BHRY N\ BEEREES Y (PSS4050)
FEREAFE £ v M (TLS4050)
Jaka—J

Nov, 2018 / V2.0
AREO—ME e WS 2 L 220 ET

1 2016- © NUProtein®{k:X. 24t



FLCHIC

HEHID 2 X AR v R WX o EERRIL, EE RS OER. 25
D 3 BN BREE SN TWET, FEERIEE y ho TRIHIIZEE L TiE, [FIER] gz 2%
T,

ISRHE DNA 5 mRNA ENER Protein
IR I% ™ NN C\\\/ g::> RS @L _
PCR | 5 kDa - iO kDa

Template DNA

-

Transcription Reagents Translation Reagents
37°C/3H 16°C/ 10H

MBS OERTIL, 774 ~—Z2FHFICEEL THS MERH Y £,

MR T ORI D% 7hldZ L TE Y, 2E PCR ZFEMIAL Z & T, ZhAITHEE
D& TSN Z GOREHFRMIMER TE D L9 I >TWET, 72, N K, C Kt %
S H TR ERARETT, /o, A7 a harR b W7 74 ~—U A NI AR — A —
2 ( https://nuprotein.jp/knowledge-base/ )7/> & % w7 v — RA[HE T,

N KiFS 5 DNA 1#iEN

5'UTR Translated Region 3'UTR
86 mer 75 mer
ATG ATG Stop
I T7 promoter OMEGA Tag sequence Linker ORF Tail
sequence sequence
Cap 18 mer

C RigH U5 DNA B8N

5'UTR Translated Region 3'UTR
86 mer 75 mer
ATG Stop
MEGA Tail
I T7 promoter OMEG ORF Linker Tag sequence al
sequence sequence
Cap 21 mer

ek, Afmazim LT, PCREER & LT, HEFEMKAEE KOD®-Plus-Neo, # 71 7 /31 F#k
A&t PrimeSTAR®, PrimeSTAR® Max # W=D PCR 7' v 2/ J A& /x L TCWET,
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7547 —NHKE

N Kix 2 7 855 DNA DiE &

N Kt % 788 DNA Of§ER L O/ — h v — 727 = 2 (Figure.1) L (Table. 1)

DEEHTT,

E L7 ORF ICEWEAZINT 570, I 4 ~—Di%ilE PCR 1T L0 &M

2720 £97,

( Figure.1) N XKixS T HEE DNA B85

5'UTR Translated Region 3'UTR

i 86 mer 75 mer

ATG ATG Stop

I T7 promoter sce)cla\flji(rche Tag sequence Linker ORF seq.ll-JaeiLce
18 mer

Cap

(Table.1)

Sequences / Part

Region Site Sequence 5'to 3' Tag
CCCGC GAAAT
T7 promoter TAATA CGACT CACTA TAGGG
5'UTR
OMEGA CTCAC CTATC TCTCT ACACA AAACATTTCC CTACA TACAA CTTTC AACTT
sequence CCTATT
ATG
CAT CAT CAT CAT CAT CAT 6 x His
GAC TAC AAG GAT GAC GAT GAC AAG FLAG
Tag sequence
TAT CCT TAT GAC GTG CCT GAC TAT GCC AGC CTG GGA GGA CCT HA
Translated GGC CTG AAC GAC ATC TTC GAG GCC CAG AAG ATC GAG TGG CAC GAA BAP*
Region
Linker CTC CAG CAG GGA GGT ACT ( Leu-GIn-GIn-Gly-Gly-Thr)
ORF ATG + NNNNN === ==-NNNNN
Stop codon TAA
3'UTR Tail sequence AAAAA AAAAA GAGCT CTTGG ATCCG GCCAT AAGGT TGGAT CCGGC
q CATAA GGGCC TGATC CTTCG AGGGG GGGCC

*BAP: BAP # 7" C9, EA4F L AKICITHE BirA R (A4 F U H—8), B4 F U ERLETT,
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N Rif %2 VEEHERAT 54 v —EREMR

PCR i 1st PCR, 2nd PCR @ 2 B TITH 720, BEEO I A4 ~—0npEE 0 &
9, (Figure.2)

Primer List ( His-tag ffi A ) I (Table.2) @&V T, fho> Tag ALHIL (Table.1)
EBEBIRLFORINEETE L TFIVY,

Reverse primer % (Table.1) OEHI & ABMAIZRELSNC /2 5 D THEE LT RSV,

non-Tag DA, Tag Bid & F D LD ATG %R, Linker 1ZZDF FH L TF IV,

Linker Fe4iZ, 2727 v 7 7 —BaACHIICZE AT RE T,

( Figure.2) N KiES T8 DNA PCR ¥ X—3Y
2nd-T7-NF2

o I

2nd-protein tag-NF1 ATG

—

1st-gene-specific-NF

—_

5'UTR Translated Region 3'UTR

86 mer 75 mer

ATG ATG Stop

OMEGA Tail
T7 promoter Tag sequence Linker ORF

sequence sequence

Cap 18 mer

1st-gene-specific-NR

2nd-SU-NR1

2nd-SU-NCR2

Pa—
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(Table.2)

Primer List / N-term His-tag Template DNA

1st PCR

primer type/name

primer form

primer sequence 5'to 3'

1st-gene-specific-NF

Gene specific 1st Fw primer

CCAGC AGGGA GGTAC THATG M iiAES 5' #ii 18 mer DEZFI

1st-gene-specific-NR

Gene specific 1st Rv primer

CCTTA TGGCC GGATC CAAGA GCTCT TTTTT TTTTT TA-+Stop codon
%< 3' if 18 mer DECF

2nd PCR

primer type/name

primer form

primer sequence 5'to 3'

2nd-T7-NF2

Universal 2nd Fw primer

CCCGC GAAAT TAATA CGACT CACTATAG

2nd-protein tag-NF1

2nd Fw primer-tag

CGACT CACTATAGGG CTCAC CTATC TCTCT ACACA AAACATTTCC

CTACA TACAA CTTTC AACTT CCTAT TATGC ATCAT CATCA TCATC

ATCTC CAGCA GGGAG GTACT ATG

2nd-SU-NCR2

2nd-SU-NR1

Universal 2nd Rv primer

GGCCC CCCCT CGAAG G

CCCTC GAAGG ATCAG GCCCT TATGG CCGGA TCCAA
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C Xin% 7 5% DNA D&

C K% 7 #% DNA OfEL LUK X— D —27 = R %, (Figure.3) BXL O
(Table.3) ® &0 T,

N K% 7 L REffIC, FE L= ORF ICEWEY 2T 5720, T4 ~—0ikit L
PCR 1% £ 0 MR £97,

( Figure.3) C KRinSHTET DNA 5N

5'UTR Translated Region L 3UR
E 86 mer E E 75 mer E
I ’ ’ I
i ATG Stop i
OMEGA Tag
Linker
sequence sequence
Cap 21 mer
( Table.3)
Sequences / Part
Region Sequence 5'to 3’ Tag
CCCGC GAAAT
TAATA CGACT CACTA TAGGG
5'UTR
OMEGA CTCAC CTATC TCTCT ACACA AAACA TTTCC CTACATACAACTTTC
sequence AACTT CCTATT

ATG + NNNNN === ==-NNNNN

GGT CTC CAG CAG GGA GGT ACT ( Gly-Leu-GIn-Gln-Gly-Gly-Thr )

CAT CAT CAT CAT CAT CAT 6 x His

GAC TAC AAG GAT GAC GAT GAC AAG FLAG

TAT CCT TAT GAC GTG CCT GAC TAT GCC AGC CTG GGA GGA CCT HA

Tag sequence

GGC CTG AAC GACATC TTC GAG GCC CAG AAG ATC GAG TGG CAC
BAP*
GAA

Stop codon

TAA, TAG, TGA

AAAAA AAAAA GAGCT CTTGG ATCCG GCCAT AAGGT TGGAT CCGGC

CATAA GGGCC TGATC CTTCG AGGGG GGGCC

*BAP: BAP % 7' ¢4, B4 F Abicidbig BirA§gE (B4 F U H—E8), B4 F U ERNE T,
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C X2 VB #HEMAT 54 v — e EME

PCR & 1st PCR, 2nd PCR @ 2 EETITH 72, EEMED T T A4 ~—BLE L0 %
9, (Figure. 4)

Primer List (His-tag ff A ) I (Table.d) ® LBV T > Tag EHL (Table.3)
HBEITRLFORSNEZZEL LTS TEIN,

Reverse primer |3 (Table.3) OEFI & FMIRESNIC/ D5 D THELTHRFIW,

non-Tag O%A . Tag Bl¥|ZFRE, Linker 132D FE FFEL TR IV,

Linker Fc#iX, #4727 07 7 — B AN A F R[RE T,

(Figure.d) C RIHYJEEE DNA PCR « X—3

2nd-T7-CF

.l -

1st-gene-specific-CF
-
5'UTR Translated Region 3'UTR
86 mer 75 mer
ATG Stop
I OMEGA Tail
T7 promoter ORF Linker Tag sequence
sequence sequence
Cap 21 mer

1st-gene-specific-CR

2nd-protein tag-CR1

2nd-SU-NCR2

«—
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(Table.4)

Primer List / C-term His-tag Template DNA

1st PCR

primer type/name

primer form

primer sequence 5'to 3'

1st-gene-specific-CF

Gene specific 1st Fw primer

CACAA AACAT TTCCC TACAT ACAAC TTTCA ACTTC CTATT+ATG H
SIRED 5' i 18 mer DEZF

1st-gene-specific-CR

Gene specific 1st Rv primer

AGTAC CTCCC TGCTG GAGAC C+Stop codon Zf&< 3' i 18 mer
DEF

2nd PCR

primer type/name

primer form

primer sequence 5'to 3'

2nd-T7-CF

Universal 2nd Fw primer

CCCGC GAAAT TAATA CGACT CACTA TAGGG CTCAC CTATC TCTCT

ACACA AAACATTTCC

2nd-SU-NCR2

Universal 2nd Rv primer

GGCCC CCCCT CGAAG G

2nd-protein tag-CR1

2nd Rv primer-tag

CCCTC GAAGG ATCAG GCCCT TATGG CCGGA TCCAA GAGCT CTTTT

TTTTT TTTAA TGATG ATGAT GATGA TGAGT ACCTC CCTGC TGG
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1st PCR, 2™ PCR Product ®#&H

1st PCR, 2nd PCR O BPE D T 1% (C PCR EEMZ LA T O Y g8 L T 7230y,

1. DNA WA RIS U7 EED TAE 7 a— 2 AL ER L. BEXIKEEICE ~ b
T %,

2. PCR Product ZARMERDIKET, FIH1.OF M 3ul DY T Lzn— T 5,

3. EBRIKENE T, DO V%, Ethidium Bromide T 30 70429 5,

4. PTUALANIF—H =28 Y DNA OUIEHIETTS.

[N K # 7 PCR Product Ofifeza 3]

N-terminal template 1
1st and 2nd PCR products

2nd PCR product 1st PCR product

Exposure time : 1/8 sec

Applied : 5 pl

1.5% TAE agarose gel

Quick-Load 1 kb DNA Ladder (BioLabs) : 5 ul
Ethidium bromide staining: 30 min

PCR Product OHERDFE R, REAE DR I N LG5 1T OO-QODNEIZ T2 LE T,
@ PCR 7u 27 LD
© USROG
® PCR 77 A ~— Dk

9 2016- © NUProtein®k=2 4t



1st PCR

1Y TGO O T a7 T Al FOT—7 R LET,

RO T 7T AL, WERER CEBELEAE T LI ELHERL T,

1st PCR Us#& T2, 7 v — A7 )VESKKE 2 W T 1st PCR #EY) (3 pl) ZfiEid L T
<TZEW,

2B, Fic7 v 2 J L 1st-gene-specific-F, 1st-gene-specific-R (ZZ 1 F4, N Kig 4 7
R B DA . 1ste-gene-specific-NF, 1st-gene-specifc-NR # 7~ L., C K~ 7 HinE i
W D4 1st-gene-specific-CF, 1st-gene-specific-CR #7~x L 77,

KOD-Plus-Neo FIFEED# E PCR A4S 5 A

KOD-Plus-Neo ver. PCR program
Reagents Temp. Time Cycle

10 X PCR buffer 5ul 94°C 5 min 1
2 mM dNTPs 5l 98°C 10 sec —|
25 mM MgSOq4 3ul 55°C 30 sec 30
10 pM 1st-gene-specific-F 1u 68°C 3 min (1 min/kb) J
10 pM 1st-gene-specific-R 1p 72°C 2 min 1
Plasmid 1ng 20°C -
KOD 1l
Sterile water Xu
Total 50 pl

PrimeSTAR FIFAE D E PCR A5 5 A

PrimeSTAR ver. PCR program
Reagents Temp. Time Cycle

5 X PrimeSTAR buffer 10 94°C 5 min 1
2.5 mM dNTPs 4 pl 98°C 10 sec —|
10 uM 1st-gene-specific-F 1l 55°C 30 sec 30
10 uM 1st-gene-specific-R 1l 68°C (1 min./kb) J
Plasmid 1ng 72°C 2 min 1
Polymerase (2.5 U/ul) 0.5 ul 20°C -
Sterile water Xu
Total 50 pl
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PrimeSTAR Max F|AED#K E PCR 70455 A

PrimeSTAR Max ver.

PCR program

Reagents Temp. Time Cycle
2 X PrimeSTAR Max Premix 25 pl 94°C 5 min 1
10 pM 1st-gene-specific-F 1p 98°C 10 sec _|
10 pM 1st-gene-specific-R 1l 55°C 30 sec 30
Plasmid 1ng 72°C (5 sec./kb) J
Sterile water X pl 72°C 2 min 1
Total 50 pl 20°C -

11
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2nd PCR

1st PCR Product IZARKEH, JRERFHORETHAL T2V,

2nd PCR KIS T, 7 e —A 7 VERKENZ AW T 2nd PCR ZEY (3 ul) ZfEE L
£7,

Rk v 7T A, HEIENRREEEELAE T L MR L F9,

*1st PCR PEW)IZ@ T 1 ul W E T,

2nd PCRDk&2ND 7455 L
N K& 7, C Kim# 7 HL @ T,

PCR program (KOD or PrimeSTAR ver.) PCR program (PrimeSTAR Max ver.)
Temp. Time Cycle Temp. Time Cycle
98°C 1 min 1 98°C 1 min 1
98°C 10 sec . 98°C 10 sec ]
60°C 1 min 10 55°C 15 sec 5
68°C 3 min | 72°C Gsec/kb) |

(1 min/kb) 98°C 10 sec —|
98°C 10 sec ] 60°C 15 sec 30
60°C 15 sec 30 72°C (5 sec./kb) J
68°C 3 min J 72°C 2 min 1
(1 min/kb) 20°C
72°C 2 min 1
20°C -
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2nd PCR @ N Xim4 4 B

KOD-Plus-Neo ver.

PrimeSTAR ver.

PrimeSTAR Max ver.

Reagents
10 X PCR buffer 5l
2 mM dNTPs 5l
25 mM MgSOa4 3ul
10 pM 2nd-T7-NF2 1l
100 nM 2nd-protein tag-NF1 1l
10 pM 2nd-SU-NCR2 1l
100 nM 2nd-SU-NR1 1l
1st PCR product 1-5 pl*
KOD 1l
Sterile water Xul
Total 50 pl

Reagents
5 X PrimeSTAR buffer 10
2.5 mM dNTPs 4 pl
10 pM 2nd-T7-NF2 1l
100 nM 2nd-protein tag-NF1 1l
10 pM 2nd-SU-NCR2 1l
100 nM 2nd-SU-NR1 1l
1st PCR product 1-5 pl*
Polymerase (2.5 U/pl) 0.5 ul
Sterile water Xu
Total 50 pl

Reagents
2 X PrimeSTAR Max Premix 25 pl
10 pM 2nd-T7-NF2 1l
100 nM 2nd-protein tag-NF1 1l
10 pM 2nd-SU-NCR2 1l
100 nM 2nd-SU-NR1 1l
1st PCR product 1-5 pl*
Sterile water Xul
Total 50 pl

13
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2nd PCR @ C Xim 4 4 B

KOD-Plus-Neo ver.

PrimeSTAR ver.

PrimeSTAR Max ver.

Reagents
10 X PCR buffer 5l
2 mM dNTPs 5l
25 mM MgSOa4 3ul
10 pM 2nd-T7-CF 1pl
100 nM 2nd-protein tag-CR1 1l
10 pM 2nd-SU-NCR2 1pl
1st PCR product 1-5 pl*
KOD 1pl
Sterile water Xu
Total 50 pl
Reagents
5 X PrimeSTAR buffer 10
2.5 mM dNTPs 4 pl
10 pM 2nd-T7-CF 1pl
100 nM 2nd-protein tag-CR1 1l
10 pM 2nd-SU-NCR2 1pl
1st PCR product 1-5 pl*
Polymerase (2.5 U/pl) 0.5 ul
Sterile water Xu
Total 50 pl
Reagents
2 X PrimeSTAR Max Premix 25 ul
10 puM 2nd-T7-CF 1l
100 nM 2nd-protein tag-CR1 1l
10 pM 2nd-SU-NCR2 1l
1st PCR product 1-5 pl*
Sterile water Xul
Total 50 ul

14
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BRE R E R D RS

UTDERY | BERISEKRE 1.6ml F2—7 K EFR L9,
2nd PCR Product (%, 10x Transcription buffer & EHEIES L2WVWE I ICEELTLES
AN

Reagents (one reaction)
10 X Transcription buffer (TB) 2.5 ul
25 mM NTPs 25ul
0.1 MDTT 1.25 ul
T7 RNA Polymerase 1l
2nd PCR product 2.5 ul
RNase-free water (DEPC) 15.25
Total 25 pl

BB R IG

1. AR LB BERISER 28 < Z vy B 7 L, BERIZ DWW 2 3 & 372D 5 B
OB TR < b T D,

2. WRORRE DT, Lomb LFxy v 745,

3. 37°C O —H—NRAFE1FIA v Fa_X—F—TH 3HHI S ST E3,
 BOGKERNIAEAE 3 [, el 6 R TG S/ E 7,

BEEYDORR

1. BERISK TR, 70 =27 VEXRKEZ T 1 pl OB ED 2R L £7,

2. 1% 70 (25uD) IZXLT10ul @ 4M FiE7 =7 L& MxTEIEE, 100
ul @ 100% =% /) — /&2 Mx EERF L, H L O CERD b OBE L 72, K
T 20 oMERELE T
* PAFNIEEEE T =0 AZATT, HBRERARE, U Y —u BT o E =
U LAETHER IS AS, mRNA BDRIELY R EBRERTCEEEADTIER
<TEEW,

3. =mOBE (15,000 rpm. 20 47, 4°C) L,
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4. BEZEXy b THRER, £ EEOEZ HOEREE LT D, FE Lz ey
N CTHRET D, ZOK, F o7 OmBSIEEICAN WK D IER L E T,

5. WENHIRETL2FCHELET, FTa—T0HELZHIT TR D, Ry, B, 21
PRALBNWE DICHEE LT EEN,
AT RS TN

6. 1Y% 7 (25 ul OEEISHE) 1ZxF LT 80 ul @ RNase free /K (DEPC 7k) %N
Z. mRNA XV > N&{EiELE£9,
Fo 7 TUhREAE I<EBBEL., Zhx mRNABKE LET,
* F 2 — 7 BEMEIZ mRNA BHEGR LIZS WIREETHAE L TV AL ERH H D THEE

BB EY DR

1.  #EEHMRNA) DR
KT %, BAIKENC L5 mRNA OEREZITVE T,

Transcription product

kb

3.0 =—
20 —
1.5 —
1.0 —

*  Exposuretime: 1/15 sec

+ Applied: 1yl

* 1.5% TAE agarose gel

+  Quick-Load 1 kb DNA Ladder (BioLabs): 3 pl
* Ethidium bromide staining : 20 min

2. HREEORERNE
WREERE 24T 5 B a3 FIRRAY o 7 LTINS 7 = — v 7 m L DR OK
WEATOETS,
LEBRE B O mRNA o BRI R, 25ue BLET,

HBH)Z R 7 EIZ K> TE, BBERGS TREIC mRNA BER SN Z ENHY
T3, mRNA N K&E4Oug UL RICHERS It S v n & W& v 3 7 I ENR
BRI BT 2R VRTENB LN WEEPRRAE LTV T2 0860
7

I CREAZREAE, WEORFIRK 110ul 4. mRNA ERE LT
25~40ug/80ul, #FF L < 1% 30~35ug/80ul F2E 2%, L < 72X,

AT R A v —EDRE mRNA # W OSRE L, BlziE. S FEA LY

FEBDOZ LRI BEOIFEHOEE . mRNA O FEOHEZFNFNABE LT
4 mRNA 1T 30~35ug/80ul 2 |ZFHRITE S & ZERDINEN M ELFE T,

16 2016- © NUProtein®=2 4t



#HER

2 E N OB

WD LB FRKSEE 1.5ml £721X PCR F 2 —7H A LET,

FHRREEHLAR DN, mRNA DA ORI A JEICHHE L, FiIRICE LT 5, mRNA BRIZ
Mz, WEETROVDEIITE LR BT LET,

mRNA O Z 42 L TW AR WS FHEREUSIE~RINT 2 mRNA © B2, 15K
JETER S 415 mRNA % 1 BIEREOSARICESIN L £ 9,

Reagents
Wheat germ extract 10 ul
Amino acid mix 20 pl
MRNA 80 ul
Total 110 pl

Wheat germ extract Z 110ul SSIEIZH LT 10ul LY %<, BlziX 20ul &35 &
2R BEINEMEFLETOTIER TS,

MIkIs  GEGIR)
1. 16°C DA U ¥ 2= —~ AR —K (10 FLLE) UGS EET,

2. Yo NER AT TRIBECD y R Fa—72EIL L, =008 (15,000
rpm, 1043, 4°C) L7-t%%&. LiEA-80CIZTHRAFL £,

A=)V T > FNTDONT
A7 b a— Tk, FIER 1 JEIE 110ul TR, A7 —/L 7 v TR AHETT,
OIS RDOLERIZZOEEFHMIETIEI 0,
B RIS 110ul & 220ul IZ A — LT v T AEA ORI
Wheat germ extract 10ul =» 20ul
Amino acid mix 20ul = 40ul
mRNA 80ul = 160ul
BB AT—LT v 7T 5L BZ X7 EOWENN LT 28580850 £,
Bl)  1EIRRJE 110ul T 10ug IEOHA S 1R 550ul & 975 &
HBYZ 37 DI E T0ug B & SUSR D720 OUERD M E L E
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PERRIG (&R

REEIER 2T, @EES THATET 3, SMETIZETr » 7oRMl GUEHATK)
WCBHERIK 2 AL, BTohk & L CEINO Amino acid mix & ZHH < 723, BHT/MIR
I%. 20 f5~100 fEA &R KA T,

YP—FT7 4 v —Y AT T 4 v 7L Slide-A-Lyzer™ Mini & #1Y — /L (B
0.1me, &Ny b47 35K)EHAT LA

1. 24 REA X —TL— K 17z /VIZEHIAKT 4 54 L7 Amino Acid Mix % 2ml
A, FL—brDOEELET,
* 2mlOT YRRV T Fa—TRNE Iy 7EARLETOT, 2ml Oy
N RNLVTF 2 —T THBITAHE T,

2. 7 L— NDOFITEN N v T kAR E T,

3. FAEL U 7= FHAR SUS AR 110 pt 2 2B WERDY . BT T v ZICHEPA SR E 51T
REXLLEALET,
EXy hD2EMET y v alTANEHDRK E R T, ZD%, By T OE
ZEACE T, Z o, REHNAKR (SO E & BT ME(Amino Acid Mix) Dk
A U Ly SEHER ORmE N A TR L S ity FLTLEEN,

4. 16°C DA »F aX—F—~Af—W (10 FFfiLLl ) KISSEET,

2. 24 RHFA X —T L — M 9mm BEDODNRBITE2ITV, By 7T E2EET A2 &
T, WV DOBRBWEBHAARETT A, NI IMIANEERSERIT~A 7 aFa—THo 7
n—%—%HLET,

¥ v MIIBITEICTF9ED Amino acid mix XT3 FNTHE Y THEAD T, BT
1T O BEIE. BTIE 4 KOSH BII7E Amino acid mix(8 54 : AAMX004) %
BEWKRDITEE0,

Titer plate/24 well $9-9.5 mm FLZEFNIT
Eteiipa)

IfE : 55 pl

BRAHYT
HHHFEFEF/ (hiR&e)
EQIQLQEJQ ks %

BEEHRE 2 ml
1x Amino Acid Mix

18 2016- © NUProtein®k=2 4t



2Ny EDHERR

I

77 IVNT I RTVOESKIN LY . FIEREY Z TR s LEd,

L. BERBOUSHE T #2. 8FKIC L FEROSER Z2 3 58 £ TFill up L, FonIZiit
T2,
15, 000rpm, 20min, 4°CIZ T, LiEZEINT 5,
1=2ul BREOY T NVeT 7 VLT I R VTESKIKENT 5,
Yetto FIEICIG Tt 24 5,

EFREFIEICHOWT

FIE1. T2V T, Fill up ® BWIZ, BREHY > 7L OHIKOA— 3 —1 — RELEEO
72, o, A LS TR WA B DRI LD T2 OIZATVWE T, 3fEREE TD Fill up
THIVUTISIR OFEBRE I ZHERF L COET Y, a2 CFill up 7255 813EE
LET, FROBER TR, ZOTFIEITEK L ET,

FHE2. (Z2oWT, REITIT Wheat Germ FHED K4 DML, AIEE L STV HEGY
LEAENDZLNHY ET, LETHIUT, TEBE Y 2 Buffer THARE L CHMME
EHICENLET, EENSOBRHWEINEICEMNH S & 21T, = 0EEIC LY TRtk
FAAHR L, BSOSO Ralifbic X 2885 LET,

FIE3. 22\ T, EXIKEBHY > 7 VORIL, v AKX T ay b, 1Y, CBB %
B, WInh 12ul BECTHRELET, aERAaLNORE TiE, Wheat Germ il b H
SNHE, ZEOY T Lo — RIERINER A,

TEilE. A¥F v FEAWTFLAGRE A Z X7 Ha AR L, §LFLAGRHUAZ V27— %
AT ay NCINBLE BRI LR T,

WRKY18

kDa

200
150
100

75

50
37
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4

" // NUProtein

MR 2 %7 A RASE S » b (PSS4050) 7% 5 QN EHFR R »~ | (TLS4050) XAk 78
BT

[KOD®) 72 5 NZ TKOD-Plus-Neo] 1 HEMEA SO B ERPHIE F 72 1XRFHE T3,
[PrimeSTAR®] 72 5 TNZ TPrimeSTAR® MAX | &4 71 T /3 A AR 400 B ek pii & 7=
3PS T4, TFLAG®] & Sigma-Aldrich Co. LLC D45t ¢4, [Slide-A-Lyzer™ | |
Thermo Fisher Scientific Inc.?® pgfE <4,
ZOMFHEH SN TV DA - fad 7e L1, SAEOREGES X OBEREETJ,
A OREE, Wi S, BT LBEIESRR (R, TM) 2L TBY £HA,

BRGEE

NUProtein A T\ & %t

AJE AT e

T650-0045 MAMHRXELS 9-1 T770-0942 {EEHEEFIAT 3-20-1

MWEA>FIN-2304T4X 305 5=
3 078-599-8421 & 078-599-8423
& contact@nuprotein.jp

® http://nuprotein.jp/
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