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PUREfrex® 2.0

S 53R

* v FBHEETIZ. -80°CTRIEL TL 2 X\,

BET B AR AE il FH B R
PF201-0.25 PUREfiex® 2.0 250 pL G5 INTELBHE IC RN
PF201-2ML PUREfiex® 2.0 2 mL 557 AR IC R
PF201-10ML PUREfiex® 2.0 5x 2 mL )65 AR IC R
PF201-50ML PUREfrex® 2.0 25x 2 mL &5 INTEHE IC SRR
HmAEDY
L 250 pL G | 2 mL KOG . i
A el e WA R E
wE wE
Solution I 125 uL 1000 uL | 7 I /B, NTP. tRNA, RO H L & 20°CLAT
Solution II 12.5 uL 100l | 2 X278 (30%7°Y &0 — ViAW) 20°CLAT*
Solution IIT 25 uL 200pL | VK Y —2 (20 pM) -80°C*
2N ITEEROBED v b e — VRS DNA
(20 ng/uL)
DHFR DNA 10 uL 10 uL o ) B 20°CLLF
KEE DY e FoiEfgRikRra— P 2851 %
&t

*.80°C T DIRIEST i iDL Y @ Solution 11, 11 Z-80°C CHAERET 2 LE. MAEZEH L VITFN T4
TAAREIR ) —AZBEBALEZFEFRECEAEBRE L TIRFEL TS W, T2, LBICGETHEFEL,
BASEIE DM VIR L 2 T 2778 TL 72 & 0,



SiERE

PUREfrex®** v F 3, -80°CTRE L TWIMICHMLL T 2 LRI LALEH Y THAD, BEGEEZ
BOBRFTEIEEPBET LT 2HVET, 20D, 1HHL Y OFHESPRVESEIZ. BEK
D CTREEDEL TRFVALEZL L EBEOLTCEY IS, PETHEINIGAIT, KRETF 2 —
7 CHHELC E XY ROLTT,

SolutionI: FEFE~37°CTH53IEEf vFa—F L, ERICEHICRZETLo2Y EEALET, *
D, K EITIFE» FTICMFEFEELZIT V. -200CLUF THiAE L T 7230,

Solution II: JK FCRlfEX ¢, Lonb LiBE (DEDGEEIZIE 2 WEEDRLT Yy 720 0]) L
BICHEL. WHEREZ (BDB2VIEFIATARETR ) — L %2IBELFEHR) % T2l
BAE X &2, -200CUL FCRIEL T & v,

Solution ITI: JK | CHlff X & (AT 72 RECTRIERHIKEL 2Tt Z3 W) | Lonh LRAL BRI
EL. WARERE (BB2VEFIATARE TR —AZRAELEER) %M amkEs X
72110, -80°C TR 72 & v, 2iF L 72 Solution 11T % 20 E#G ¢ 37 i1c, 20 % £-80°Co
MR CTHOETLE ) LD TICo R0 £3,

AEFITOWT

PUREfrex® 3L HEAIECTT, v P2 ETEW R L ~ofE., K, Wik L thofE~offif%Er 3, %
7o Bih. FKERICIEER LR v 23w, BB LB P g g smIg s, sz efbik, &
VIR OCBIPIEGEE) KNS T AMEIEEI N CHhEEA,

ABLE L, FENLRAEAR RS X0 FRFH 4931135 5 o AZ# % 57285 T3, PUREfrex X, ¥ —v 7
B v 74 TR SO BRI (5 5443077 %) T, MMM Z SHREOGE R, FlC L T TBRvAD
LT,

e-mail:purefrex@genefrontier.com



PUREfrex®iZ2W T

PUREfrex® & I

RKF v MK ERERD FHSEMER D 20— 70 XY BIFE X - R R 2 v o8 2 AR Y 2T
2. (PURE system) #%#iC, PUREfrex®& L CEIF L L 72 D TF, Fv bicEHINEH_BEI 3FHH»NT
BV, SolutionI 1ZI37 I /R, NTP 7% & DR FLAYI D32, (RNA B ENTWET, Solutionll 213, #x
R BRI T 7 & D & v o 2 E 038 F 1, Solution ITTHIC ISR Y R Y — A A& T T 37 BEARK 5 13
RN EERIEE R D &< 7k 2 RE CHIK X T E F, Solution, I, I ZRA L. HIO X v o828
%3 —F72DNA (£721FmRNA) ZFHMLCKIET B Licdk Yy, 2V 7 EBEARLET,
PUREfrex®Cl. HAICHE X 172 PURE system (Z%53CHk 1) & HELL T, RISREWK ST 5 2 v 28, )
RV — L (RNA OFBETTENERR INTHE T, ZOfR, £ v 7 HERKICEBERZYHEOEAG I Z o
TwET, FlRiE. KEEBERO Y FLEORAR. KIGK 1 pL 729 1 BURMICE TS TnE T,
7. RNase, PAH 727 P X=X EDRAX VAN ELFP L TCE T, I 51T, PUREfrex®IC & T4 5 HIER
HfmLoFTXToOr v 78 E, B, BEHO 2 7BV A fIMEnTnuEdA, 207D, H6W 5 X 7L
MUz 2 vk 78R ER L, MLz 2 20 X 0 ER - B3 2 2 L AYAfRE T3,

PURE system [CD W T

PURE system (%, B RS K22 BT sEIsk Bl BB A 2E Rl o EH s R o 7' v — 771 X FFE & v 7- P o 4
MR # v o8 2 EERRTT (BECR 1. 2) o KIBE CRIRKISICBEG 3 2 BlaE -+ (F1, TF2. 1IF3) . ffik
K7 (EF-Tu, EF-Ts, EF-G) . #&&% (f##f) KT (RF1, RF2, RF3) . UKV —LFARKT (RRF) . 20 fEXE
DT I/ T IV RNA KSR (ARS) . A F 4 =V (RNA 7 4 L I VIR ISR & | G RIGIC 45 7 T7RNA
RY AT =¥, TANVF—FEICHE R 4 HORHRE X v 7 E 2 fRNCER L 721%, 7 I 7 FE. NTP. tRNA,
LY Ry — L7p & LIRA U TR L 7288l o MG % v o~ 7 B A RGR T, 130 DIEMIIE 2 v o8 7 A BGR
D X 5 il i A S R L 2R T 2REAS LIS EERT 2 2o, flx HhHiCHfics s,
VN BEERICHERR R A vV ERIZLAEEE RV RSO TCREFREALCOE T,

<ZEHR > 1. Shimizu Y. et al. (2001) Nat. Biotechnol., vol. 19, p. 751

2. Shimizu Y. et al. (2005) Methods, vol. 36, p. 299



PUREfiex®% F\» CTHERE 72 2 v X 7B 2 BT 2 — N FIEZB 1 1SR L £ 9,

1 U ®IC, PUREfiex®% F\ 72 G EICHE L 728581 DNA Z{E L. BIDO X v o 7 EBERI N D 028 5 H 2
BT oipp T, AREMEVE A, #8 DNA QRS O MG 2 TwE 3, 2, ARILTw
T aIEtECIEEMR . () SE RIRINAe & RS 2 REt L £ 37,

AKE¥y Miclk, BO X VAN ZERERINDE 0 E I TR0 ICbBridEr&ETnTnE I,

[1. #53 DNA O1ES (p.5) ]

[2_ 2 RIBOBHERS (p12) ] NG (BFEhAEL - ARENEL)

21. EREYDOHER (p.13) ]

1~

2-2. A OEE (p.14) ]

NG (F&E - SSFELLY)

2-3. YRNT7 4 FEATROFEE (p.14) ]

l' OK [3. wnF s (p.16) ]
[ EREY DS - BBIF ]

HKR—UBEHINTw2HEZ 2 ) v 2735 L, KERGHPHENDO =T~ v v 7L ET,

X 1. PUREfrex® % A\ 72 2 Y RV BEBKDT — 7 70—



1. $5% DNA D&

RN ZEERKIE, AF Y @ Solution I, I, I ZiRA L7 RIGIIC, H% DNA 2L, 25 - #ERE
ZRIFFICITWE T, 2 D729, WIS PUREfirex® T DA KICHE L 7258 DNA OFAMLECTY, PUREfex®T
Ry N7 EEGRT HRICHLERAN X v 2 BOHRI DNA 12, Tid2 35 L CHFRIHE TTHELZ
Ty, 72, 8 DNA FEFOHF—F (p11) | d THHL 2 & v,

FERATB3HEEDNAICOWVWT

PUREfrex®H D FM DNA 2. TRCICECE T 2 RIKRAE ALY % & T DNA ThiLiE, Bk DNA 5 X A
#8 DNA (PCR FEEYIBIK DNA ZHI[RE4ENHEE L 7- DNA R EREENTT) o bbb {HHTEE T, £

72« mRNA % PUREfrex®ICIMM L TR v N2 EREITH) 22 b TE T,

BHZ2 "B - FT3EEFOLERICOVT
$ DNA 121X, HINZ v o828 % a— F 3 2870 Eiic, T7 7uoe—2—fghlE )R Y — Lk
AifhL (SD ) pRERsZE s (K2) ,

T7 promoter Gene of Interest

(O - ————

Ribosome Binding Site
(SD sequence)

X 2. #% DNA DS

B "8 —-F93EEFORLEIAFVICTONVT

PUREfrex®IC & ¥ 1 % BHARKHE IR T (FREEIR 7)) 13, 3 FEEFET 2&1ka Py (UAA (F—71—) |
UAG (T v3—=) [ UGA (A»¥—=)) OE&TICHIGLTWwWE o, WInofibEa F v fHATE £
ER

BHZY NI B%ZI—-FT3BEFOTHRICOWVT

BUKDNA 2S5 28581 HNEZ v 782 a— F T 28 TO PRI BT 2 KE S22 T7 £ —
A — 2 —BH B HETT, EEH DNA 2 AT 2546, &k F Yy o Fiic 10 L o %
ML 72X, g 2 HEEES OFZ, (2 B PCR THW2 77 4 ~—oESIFl] (7 =—)



OB X\, R DNA OBA IR, KIET F YO THRIC T X — 3 % — X —F5IZ 043 L b 458
TlEHY EEA,

DNA 23T 5BFDERR

TENy 7 7 —ICHENS EDTA 1. 5 - HEUGICHHAR~ /42y v a4 F v 2FL— 27
B, 2V NZEGRICEHEL TRV A 7EEREEZ T T2 205 Y £3. DNA ZiafiF3 505
i, EDTAZ & TRy 77— ) QKA ZFEHTZ2 28T IO L ET, £/, RNase
BIRAT B &, ARG T OIREFEY 72 & D RNA S0 fRE N5 729, PUREfrex®% i 3 % BRic
. X277 —%7 Y -0k, W REEEZEHL., FROVAJ0EMEETTOLET,

PCREYMZHEDNALLTHERTZHE

PCREMOHEICOWVWT

PCR % D BXIKE) T HIWEMLIMNC v F2R 5 2 5613, PCR 5% Biat L CRIFED O 45k % 4
ATKZEI W, RIEYH» O S XV ANXITEBERINDEZe03H Y, PCR THEH LNV FOMBLH X
VST BOEBENFEIEEL 5,

PCREAM# AT L CHREIEMHEL 255G HNOANY FEZA2 LY DL THR L T2 & 0,
FAhHY) 0 HFERIC X, DNA O EERICPHE S NET) 2 <20 ST L 2wy
TLEE W, 7A—F4 P 3FEHMRECTTS, T 272 FBEIKMZHE LT AT 0,

PCREMOHRMEICOWVT

PUREfiex® D KISHIC AT 2 H% DNA 81X, HFH (BVIRE) 23EHEL Lo TH Y| KRN
2nM FiR L 725 XKML TL7ZE v, 1kbp H72 0 0.5~3 ng/ul RUCRAHZ & 72 ) 3,
FKIEH D PCR KRG % PUREfrex® TN L TRIGT 5 T & b A[EETI 28, PCR RIGIR 2 b Difi7e & D
FibiABz Mz 2729, ININEIE PUREfrex® D KIGIRED 1/10 LATIC L TL 723w, 55 - FIERAG
&%, PCR BUGIHD b DFFHIAHRIC X MR DL LI X o TIEWEZMET L £ 97

PCR YIRS AIE L T2 8A1E. RER O PCR KIGHOFINEZ B3 C & 13817, DNA fER*
vy bR EEAOCTHSRIEEICARS X9 ICDNARREFABL T ZEw,

2 ERF% PCR I & 3 857! DNA AR A% D IEE

U

2 Bt PCR % F V> 72557 DNA OB oiE % X 3 108 L £ 9, # 4 DNA OF &I 2 PCR %
2. EfEEOEWEESE (KOD (TOYOBO) . PrimeSTAR (TAKARA-BIO) . Pfu (Promega) 7x &) % f{#
ALTLZTn,

1 BB H ® PCR TiZ. FOR primer & REV primer # 2T, HW X v X2 &% a— V¥ 38T D L



AT 2 ) A Y — AREGEML (RBS (SD ECH) ) 22 H#&1ka B v+10 AL Eofh % &4 Wih %
WIEL 3. 1 BRSH THEIEDNE L A S v X9 I PCRGMFETIEE L T2 & v, 2 B
H® PCR Ti%. T7PRO-SD primer & REV primer # fl\»C, B X v X7 B % 2 — F 3 2851 D Ll
ICT7 7' mE— % —[i5] & RBS % &% PCR Wil % 4iE L £ 3

i 3% FOR primer, REV primer & T7PRO-SD primer I3, B3EMKIHE TIHELZ 3 v,

« FOR primer

~N

REV primer
PCR
T7PRO-5D primer

N
-, —

N
REV primer

PCR

T7 promoter Gene of Interest
{)—0
RBS

3.2 ERRE PCR DHRZ

2EfE PCR THW3 7542 —0DE5H

BT 7 A~—DRIN R 1ITRLES, £z, TEOHA P TSZMIZ 30,

https://www.genefrontier.com/solutions/dhfr_dna/

Primer Sequence
FOR primer 5’ -AAGGAGATATACCA-ATG-N (10-20) -3/
RBS
REV primer 5’ -GGATTAGTTATTCA-TTA-N (10-20) -3’
10 5L L OEBOREF
T7PRO-SD primer 5¢ -GAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCCT

T7 promoter

CTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCA-3/
RBS

£1. ZFHE7 I 4 ~—DEF|


https://www.genefrontier.com/solutions/dhfr_dna/

T75RAIF%2EBEDNALLTERTESES

BERATEZ77RIFRILZ—

T7 promoter, SD fic%ll, T7 terminator Z &7 2 —2MEH & 3, HlzI1E, pET % (Merck £1)
pQE % (Qiagen t£) %§23% V) £ 9, {HL. lac operator FLHIARTFET 5 &, X v o8 7V HEKE DT
256038 D) £ 3 DT, lac operator Bl¥ 2 &G\ w27 X — (pET17 & Y) B3 THLE T,

772 FORAEFE

77 A2 I F DNA #8392 BRIT EEERCER L7z Ny 7 7 —IZHIN L 7= RNase D i1 23 i i fs )
> TR EREHE T,

1l 2 1¥ . Qiagen #1: ™ QIAprep Spin Miniprep Kit <°, Promega ft:® Wizard Plus SV Minipreps DNA Purification
System D X S A v 7L v x4 TOREF v b ZfEH L7256, Lysisbuffer ICH £ 415 RNase A 235
HRIEH DNA BRICDIEAL T E T, 20T THM DNA & L T PUREfirex® D KOG ICIRINT 5 & |
REFEY) 72 & D RNA Bfa iz v X7 BoERBHEI N E T,

ZDXATOREF v TR L 72 DNA i D% . Phenol/Chloroform LPRIC X b RNase % Kif & &
e, TR =AM I X D RS 5 2 & O, RNase ihthE % & F 7\ DNA IS 2 fitlc & £
¥ %\ E, RNaseinhibitor % PUREfrex® D SILHKICHIM T 5 2 & T, RV X7 HZAKTE S XD
Y ¥,

—77. Qiagen #1:® Plasmid Mini Kit Tld. #ififIcHEE L7z DNA Z g, A HIMIC isopropanol % fill 2
C DNA 2 E ¢ 2729, RNase ilitEDIRAZMH ST T, ZoFy P THEELEZTIRXI VA,
ZOEFMHHATZ L Z L ZMERL T T,

77RAIFORME

PUREfrex®D IR TN T % #55 DNA 12, 70780 (VIR 2EEHEL o TH D RARED 2
M AIRE 722 XKML TL7ZE v, 1kbp H729 0.5~3ng/pl SR HZ & 72 ) 47, Hl 213
FOGHRICHRINT 2 77 23 FOR X 28 6 kbp D5, FEFED ORF O X IR <,
(0.5~3)x6=3~18ng/uL & 72 Y £ ¥,

RNAZHRELTHERYTSEA

mRNA 205 & VX 7B ST 2546, Biha Py o kitic SD LY % &1 mRNA 2 H L T 23 v,
¥ 72, mRNA ORHREOHLZ 0.1~1uM TF, ZfFHO mRNA OECHICHIELEIC X b molRE L
DEFTOT, IFU®IC, LEDREEZSEICRBERRIRE 2RO 3 &R 25357 LT T,



58 DNADEIICET 3EES

P DNA DIFHEELYC T 2 7 BECHIAHEK T, ARI N2 X v N7 HOERMET T2 22 H 0, HKHL
R R FREL T 52 LT, ZVANHEOEREBIWEINDE ZLAHY T,

PUREfrex®lZ, U &Y — L= tRNA 7 & OFIFUCE 3 2 K2 KGR HkTh 5 20, HINZ v o8 7 H D
BT E, KIBHcOMFUCE L 2o Fry ot s 22330 LT, milikT 285480,
Mk g A== oI N T 2R Y — V% SHIF K 723 W RIBRAIC 2 F v 2 Hafl L 72 f&ic,
X HIC, PUREfrex HHICIBEIET REfAH Y T DT, TlOHBICDWT IR 2 X0,

R RV ERDGCEE

G2 Ny (ATG) BEHRO2HFEH»H 6 BFBHDOT I /O a Py Tli, TEXAXFATHASL kb X
Sha RN vEERLTLAEET Y (K4) . ZofERICR- i, KIBEO a2 F v o HEE X Y b #

LT A,
A

Trastuzumab Fab HC
Met-Glu-Val-GIn-Leu-Val-

/ e

| Glu | Val [ Gin | Leu | Val |
gaa 70 gtt 25 caa 30 tta 15 gtt 25
gag 30 gtc 18 cag 70 ttg 12 gtc 18
gta 17 ctt 12 gta 17
gtg 40 ctc 10 otg 40
cta 5
Frequency ctg g5
Glu, Gin 65% 50% 35%
[ [ I I ]
Leu, Val 35% 25% 15%

*Frequency is calculated from Codon Usage Database in Kazusa DNA Res. Inst. (E. coli K-12 strain)

B
14
Glu Val Gln Leu Val GC content
6 - Gl o | o= [ e | wa | on | 28% |
)] BT o [ o [ g | e [ ww ]| so% |
2 54 e [ o0 [ 9 [ @9 | gt [ o1% ]
£
4_.
=
@ 37
£ 24
y ‘""l"""IIIIlIIIIm...l
0 .
AT Major GC

4 NKREBO I FY R v A7 BEBEBICE 2 2 E

A. Trastuzumab (Herceptin) HE#{ (HC) O N Kigfdo =2 Vv
B. B2 a N v &AL ZHEYDNA 254K L 2560 A K ED L



AFVOERBEE

R % KEGE @b L7256 KIBE CHEAEE S W1 20 a F Yo RMEHR I 3560
HOEFT HZIE. BA LV TCIG 2 FVYOABMMEHENTWEEELNH Y T, 2DX 57 DNA %
T PUREfrex® THIK L 72856, AENMEL 22 RSB 0 T3, FHI NS 2 F v 2SR
STWaHEICIE, RKIBEOa F v o HMEICIC U GEEICEI OIRY 3,

E coliKI2 ¥k a F VERAEE I Z B 6 d SR Z X0,

https://www .kazusa.or.jp/codon/cgi-bin/showcodon.cgi?species=83333&aa=1&style=N

5’'UTR~N KRigiEfE D Z REiE

SD Bedl {5 ~N Kimafs (k26 10 7 3 7 BREE) % 3 — P39 25T, mRNA 2358 [E 72 — 5%
WEEEK L CTSDEAIA~R 7 EN2 e, VRY =LA LICS Y, AREMET T 2 alaett:
BHYET, OB TG XSRS Tl I N2 5EI1CE, 3 8 v 2 ER L R % R
LTLZX W,

ZREETHOF E LT, AFy PO v bue—at LCTHME T 5 DHFR DNA 1D\

T. RNAfold server (http:/rna.tbi.univie.ac.at/cgi-bin/RNAWebSuite/RNAfold.cgi) THEHT L 72551 % X 5
IR L E S, SDEAIA “REHEZ IS Rz, AMERIMET L 44,

A

gaaattaatacgactcactatagggagaccacaacggtttccctctagaaataattttgt

T7 promoter

ttaactttaagaaggagatataccaATGATCAGTCTGATTGCGGCGTTAGCGGTAGATCG

M I $S L I A A L A V D R
SD sequence

- a
Base-pair probability

4 5. FHERBAAR IR D SRERCS D — KBS T HI

A. DHFR DNA @ 5’ Kimtaik o ERAT], i L -z Eao 4 74 b oovL w3,

B. RNAfold T D KA Tl R

- 10 -


https://www.kazusa.or.jp/codon/cgi-bin/showcodon.cgi?species=83333&aa=1&style=N
http://rna.tbi.univie.ac.at/cgi-bin/RNAWebSuite/RNAfold.cgi

NXREMEDT I / BEF
BIE A F A= VEZD 2 BZBHPL 3 BZHOT I JVBERA 70 ) v /)y vogs, ARENMET T 315
EBH Y FET, BREABETHNIE., ZOMEEBO T ) v Y o VBT T F X,

ZL—LY7 bEELSESET

XIXXYNYYZ D X577 =0y 7 b EEILLPTOVEINAFEET 255 thoa Fic@E &z T
LFFEw, HlzE, V2w h 2 e L, EHEAH 25 TA/JAAA/AAA] D X 5 i5e. [A/AAG/AAA

BT 2L 7L -4y 7 FRNEI N T,

<SFE k> Sharma V. et al. (2014) Nucleic Acids Res., vol.42, p.7210

7RY Uy ERT SET

L 727 m ) vEEURVAIEEEK T 2L AREMRWC L AH Y £, 2D XD kL 7
7a) vEkEt 2 v o7 BoRRRICE T, KIBE Tt EF-P & FHEN 2 FIIRA 285 L Twnwb 2 &
BHIENTWE T, AF v+ (PUREfrex®2.0) CIX EF-PAEENT AWz 0, AEMEL 5
AlREMED B 0 £ 57,

PUREfiex® 2.0 IC EF-P 2L THM L 25 EIC, X v 7O GENE KL 2R Icow T, Tid
DRAX =% THHL 72 &0,

https://www.genefrontier.com/files/p21 _MBSJ2018.pdf

%2 DNARFHOYKR—F

Higz v 52807 2 7 BEZ T 7 + — L THEEY EHIF L, 2 & PCR TH % T7PRO-SD
primer DFCH] & DM, a2 Ny o, EEAFRAL v P 2EEL 2B A oz KL L E

{Lﬂ 7= JBEBIAN T A — s J
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https://www.genefrontier.com/files/p21_MBSJ2018.pdf
https://www.genefrontier.com/solutions/purefrex/template-dna-form/

2. AU NRIVBEBOERKRIG

AKF v @ Solutionl, I, I ZEA L ZZSIGHIC, fFRL 7258 DNA 27N L., 37°CT 2~6 KRG & £ %
ER

RNase DAL, BREFEY)C (RNA 72 £ D RNA O fEBEEZ O . X2 VY X VEBERI v, &5 WA KE
DELIETTHEKE RV ET, 207D, fHlT2F2—7°F v 7% (X RNase 7Y —DbDEEH L.
EERFREEMAL TiTo T EE W,

P10 TERT 2E%1E. HM DNA ZiFIN L 2 S (BfEa vy ba—u) 0 KF v MR T Tw % DHFR
DNA ZHFML 7RG (BtEa vy br—n) ZEARICT) 22T ToLE T,

HET3%H0

PUREfrex® 2.0
SHUDNA (A% v 7 HOBET L WARIZGAL D) e
XRILT—X7 Y —DK PR frex”

37Choe—tr7ay I NIF Y+ —X—1"2R

ZAbar (REBROAVUDP SERRIEE T)

1. SolutionI %, EFifi~37°CT 5 7MIELED TRLIC (ABERALNZHEAICIIABI R b %
T) MEL 2%, ERICBEEZIT,

2. Solution II & Solution Il %K & CRIf# L %7,

3. BUMEL7 Solution I, IBIXUP M ZFAT Y 7 ARZ vy ¥V /R c—ic Lk, BLLTH
B F a—TTHRICEDET,

4. 20puL ODRIGHETART 2856, UTO XS K RICEHZHEL 3,

X7LT =7 —DiK 7-X uL
Solution I 10 uL
Solution II 1 uL
Solution III 2 uL
#7 DNA X uL (1kbp 24729 0.5~3 ng/uL)
Total 20 uL

B 5% DNA ORNEIZ, #H3 2 DNA OFECEEICIG L THEL T A 3w, Lk, 1. #A
DNA OE#L] (5 <—2) 2B LT F X0,
B ARG EIZARICHECE, B ul 25 DRIV AHETT,
5. 37°COe—1+7ay 7RI+ —Z—NATA4~6 BFERIGX ¥ T, FVv"28%&5KLET.
B SHoERM GGERERRRY) CTHLE 42 &, KIGKEDOEED FRICHRA 20 . AREME

Y ET,

- 12 -



B 5EECEHRERIT. 8T 232 Vv X 2HICELE CEHELEHELTLFI W\,
6. BRXhi-&x v N7E% SDS-PAGE TR L 7,

21. AREYDDOER

BRED I % Z O £ ¥ SDS-PAGE T35 2 & T, HIX VNV EBERI NIz E ) R TR L
T, HUDNA ZEE VRGO L — v & $#8 DNA 2N L 72 BOSRDO L — v Z L, &L 7=
BYRTBOTVHEDTFEMEICANY FRBH 20 E) DR MHERL LT A% v MICHM T %2 DHFR DNA
ZAIL CTHK X 172 DHFR O&KED, A¥ v P CARATREARRARIGEVEICZR Y 3, DHFR X}
LEMZ Y 7 HOEREDRE L RWGECAREY R o iz wihax, $4 DNA ORI ofEt 7 &
ZITWE T, #8 DNA OFLHI Z et 3 2 k%, [#58 DNA OFCHIICBI T 2 FEE S | (9 2—=)d S L T
-

LUFic, CBB Rta CHERR S 2 7LD —Hl %R L £ 97, SDS-PAGE IC i3 2 G E P 7 VIR L, B X
YRIZEDORTRLANRE, FAORETEE UG THEL TR TV,

BET%H0 (42 —7YUF7> 70— (CBB) THETBZIHE)
B BUGHE T 1 D PUREfrex® RIS

3x Sample Buffer (FHA{IZ Appendix ZZ M L TL 723 )

K

95°Co e —F 7wy 7 XiTV+—KX—s3R&

SDS-PAGE 7 v

DTER~Y—1—

CBB 0

A k3L (SDS-PAGE HBH Y 7LFAEHS S CBBICLB2EEFE T)
1. AFRBORIGRICEROKEMALE T,

B ARG OEIRE D R 720 RIGTHK Z #2971 Sample Buffer Z AWML CMEAT 2 &, HEs
ONTEAEL 25608350 4, BEH, KR ETHRLTLLHEMLTL &N,

2. KRTHRLUZRSEIC, RIS L FE D 3x Sample buffer 21X %3

3. 95°CT 5 AL 3,

4. SDS-PAGE FNVIC3pL/V s VTDT 7574 LT, HTFE~Y—A—L LdICEBL 7,
B ARG ICHSE T 3 L, Tul/Y =it b £,

B LW TFRHEFZEDRT 285481, 1020% 27 7y P Ao lfEflzsdTo LT,

- 13 -



5. KBV T LT 1v% CBBREL, HWA V7BV VY EHEZRLE T,

B Btz o —1® DHFR @3 Nt 18 kDa fhFICHER I N E 7,

2-2. AAEEOF M
BRI NIz 2 V2 E % & PUREfrex® SOGI % « 32/01C X0 _LiF 9 & VOB o 1 0 L % 37, i@ Ol
ROGHE & FiE S (R OUBEIS) % SDS-PAGE T3 2 2 & Tl 5 1) 7x vliaYE O 3l 2 17 £ 3

HEdT3HD

B HBGHE T $ D PUREfrex® G

TR e e O B

3x Sample Buffer

K
95COE—t 7y 7 XIEV 4 —& =R
SDS-PAGE 7 /v

SfR~—7—

Zaobran (AIBEHEDOHER)

1. ARBORGHICERBOKEZMLES,

2. KEMAIERIGED»OEEE Y TY v 7 LET, > [Totall

3. 20,000xg (1.5mL F 2 — 7 24 A%} v — % — DA, # 15,000 rpm) | 4°CT 30 RO L 5,
4. BLBOLEIOEEEZY VTSI v ILET, — [Supl

5. Total, Sup D¥ ¥ 7L % SDS-PAGE CRHT L £ 7,

2-3. YANL7 4 FEEFEK O

B L7z 2 v o2 8%, JERITEM T O SDS-PAGE TN 2% 2 & TY AL 7 4 FEEAK O 5 % 170
T3, VAT 4 FREEEEL T2 2 v X2 EDGE, IFETTHRMA T, EITRMF & 13 R 2 AE I
VIPHERINE T, E TADT A TEIICE EE o) NV FBRRATIC RS20 TE5HLDH Y
FF VAT 4 FREADBIEL WY 2T A4 VEREB TR I T 5 2 L OREGRIE, &Y O W HEHIE 7=
ETCiTwEd,

BAET3HD

ARSI T % D PUREfrex®SGHR
3x Sample Buffer (FEBIT : BICHIZMA CTWie\d D)

- 14 -



K
95°CO e —F7my /7 XIE T +—X =R
SDS-PAGE % v

NTE~—H—

ZAaban (P27 4 FREATEORES

1. ARBOREKICEROKEMA £T.

2. KTHERLZRIGHKIC, RIGHK & SR 3x Sample Buffer GRTAIZMA TwARWVH D) %
A 95°CT 5 rREMEAL £ 3,

3. SDS-PAGE ZfT\>, AREYD Y P2 L T,

- 15 -



3. AhnA o5

AR LI R v N TEBRRET 2560, Y AVT 4 FiEADBRABELRGE X 2 F Yy Xny 9y AL
4 PSSR % (T 2 RINF % PUREfrex®ICHML TAKT 22 2 BT LT, [ZOfhoREEsl e
THX DI L] 31 ~—=) OBET 2 WnlEHE S SR E v,

- 16 -



PUREfrex®%Z B W 7-& Bkl

TROHA FTH, RRAGEZ VY AZEZAR L ZRPIENZToTVRETOT, ZHICLTLZE 0,

https://www.genefrontier.com/cases/purefrex/

7z, TRV A 2o, BHAENNDER R ETHR LR AX—%2 Xy vy —-FTEET,

https://www.genefrontier.com/downloads/purefrex-poster/

1. DHFR O & X

DHFR (K¥ v FofGtEa vy ba—) iIc2WT, PCR %728 DNA OFf#, X O PUREfrex® % i \»
e 2 v R EEGRDITE LR EZR LT, PCR T 2855 DNA FEE* v ME, fix —h — DT
HIED Y A, 7272 L, PCREEEIZ, HIERF O IEMEMEA S CESE 2L T2 3w,

HELE-bHD

DHFR i#{5 ¥ DNA (DHFR @ ORF % & DNA)

72 A ~— (DHFR-F, DHFR-R3, T7PRO-SD Primer)
K

PCR A% (KOD-Plus-Neo (TOYOBO) 7z &)
Y—<PA 77—

PCR EYIFEH + v + (NucleoSpin® Gel and PCR Clean-up (MACHEREY-NAGEL) 7 &)
6x THBE—ATVHY v TNy 77—

THu =27 (1%)

UVINA A= v —

PUREfiex® 2.0

XZLT—¥7 Y —DK

t—bt7my 7 NEFT =2 =2 37°CHLV95C)
3x Sample Buffer (SDS-PAGE Fi)

SDS-PAGE 7 v (10-20%)

¥R~ —1—

CBB J: 138
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https://www.genefrontier.com/cases/purefrex/
https://www.genefrontier.com/downloads/purefrex-poster/

DNAB LU T F4<7—DES

DHFR &E&F

ATGATCAGTCTGATTGCGGCGTTAGCGGTAGATCGCGTTATCGGCATGGAAAACGCCATGCCGTGGAACCTGCCTGC

CGATCTCGCCTGGTTTAAACGCAACACCTTAAATAAACCCGTGATTATGGGCCGCCATACCTGGGAATCAATCGGTC

GTCCGTTGCCAGGACGCAAAAATATTATCCTCAGCAGTCAACCGGGTACGGACGATCGCGTAACGTGGGTGAAGTCG

GTGGATGAAGCCATCGCGGCGTGTGGTGACGTACCAGAAATCATGGTGATTGGCGGCGGTCGCGTTTATGAACAGTT

CTTGCCAAAAGCGCAAAAACTGTATCTGACGCATATCGACGCAGAAGTGGAAGGCGACACCCATTTCCCGGATTACG

AGCCGGATGACTGGGAATCGGTATTCAGCGAATTCCACGATGCTGATGCGCAGAACTCTCACAGCTATTGCTTTGAG

ATTCTGGAGCGGCGGTAA

T4 ~—

FOR Primer (DHFR-F)

AAGGAGATATACCAATGATCAGTCTGATTG

REV Primer (DHFR-R3)

GGATTAGTTATTCATTACCGCCGCTCCAGAAT

T7PRO-SD Primer

GAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAG

ATATACCA

PCRIZ & 2% DNA DER A&

1.
2.

3.

DHFRELF DNA BL U774 ~v—%. ZTHhEZN 1 ng/uL. 2 pM K THERL 7,
BEREZRL PCREE 2 ZR CRIRL 7z,
AFo & i PCR RIS ZFBL 72,

7K 3.5uL
10x buffer 1 uL
2 mM dNTPs 1 uL
25 mM MgSO4 0.6 uL
2 uM Primer (DHFR-F) 1.5 uL
2 uM Primer (DHFR-R3) 1.5 uL
DMSO 0.2 uL
Enzyme (KOD Plus Neo) 0.2 uL
1 ng/uL DHFR i&{n T 0.5 uL
Total 10 uL

- 18 -



4. DUTORHETPCRRIGR2To%,. (1 KEH)

94°C 2 min.

94°C 15 sec.

58°C 30 sec. x 30 cycles
68°C 1 min.

68°C 2 min.

10°C

5. PCRIIGIE (1pL) Z 1% T7Hu—X75 M CEBRKE L. WEEY ZHEEL 7=,

6. PCREYHEH* Y I (NucleoSpin® Gel and PCR Clean-up (MACHEREY-NAGEL) ) %ZF\»T PCR
EYERERL 72, 774500 0EHIZ 20 pL DK TIT o7,

7. 6. THEHIL 7= PCREY (PCR-1Product) %2/KT 50 fEHFERL 7=,
8. UTDX5IiC PCRIGIEZTHRIL 7=,

7K 3.5uL
10x buffer 1 uL
2 mM dNTPs 1 uL
25 mM MgSO, 0.6 uL
2 uM Primer (T7PRO-SD) 1.5 uL
2 uM Primer (DHFR-R3) 1.5 uL
DMSO 0.2 uL
Enzyme (KOD Plus Neo) 0.2 uL
50 f5# B L 7= PCR-1 Product 0.5 uL
Total 10 uL

9. 1BEBLRAKOEHETPCR KGR To%, QEER)
10. PCR R (1pL) % 1% 7 A — XA CTESRKEI L., MIBEY 2L -,

11. PCR EYHESL* v b (NucleoSpin® Gel and PCR Clean-up (MACHEREY-NAGEL) ) ZH\T
PCR EY)ZREH L 7=, 7 L1505 DEHIZ 20 uL DK T2 72,

12. 260 nm OWEZHE L < DNABEZFE L, 20 ng/uL ICHEL 72,
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PCRIC X 2% DNA DERER

1000 bp .

500 bp

X 6. PUREfirex® TS % DHFR & H D&% DNA D /ESL

PUREfrexX®ZFAWI 2 VY XU BERELEREMDRER

1. Solution I ZZER T 1 43I LR TEREICHEEL 72,

2. Solution II & Solution INI % 5K b CREf#R L 7z,

3. BIfEL 7z Solution, HFBX I ZRATF v 7 R TCH—IC Lz, BOLLTHABRYE F2— 7T
ICED T,

4. UTOXSCREREFEL 7=,

(+) DNA (-) DNA

XZ7LT—¥7 ) —DK 3uL 3.5uL
Solution I 5uL 5uL
Solution II 0.5 uL 0.5 uL
Solution III 1 pL 1 uL
DHFR DNA (20 ng/uL) 0.5 uL 0 uL
Total 10 uL 10 uL

5. 37°COe—F7uy 7 Ta~6 KRG E T, 2V 08 %2EHB LT,

6. ERKISHIC 10 pL DK & 10 pL D 3x Sample Buffer %l % 7=,

7. 95°CT 5 oEImmEL 7z,
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8. 10-20%D75Y v rrnic, 3uL (ARG 1uL4) 27774 L CHKEIL 72,

9. WKEIE. Y% CBB CREL, BREVMEHEREL .

DHFR D& BB R

kDa
100

1
-
-. .
75 |-
50 (W
S

37

25 [ —
20 |ww
~ |- DHFR

15 e - —

s

10

DHFRDNA — +

[ 7. PUREfiex®% Fi\>7- DHFR D& AR

=21 -



2.His 2 /@& 2/ o8nEE (DHFR-6xHis)

PUREfrex® KGN D 2 v 7 EHEBRICEEG T2 2 v X 7F 3 HisZ 72 MEnTcwinnizd,
Hiyz v o7 8% His 2 A2 v 2B ELTAEBRLINIT 74 =7 s BIECHES 2L
TE¥ ¥ T, UTIC, CRIICHIs 2 7%@A&L7ZDHFR AW L. Ni 774 =7 4 BilEcRE® L
iRz RLE T,

BHELEbHD

PUREfrex® 2.0

#7% DNA (DHFR-6xHis DNA)

X7VLT—=E7 Y =Dk

E—b 7y s E Y+ =KX= R 37CH LUV 95°C)
Ni-Sepharose 6 FF (Cytiva)

Binding Buffer: 50 mM Tris-HCI pH 8, 500 mM NaCl, 20 mM imidazole, 20 mM Mg(OAc)
Wash Buffer: 50 mM Tris-HCI pH 8, 500 mM NaCl, 20 mM imidazole
Elution Buffer: 50 mM Tris-HCI pH 8, 500 mM NaCl, 100 mM imidazole
R e e O B

3x Sample Buffer (SDS-PAGE )

SDS-PAGE %7 v (10-20%)

R~ -

CBB (0

PUREfrex® 2.0 #FAWT=-2 Y NV BARKREEREMDRER

1. T[1L.DHFR O&R] (0~=—Y) LEKRCAERKIGEOFAR (KISHEE : 25uL) %21To 7,

2. 37°CT4KRERICE €72,

3. ARKIE?»S 5pL 2K EH -7, (— Syn)

4. BYOERKIGI (20 pL) i 80 pL @ Binding Buffer Z M2 CTHEIL 7=,

B Mg AAVYZEEERCAY 77— THERLESE, VRV — ABRLELL T, HHRESIC) K — 4

ZUNTEBRALTEE T, AEY KT 28 Mg A+ v 288Ny 7 7 — CABRIGIR & %
MLTL R,

5. #HFWL KIS IC, Binding Buffer TFH#{L L 7z 10 uL ® Ni-Sepharose 6 FF 2% L, 4°CT 1 K§fH

AV Fa—=} L7z,

=22 -



B PUREfrex® AR L 7z His 2 ZR&E X VX7 81d, Ni 77 4 =7 4 BEICHA LIC Wl H 5 729,
%o OBIEZ AL T 2T v,
6. JERER (SHEE) BOLL. BiE2BE < EFEZENLZ, (= FT)
7. #fE%. 50 uL @ Binding Buffer T2 H¥#H L=, (— W1, W2)
8. #MfE%. 50 uL ® Wash Buffer T3 H¥E#HEL7~, (— W3, W4, W5)
9. HifEIC. 50 pL D Elution Buffer %1 2 T DHFR-6xHis ZAH L 7=, (= El1. E2. E3)

10. 10-20%D 7 7Y v b7 VZHWT,. SDS-PAGE ZfTo 7z,
(Syn/FT/W1/W2 : ARURIGHE 1 pL 4y W3-5/E1-3 : SBRIGIE 4 pL D Z KB L 72, )

11. JkEfR. 7 V% CBB THRE L., SREYEZHEEL 2,

& L 7- DHFR-6xHis D& R

kDa
75

50

- e— - EF-Tu
37

25
20

2 By
L)

- - DHFR-6xHis
15 -

10

FT
E2
E3

W1
W2
W3
w4
W5

E1

Syn

Reaction
Volume (pL) 1 4

8. PUREfrex® CH& X L 72 DHFR-6xHis O fij 5} 8
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3. FluoroTect™ GreenLys #FHW-EREYH DS (DHFR)

HRLEY) % SDS-PAGE TR 3 % 771k & LCid, i L 72 CBB IC X 2 DI IC TRED L 5 ATk S Y %
ER
- CBB Oftb V ICH# N EHITTr AR LA L, 2V NI HEDOANY FEENA A=Y v —CTHHT 2,
cHI 2 v BT 2k 2 22 v T ay 74 v TS S,
(FLAG 2 7% His 2 7 2L CTER L, 2 73 25k %2 5 2 & b Afhe
*BS TIEMINAZ AT A=V ERRML TER L., BEHMER S Wy Feiti$ 5,
* FluoroTect™ Greenwys IS L THK L. HAER I /-y P EBRET 5,

BUTFIC, FluoroTect™ Greenwys Z {#ifH L 7= &l 2R~ L £ 97,

FluoroTect™ Greenwys (Promega) (. &3 2 X v X7 B0 ) ¥ VIRHOEAIC, 4 EK (BODIPY®) X7z
VYV RBAT S L ARERIAEE T, SDS-PAGE &, #Ht 4 X — ¥ ¥ — CHOAFESR S iz~ v P2l T2
ZeT, fEfEICHNX vV EOAREHERT 2 LB TET T,

AELEbD

DHFRDNA (A% v MCiiftdnzzftt=ay e —n1)
PUREfrex® 2.0

XILT—€7Y—DK

37°Coe =+ 7my 2 XIFY + =K =3

FluoroTect™ Greenuys in vitro Translation Labeling System (Promega)
1 mg/mL RNase A

SDS-PAGE 7 v (10-20%)

3x Sample Buffer

nrEv——

HATNA A= % —

Oriole™#: ¢ j% (Bio-Rad)

FluoroTect™ Greenyys # iR L 7= & K

1. [L.DHFR O&RE] (Q0~=—Y) LERCABRRIGEROAMEIT o7, ZOKE 10 uL DRI S 7=
D 0.5 uL D FluoroTect™ Greenvy % BRZBZICHIM L 7=,

2. 37°CT1RRIRIGE ¥,

3. RJIGHIC, 1pL @ 1 mg/mL RNase A Z1 2, 37°CT& b 15 HRRIG S &7,

B RGP FluoroTect™ Greenwys 7 70 f#E L ¥ 97,
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4. RISHICZHEE DKL 3x Sample buffer % fill 2 T 95°CT 5 SEMEL 72,

5. SDS-PAGE Z'MiZ 3uL (BRI 1pL43) $27 774 LCHkEIL 7,

6. WKENMER, FAETAMRICANEZT E, HAET VA A —T ¥ — T, BEERI N DHFR X VX2 D
NV FEERL 7=,

7. BNV FORERERE. V% Oricle™BE L, RIGBRAOEX v X7 Bi2HERL 72,

FluoroTect™ Green,ys RN L 7-ARERE

A. FluoroTect B. Oriole
kDa kDa ;
75 |« 75 .: :
——
2 - 25 e 5 B
- " ==l DHFR
==
- =
; ,
DHFR DNA — + — 4+

9. FluoroTect™ Greenwys % Zill L CT& R L 72 DHFR

A. FluoroTect™ Greenwys D0 (BODIPY®HISRE) ZMH L 7- 4k 5
B. Oriole™ TGN DX v X7 8 % Gt L /- 5 R
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4. F Yy ROV ERMLEAR (W77 —+F)

AT 22 ANTEIC Lo TR BHEZEDOIEL W AEEZRIC ) Ty e v 2 LB T 35808H 0 7,
PUREfiex® 2.0 ICIZ, B F¥ ¥ B vy REEN TV ER A, LEREEICIE, DnaK Mix (#PF003-0.5) < GroE Mix
(#PF004-0.5) Z M L TAML TR IV, Z DD 53T ¥ <m Y ZRM L TEKT 5 Z & b A[EETT . Dnak
Mix X, KIGE D Hsp70 Td % DnaK &, DnaK DOff) % % B)jiF 2 Dnal, GrpE ZEA L 72K TT . 7z, GroE
Mix (¥, KHBGE D Hsp60 TH % GroEL & i &% v X7 TdH % GroES DIRAAEKR TS, Z v N7 HITX > T,

WY T ru ViR Aa)ET0C, SR E2IToTL Xy,

AT ic, DnaK Mix 235N L 72 &8l 2R L £ 5,
Ny 727 —FiE, BELLPICRELLT VR VN 2EHTT, ERIC, PUREfrex® THLT 5 BRIC DnaK Mix
EHML CEHER L 2560 03 EEDE < 72 D . DnaK Mix DFMAIR B R I N E LT,

HELE-bOD

##7 DNA (Luciferase DNA)

PUREfrex® 2.0

DnaK Mix (#PF003-0.5)
X7LT—¥7Y—DK
30°Coe— 7y 7 XITY +— KX —3K
Luciferase Assay System (Promega)

NI A—=R—

DnaK Mix Z 5 L 7= Luciferase D& & iE 4R

1. UTokSc&RRKEGHZARLL 72, WEIZLT (uL)

Sample no. 1 2
XILT =7 ) —DK 3 2.5
Solution I 5 5
Solution II 0.5 0.5
Solution III 1 1
DnaK Mix 0 0.5
Luciferase DNA (40 ng/uL) 0.5 0.5
Total 10 10

2. 30°COe—bt7uy 7 CaREIRIGE R T, 2V 78 2E6R LT,

3. 1pL OARKRIGHE %, KT30 fEFHRL -,
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4. 1pL OFRL=KIHEZ 20 )L DA 2 ) T v e A BRICHFMLTHEAT v 7 ATRE L T2,

5. NI A—X—THELEHAEL =,

DnaK Mix KL -6 ER

. -
g 10-
2 i
i =
£ 3 A
%w%
$8% 1
PR
£%% sl
g2 °
7}
g 1
&
g ]
0-
DnaK Mix — +

X 10. DnaK Mix OFRINENE
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7N a—F4vY

R TF47avybra—1Ld DHFRAESR I A WL

- PUREfiex®D RIGIRIE. RIGF =2 — 7% EHEMETE 52—+ 78y 7 NIV 4+ — K —"NZATRIGZHTL
3w, [AMHOERME GEERERISERY) CRIGT 2 L. RICKRDRED FRICKHIA 250, ARED
K< 5,

- ¥y b OB DBRIEL T LAREERH D 3, RiEZF <01, ¥y ML#EY) RIEE CRE L TL
I, ¥ ¥ FOBKRE/NITICLTRET A2 E LT, BHERAEORVIEL 2T 377 08I TL
X,

DHFR &R I N 2D, BHOR Y NI/BHLRERI MG L

BEDNAICRERLELERIFSEATULEL

. PUREﬁ’ex®VC“{§ﬁHT5%@ DNA ICIZ. T7 70 E—X —, URY — LEESEA (SDEH]) . Btz F
S I!ftg_ﬂ:: F‘\/i)s‘/\\%"ej‘o

RIGE~D DNAFRMEHL»Z W, HH0IELEL
« 723 K PCREYICEAD 53, DNA X, 1kbp H720 0.5~3 ng/uL IC72 2 X ITHFML TL 77 &

Vo BWIMERL WHHD XV ANV HEORKBEBBTHR2563H 0 £7,

- PUREfirex® UG ICENINS % DNA (X, 53 FE(ENMRE)DBEREL ko T b 70, FlZE, RIGHICH
3% DNA 237 7 2 I F(BERIRDNA)T, ZDRE 2 6kbp D, EFED ORF DR S IcBfRA <.
(0.5~3)x6=3~18ng/uL & & h 7,

B3 DNA OREAEFBEYITIEE W

[1. #7% DNA OfE#L] (5 =—) G I N TV 3, DNA DR OHEHZHERL T X0,

B8R DNADEIICEKR SIS NICS WERIAIPEEThTWS

[$57% DNA OBECHNICBI S 2 HEER] (9 2 —) KRHRMIN T2 X5 BB E LN TRV o HERR
LT 7T,
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BHRLEEYRIBHFRBELLTVLS

FFAROERTMLTAERT S

* PUREfiex®IC 3 Fo v _Ru vBREENTwIE LA, 20D, BFL ¥ 0 VERFMLTEKT 5 & W]
BT 225D T, ZDKE, PUREfrex®2.0 X U . & ED D70\ PUREfrex® 1.0 % W THRK L

EHBRCERBR/ONDE LDV T, [ZOMmOBHHEE & ZFEXDOTTE] Bl *—2)b TEE
Ty

BMRORAE—FZTIFTAEKRT 3

RIS, FHAGEEIICENRT 7 = AT 4 VvV 7 OBEILEWIEE RS W20, SGBIRE % 37°CHh 5 30°C
25°CIC T CRIEREE 2 32 &, BWEYONEEOBE GBI KT 254682350 £3, 2D, &K
BV B0 EToC, AEEX v ERERISEBONBEEERETL T EEny,

BRLERYNRIEBOFEEPE W
B LI N TEBPEREAL L T WA AREEDS D D T DT, AAERREEL T A X v,

cEM RS L ERET (HBERECEEA A v AR Y) ARV AWV 2B Y £, PUREfrex® I3 IR

TH 270, WG - HFSISICBERO VRS F AR L IZEEN T E LA IEEICLERRTFZR/ML TL 7R
Ty,

VAT 4 FEEAERIELLIERT 3 HLERD 3 IGEI1CIE. 2O ZIEE ST 2 0% (DsbC Set ¥ 7213 PDI
Set) B L2, T2, X VM ARG 203 L T 28613, PUREfrex® 2.1 53370 L 3,
[ Z Ofth OB EELE, & SHEXDFE] 31 =—Y) b TELE X0,

SDS-PAGE O, RIERICH Y TNy 77—%2F5MT3LAE5T 3

* PUREfrex® G 1T, FIRAHRIREE 23\ 7280 | ROCHRICTERE SDS 2 &0 v 7Ny 7 7 — %30 L TS
TH2LABT2HA0H Y T, AEEZET 27201013, ABEBO KIS ZEZB EOKTHRL 2kic, ¥
YINNy T 7= HML T T, AEBEE I WSS, KOORE 37°CkhE) TRO (1 R
FEEE) OB % T > TL X W0,

- 29 .



Appendix

DHFR DNA o i 51 1& R

TROVA b, TFAMINBAHcAZNET,

https://www.genefrontier.com/solutions/dhfr_dna/

SDS-PAGE H# > 7Ny 7 7 —DEMK

3x ¥y Iy 77— (10mL %))

1M Tris-HCI (pH6.8) 1.5mL
Glycerol 3mL
SDS 06¢g
2-Mercaptoethanol 0.6 mL
Bromophenol Blue i

(H;0 T10mL I A 2T v 7)
i X 18 R
PUREfiex® & PURE system % H\ 725X 3 CEIC N E T,

https://www.genefrontier.com/publications/purefrex/
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https://www.genefrontier.com/solutions/dhfr_dna/
https://www.genefrontier.com/publications/purefrex/

ZoHOBERMR L TEXDHIE

BREB LI IEXCET 2 BRI WAbEE, 2 RE

cNAFEHEETTCBEYLAELET,

RYNIVEERRIGR
2y EOERAARICAEDbE TERNLZF I 0

PR A v — F & T 72w, SEiEmrse A
PUREfrex® 1.0 PF001-0.25
PF001-2ML
PF001-10ML
PF001-50ML
HRCEER
PUREfiex® 2.0 PF201-0.25
PF201-2ML
PF201-10ML
PF201-50ML
AREEFICLOD, YALTZ 4 FEGHKE
PUREfiex® 2.1 PF213-0.25
PF213-2ML
PF213-10ML
PF213-50ML

1 kit (250 pL )G H)

1 kit 2 mL SIGH)

1 kit (5x 2 mL JJGH)
1 kit (25x 2 mL &)

1 kit (250 pL )G H)

1 kit (2 mL )G )

1 kit (5x 2 mL JJIGH)
1 kit (25x 2 mL &)

1 kit (250 pL )G H)

1 kit (2 mL )G )

1 kit (5x 2 mL JKJEH)
1 kit (25x 2 mL IGH)

15,000 [
105,000 [
440,000 [

1,950,000 [

24,000 [1
160,000 [
700,000 [

3,000,000 [

24,000 [1
160,000 [
700,000 [

3,000,000 [
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https://www.cosmobio.co.jp/

gy EERABRMA

BHERG. DEDRT v TICHDbETEENLEE v

[EI¢E 33 725 SN RS Bl L

DnaK Mix

GroE Mix

VANT 4 FREETER & et
DsbC Set

PDI Set

7'a Y v 3 R D DX v oS BEERKIC

EF-P

PF003-0.5
PF003-10ML
PF003-50ML
PF004-0.5
PF004-10ML
PF004-50ML

PF005-0.5
PF005-10ML
PF005-50ML
PF006-0.5
PF006-10ML
PF006-50ML

PFS052-0.5
PFS052-10ML
PFS052-50ML

1 kit (500 L )G H)

1 kit (5x 2 mL JJIGH)
1 kit (25x 2 mL &)
1 kit (500 pL G H)

1 kit (5x 2 mL JJIGH)
1 kit (25x 2 mL &)

1 kit (500 uL JIGH)

1 kit (5x 2 mL JJIGH)
1 kit (25x 2 mL &)
1 kit (500 uL JIGH)

1 kit (5x 2 mL JJIGH)
1 kit (25x 2 mL &)

1 kit (500 uL JIGH)
1 kit (5x 2 mL JJIGH)
1 kit (25x 2 mL &)

18,000
290,000
1,250,000
18,000
290,000
1,250,000 4

10,000 F
160,000 ]
700,000

10,000 F
160,000 ]
700,000

5,000 M
80,000
350,000
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ERIVWEDLE

PUREfiex®ICB3 2 ZHEMIZ. 2H6D7 4 —2 L) BEDLE L LI W,

https://www.genefrontier.com/contact/purefrex/

=705« 7 Bt

)
0 T277-0005
0 THTH 2731 >0 — 7 45
TEL: 04-7137-6301 FAX : 04-7132-7530
GeneFrontier URL: www.genefrontier.com
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