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(A) Flexi® 20—=>% (Flexi® ORF 70— %FAT315E)

HIBIT Flexi® Vector ORF

AFOTES 1 N2391, N2401, N2411

Flexi® ORF Clone

CORF SO 120,000 £ MEGF

oHIBIT RI&T—EA
oFlexi® yO—=7 ®ATv3av
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b SNILSA LV ADRBZEBVCEKMENDDRYT BERDOLUR—F—T5—FEEHK).
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@ HIBIT Flexi® Vector (H5 05 S : N2391, N2401, N2411) #K0 Flexi® ORF Clone 228\

® Flexi® Cloning System (7395.7‘57':’? - 8640, 9320, C8820) T Flexi vO—=—>/2
(N &% and/or C ZRimfd0) *

@ HBIT A IEGFRIEIO—/ZA %> I FROENA T NS,

HiBiT Flexi® Vector DU~ h—f2Fl

RIFT—% WMEYVINUE

pFC37K HIBIT CMV-neo Flexi® Vector POI-VSQGSSGGSSG-HIBIT
PFN38K HiBiT CMV-neo Flexi® Vector HiBiT-GSSGGSSGAIA-POI
PFN39K secHiBIT CMV-neo Flexi® Vector IL6-HiBIT-GSSGGSSGAIA-POI

POI: protein of interest

(B) MCS yO0—=J (CEETH#HINIGEIZFZXILFIO0—=VF91~ [MCS] &b
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@ BNELCFOER

@ CEEOEBELTF IO cDNA Z4(E

® PCR and/or HIFREERILIEIC KD BHNER T ORF Zaast™

@ Wizard® SV Gel and PCR Clean-Up System (D& 0T &S 1 A9281) THER

® HIBIiT MCS Vector (1502085 : N2361, N2371,N2381) & ORF 7% LigaFast™ Rapid DNA Ligation
System (H&OJES : M8221, M8225) AU —> 3>, o0O0—=7
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pBiT3.1 Vector @ Sacl, Xhol, EcoRl, BamHI 1 bCDU > /1 —Ec3l

R 5—% MEyVINOE MCS HIBREEZ= Y1 b
HIBIT-GSSG-POI Sacl
) - HIBIT-GSSGGSSG-POI Xhol
pBiT3.1-N [CMV/HiBiT/Blast] Vector —
HiBiT-GSSGGSSGGNS-POI EcoRl
HiBiT-GSSGGSSGGNSGGGS-POI BamHI
POI-GSSG-HiBIT Sacl
. . POI-GSSGGSSG-HIBIT Xhol
pBiT3.1-C [CMV/HiBiT/Blast] Vector —
POI-GNSGSSGGSSG-HIBIT EcoRl
POI-GSGGNSGSSGGSSG-HIBIT BamH|
IL6-HiBIT-GSSG-POI Sacl
IL6-HiBIiT-GSSGGSSG-POI Xhol
pBiT3.1-secN [CMV/HiBiT/Blast] Vector —
IL6-HiBiT-GSSGGSSGGNS-POI EcoRl
IL6-HIiBiT-GSSGGSSGGNSGGGS-POI BamH|
POI: protein of interest
pBiT3.1 Vector ® MCS THIATESHIRERY 1 ~
pBiT3.1-N [CMV/HiBiT/Blast] Vector
HiBiT Sacl Xhol EcoRl
5'...GCCI IGGIGAGCTCICG.GTGGIOTCGAGICGGTGGlGlAA'I'I'CITGGT

Shfl
BamHI Nhel Balll Xbal Hindlll Pmel

[ 1 [ 1 [ 1 [ 1 [ 1
GGAGGATCCGGTGGAGCTAGCGGAAGATCTGGTTCTAGAGGTCAAGCTTCGGGGGTTTAAACCTGCAGGCAT...3

pBiT3.1-C [CMV/HiBiT/Blast] Vector

Sqfl Hindlll Bglll Nhel BamHI EcoRI Xhol
[ 1 I 1 [ 1 [ 1 [ 1 [ 1 [ 1
5"...GGGGCGATCGCAACAAGCTTCGGGAAGATCTGGAGCTAGCGGCGGGGGATCCGGTGGGAATTCTGGCTCGAGCGG

Sacl HiBIiT Pmel
TGGEAGCTCOGGT TAAGTTTAAACGGCG..3

pBiT3.1-secN [CMV/HiBiT/Blast] Vector

IL-6 signal sequence
5'...GCCJATGAACTCC‘I‘I’CTCCACAAGCGCC‘I‘I’CGGTCCAG‘I‘FGCC‘ITCTCCCTGGGCCTGCTCCTGGTG‘I‘I’GCCTGCTGCC

IL-6 signal sequence HiBiT Sacl Xhol EcoRI

[ 1 [ 1
'I_I'CCCTGCCCCAI IGGGAGCTCCGGTGGCTCGAGCGGTGGIGAA'I'I'CITGG

Shfl
BamHI Nhel Balll Xbal Hindlll Pmel <

I 1
TGGAGGATCCGGTGGAGCTAGCGGAAGATCTGGTTCTAGAGGTCAAGCTTCGGGGGTTTAAACCTGCAGGCAT.. .3
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HIPREZRED HiBiT1 [T} HIPREEREDS

|
[ 1 [ 1
Forward : NNNNN)XOXXXXNNNNNNXXXXXXXXXXXXXXKXXXKXXXKXXXKXXXKXXXKX

Reverse - NNNNNXXXXXXNNNNNNXXXXXXXXXXXXXXXXXXXXKXXXXXXXKXXXXXXX % Linker 3 EULTLEL.

@ oligo 27 ——U>J. FIcIE PCRIBIET S

® NIHY—BROA P —hEHIREEZRUIEL. Wizard® SV Gel and  PCR Clean-Up System (h& 04
#HS 1 A9281) TR

® LigaFast™ Rapid DNA Ligation System (A~ OJ&S : M8221, M8225) T/XT&5—(C HIBIT DECH!)7Z
HHHAD
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(B) HiBIT #EAFELIE CHIPREFRVIMECIINEVIES
In-Fusion HD Cloning Kit (¥ 32)\A/74%t) Z{ERET 58|

O SAt RAEEREER www.promega.co.jp/nanobitsynthesis/
@ FHHEOBENELGTFRIENTY—D HBIT DFAMEZRE
® A P—NMEEA oligo DT TA VB RUF T % PCR CHRIBDBAIE IS v —Fesk.

B HiBiT B3
|
[ ]
Forward : NNNNNNNNNNNNNNNXXXXXXXXXXXXKKXXXXXXXKKKXXXXXXXXXXXX
Reverse : NNNNNNNNNNNNNNNXXXXXXXXXXKKKKXXKXHKXXXXXXXXXXXXXXKXK

KN [ENTEH—EABE 15 158 Linker [FERULTULEL,

@ oligo Z7 ==V, Ffcld PCRIBIET D

® ds-oligo LT, Wizard® SV Gel and PCR Clean-Up System (A~ 0025 1 A9281) TR
® In-Fusion HD Cloning Kit (¥ 15/ \A A4 t) TNI5—I(C HBIT DECHZHHIHAD
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CRISPR/Cas9 &/ LMEEEIC KD HIBIT /w4 > 7O MI—/L7ZE SR IEE L), www.promega.co.jp/hibitcrispr/

O ATV RIERELR

@ T/ s EDY—T" SEEY SR

@ crRNA DT A B KU K RNA (crRNA + tracrRNA)
DFHAVBLUHEE

crRNA

Stop
Codon PAM
GCTAGGTAAGTCCGCTATGG

TR

@ HiBIT Donor DNA template DT 54 VB KU FEE

— @U/LIRERDHE - %HE

#10 5~
HLITI () BZHITY,

M CRISPR/Cas RNA v
crRNA & tracrRNA Dtz b
fii#% : 30,000 F4
HWER 1 HER” ~

B sgRNA
Homology Arm HiBiT Stop  Homology Arm

Codon 3 *E : 70,000 M
HHEA 1R ~

W Cas9 ¥ VI\UE
4% - 100 pg / 22,000 M

Il Donor DNA
BEH 201 ~ 500 nt
filid% 50,000 F3
HHEA 1 20 E%H

5[] [ ] [ ]

Exon Exon Exon

Single-Stranded Oligod
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