )L —
Tlc & DR S nicBEREERREY Y /(U ERERT, B -
R - TRILF—BELCKHERYV/INVE, URY —L%Z@E5
TR Ut 7S/ NTP REELREULILEMRTT
(Ref. 1, 2) BHERAFERAURGREZFERT 26, HER
ZHHICHASNTE S, YV VERRICERRBY VNV EZ
FEEAEBERVWREDRRNHD £,

PUREfrex® (. RIGH=HBRT 25 V/IN0E, URY —L
tRNADFRR S EZBR U HEZE O L ERRINE T FFT,
BALTWeKIBEBRXRO YRS RIGK 1yl Hicbh
0.1 EU BEICEFTERSINhTWET, Ffc. RNase. ATV
NS —EREDRAYVIVEERPLTVWET,

PUREfrex® IL&&EN2BRAFHREDINTOY VIV E
I BHBREBOY VEINNEMENTWER Ao TDTt,
IO ERMUIcY VIV BZERL. ¥ VTSI & DR,
BRET 22 ENTRETT
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Template DNA

1. 58 DNA O#Ei&E

T7 promoter Gene of Interest

CO— 0

RBS (Ribosome Binding Site; SD sequence)

PUREfrex® IC& 2% > /XU EARICERY 285 DNA
3. BWY YU BZ - R 2ELRTFORAIR YD ERIC,
T7 70F—9—BIHE L URY —LEEEHL (SD EF) A
EENTVWIRENHD T, £co KRIEDRYOTRICIE.
10 B £ EOEBROERFEIIZ ML T LIV,

PUREfrex® Tld. 3 BEDKIEIRNYZIRTERATER
EB

BIK DNA (F5 R 3R DNA &), & &0 EHIR DNA
(PCR EMIRIK DNA ZHIREER TUIMTL /2 DNA 72&) @
EE5588 DNA & UTHERTEET, Bk DNA 2ERT
258 BNEGETFORLEIRYOTRICT? §—I%—9—
PRETT, —/. EMIKDNA TIE T7 ¥ —Ix—5—0ft
MEBTLEBETEH D E A,

Template DNA

2. 5% DNA ORESEDS)

PCR ZF W\ /e PUREfrex® m#E DNA DOFEHEDH%
RUET,

FOR primer \\
------ I -

S\ REV primer
‘ PCR

T7PRO-SD primer )

O
AN REV primer
PCR
T7 promoter ~ RBS Gene of Interest

3. 734X —DEe5
FOR primer
5’ ~AAGGAGATATACCA-ATG-N (10-20) -3’
RBS
REV primer
5/ -GGATTAGTTATTCA-TTA-N(10-20) -3’
more than 10 any nucleotides
T7PRO-SD primer
5/ -GARATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCC
T7 promoter
TCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCA-3'
RBS

Kit components

« Solution | ™ 800 puL x25
W& 73 /B NTP, tRNA, BROBEGE
B REERA - -20°C

« Solution Il 2 100puL x25
AR 5 VINUE (30% 7' E0—ILBER)
BREHARAPIRE © -20°C %7z K -80°C 3

« Solution 111 ™ 200puL x25
ME  URY — L (20 M)
B REERE : -80°C *3

* Cysteine™ 160 pL x25
WA 1 YAFA> (10 mM)

FHREFRE | -20°C

«DTT" 160 uL x 25
ME  IFAZLA R—)L (40 mM)
B RIBRE © -20°C

«GSH" 160puL x25
AR JETRIILEY F A (80 mM)
B RIERE : -20°C

* DHFR DNA ™* 10pL x1

AR : K58 DHFR #{xF%Z &6 PCR EY) (20 ng/uL)
FHBEFRE | -20°C

Kit components

HEHRIORERERR. IT-80°C T,

)

PUREfrex® 2.1 ® Solution| (&, Y271 >, BETAID
BENTVE A, FYNIERERIC. BEIIGU THRED
VRATA Y, BRAERMUTLZE N,

Cysteine DIRENKEREEIZ. 0.5 MM TY,

BERAlE LT, R0 DTT UL & GSH Z{ER9 3550
EENERREIR. ThEh 2 4 mM TIH. &RT 35
VIRVBILED, REBRENELBZARENSGDET., T,
2-ANWATRNIY /=B EDMDETHGERTEET,

*2)

PUREfrex® 2.0 (#PF201) IZifff&f1TW3 Solution |l & F—HHEAD
BRTY,

*3)
EARDED ODRISEZ -80°C THRERET 2HE. BREZRP RS

FAR/LY /=B ETRERBLTHSRELTILE WV, Few BE

IKISUTHEL, RERMBORDIBLEZTEBRIFBIF TSI,

*4)
PUREfrex® 1.0 (#PFO01). PUREfrex® 2.0 (#PF201) [CiifdEnT
W3Solution lll,. DHFRDNA & ZZnE—#EROBRTY .

*5)

YNV EEROBEIY MO—LAE L TERYT 2B 20 L 0&
BRIGRIC 1 uL /MU T<REE W, HEMAEERIE. ¥#itD web
site [CBWEINTVNET,

Protocol

PUREfrex® 2.1 # W\ 2 ¥ Vv /N BARIK. EEORISR
BETIS>2ENTEET, fIXIE HE 20 L T, 0.5 mM
YRATAY. 4mMGSH ZRMUL TERT BB IFUT DL
SIERGRZEBELTIIEE W,

1. Solution I, Cysteine. GSH %z. ZE&~37°C T 1 2MIZ
EROTELDICHAEL, KELCBEEFHI.

2. Solution Il, Solution Ill K ETRIAEL 9

3. mf# U 7z Solution I, 11\ Il Cysteine. GSH Z& < MILT v
VLTt BOLULTARYEF 21— TEICEDHE T,

4. UTOELS ICRIGERZFARLET .
(DNA (3 1 kbp 37D 0.5-3 ng/uL [£43 & 3 ISHRIML T & W)

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

5.37°C T2~6 KRIRGEET. ¥V /U BEEZARLET,
6. BEENIVINVEE, ZNThOBENICERLET.
*6)

PUREfrex® 1.0 (#PFO01). PUREfrex® 2.0 (#PF201) &iZfEMEH
ERDETOT, TEELEI W,

Note

PUREfrex®MRARETY, £ hEBLHYBRENDRK
5. BR. ZHIBEMORARNDOERZRCET. £l B
. RERICIEERLBVWTIIEE W,

PUREfrex®% £ 2BEIC1d. RNase” U —dik, HZE,
BEFEFEAL TSI W, oo FH YRIVDERZHE
HLET,

AR EILIXZEARRKRELD FFFE49311355
DERAFEERLEMRTT, PUREfrexid. ¥ —> 70V T 47
KRR OB REIZ (5E54430775) I . mANAZCHFE
DHRFFRICELETERVEDELLEIL,
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