P-1 Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : human TICAM-1 C Flag expression vector

KN
BRC

@ Clone ID - RDB_16925

@® Lot . 16925 _ A9B7

@® DNA Concentration . 25 nanogram/microliter

@ Volume : 40 microliter

@® Form i DNA solution in TE buffer

@ Host 2 DH5 alpha

@ Culture . LB medium

@ Antibiotics e 100 microgram/ml Ampicillin

@ Purification s QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

1 kb Plus DNA Ladder 16925 _
(NEB#N3200L), 2
250 ng/well = é
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Notl : 1.5 kbp
Xhol : 1.5 kbp
Notl+Xhol 2 53,22 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A EF1a_F2 Sequence - E -
Sequence — B hGCSF_R Sequence - F e
Sequence - C pT2KXIG#1 Sequence - G -
Sequence — D = Sequence — H =

APPROVED BY :

http://dna.brc.riken jp



 Applied

Biosystems D06030A3_A9A7 2 _EF1a_F2_A01_01_ABIO8 Inst Model/Name 3500/3500 Instrument
DO6030A3_A9A7_2_EF1a_F2 Feb 22,2019 01:59PM, JST
S/N G:165 A:166 T:190 C:28( primer name k . EF1a_F2 KB_3500_POP7_BDTv3.mob Feb 22,2019 02:27PM, JST
KB.bcp . : Pts 1495 to 14076 Pk1 Loc:1472 Spacing:12.65 Pts/Panel1350
KB 1.4.1.8 Cap:1 5-AATCGGACGCEGGTAGTCTC -3 Version 6.0 HiSQV Bases: 1007 Plate Name: 20190222_kitaku
GGGGTC 1CTG G 16/ TG G (CTCGC GCCG TCGTGT/TCGCCCCGCCCTGGGCGGCAAGGCTGGTCTGGTCGGBCACCAGTTGCGTGAGCGE GAT GGCCGC TTCCCGGCCCT
il 10 _ 19 28 37 46 55 64 73 82 91 100 109
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CCTGCAGGEAGET TGGAGGACGCGGCGCTC GGG AGAGCGGGCGEGGTGAGTCACCCACAC GG GEECETTT CEET CCTCAGCCE TCGE TICAT GT/6 ACTCEACE

NwH:m ..mwhHE 136 145 154 163 172 181 190 199 208 217 224
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GAGTACCGGGCGCCGTCCAGGCACCTCGATT: m:_ﬂ CGTGEGCTTTTGGAG TAC GTCGTC TT TAGG TTGGGGEGGGAGGGGTTTTATGCGATCGGAGT TTCCCCACACTGAG TGGEGGT
3 235 244 253 Nmm 21 280 289 298 307 316 325 334
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GGAGACTG AGTTAGGCCAGCTTGGEACTTGATGT th\_nnaﬂmm TTTGCGECET TP TTGEA GT-TT GG ATECTT GETT CA DT TG & GLCCTCAGACARGTG GT.TC G TV
343 352 361 370 379 388 397 406 415 424 433 442 451
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TTCTTCCATTTCAGGTGTCGT GAGG TTECTCTAGAGATCCCTCGACCTICCAGTCAC CACC TCCAGCTTCTGCTGECCGGAGGCTGCACCCATC TG TGCLC
460 469 478 487 496 5 505 514 523 582 541 550
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GGCCCATCACTTCC TAGEGCCTT TCTAGGTGCAGCAGGCCAGGAC GCTCTTGTATCTG GCAC € TG, GACCCCACGCCCAGGCTGCCAGGGGCAG GAC
m_.\mm 571 586 595 604 613 622 631 640 649 658 667 6
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S/N G:165 A:166 T:190 C:280

DOB030A3_AGA7 2 EF1a_F2 A01_01_ABIO8
DO6030A3_A9A7_2_EF1a_F2
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Feb 22,2019 01:59PM, JST
Feb 22,2019 02:27PM, JST

KB.bcp Pts 1495 to 14076 Pk1 Loc:1472 Spacing:12.65 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 1007 Plate Name: 20190222_kitaku
CTCCTGCATGCCATGGTTCTCCTGAAGCTGGGCCAGS CTGAGGECCAGG ATCTCTCTAGAGGE ZGGCCGATGCGGTGGCCCGGCTGGTGGCCCGCCAGTGGG
76 685 694 703 i 721 730 739 748 757 766 775 784
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CTGGCGTGGACAGCACCGAGGACCCAGAGGAGCCCCC

TGTGTCCTGGEGCTGTGGCCCGCTTGTACCACCTGCTGGCTGAGGAG

T G'T GC CECiG EETC GE T

793 802 811 820 829 838 847 856 865 874 883
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0
3CGGG ﬁﬂ__mmﬁnq. CCAGG BC'C GTCC GC ACCE TCAGETECAGEG ACGACCACEG G CTGEGGES CTTC TG GCGCCC G
892 901 919 928 837 946 964 973
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G ACATTGCTGGGG AT CC GGG GCATCC GGGACGC TCC G T g€ TE TGEGGG CTGEGCC TEE & A EC TR TEEEE C TITIFNGCEE TE TGEEE
1 1000 1009 1018 Lo27 1036 1045 1054 1063 10 1
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Applied DO6030A3_A9A7_2_hGCSF_R_B01_02_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems DO6030A3_A9A7 2 hGCSF_R May 08,2019 01:53PM, JST
SIN G:56 A40 T:43 C65 primername § : hGCSF_R KB_3500_POP7_BDTv3.mob May 08,2019 02:34PM, JST
KB.bcp : _ Pts 1452 to 14143 Pk1 Loc:1429 Spacing:12.85 Pts/Panel1350
KB 14.1.8 Cap2 5- TATTAAACAGGGATTTCTTG -3 Version 6.0 HiSQV Bases: 1002 Plate Name: 20190508 _kitaku
[ GGG TG *TCTCTC'AGGGTCCAGGTGGGG/CCCT CAQICTAGAGTCGC GGCCGCTCACTTGTCATC GT CGTCCT TGTAGTTTCTGCCTCCTGCG TCTTGTCCTCG GG
1 10 Lw 28 37 4, stp 64 73 82 91 100 109
Xhal NofT :
1162 — hGCSF 3UTR+ p(A) FLAG fiman TIC AH
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CGCCTGGGACCCTCTCTGGTTCCACATGTGGTTGTTCAGCCCCAGC TGTACCATC TGTGCGTGGTGGAT AAT G GGGGTTGCAGCCC TGGECTCTGAGGGGETGCGGGTGAGG
118 127 136 145 154 163 172 181 190 199 208 217 21
1162
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CCGTAGGGAAGGCTGEBGACTGCGGEEAAGGGCAGTGE ACTETE G GECTGCT GGCTGTG GG GAGGGCGGTGGEEGEGTGCCAGECTEGCCATGCGE TGCAGGEGTGGE GGC TG C ¢
26 235 244 253 262 271 280 289 298 307 316 325 334
1162
, ot ot
0 LA N
IGGCACCCCGEGCCALGTGGG GGGTGGCG GGGC TCCCAGGGGCCCTGGCCCCC GGGCATTC GAGCCCCATAGGGCGCCCCAGTCCC TG ACATGTGGCTCCC
343 352 361 370 379 388 397 406 415 424 433 442 451
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SCCACCTGGAGCTGCTCCATCTGTGCETGGTAGGAC GTAGCTCTGGAGGEGTAGGCTEAGTAGGC TGCGTTCAGTGCCGCCGECTGCATCCLCTCACCATLES mmHmH%mmn
460 469 478 487 496 505 514 823 532 541 550 559

1162
581
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ICTGTTCCCGCAGGGLCTC GGGTETCCTET TECTTCCTCCACATGGECTTTCGGEGCCTEG GCCTGTGGGGCTTG GGTGTTGGC CACCTTCCTGGCG GATCTGGGAGT
568 577 586 595 604 613 622 631 640 649 658 667 6
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Applied DO6030A3_A9A7_2_hGCSF_R_B01_02_ABI08 Inst Model/Name 3500/3500 Instrument

Biosystems
y DO6030A3_AS9A7_2_hGCSF_R May 08,2019 01:53PM, JST
S/IN G:56 A:40 T:43 C:65 KB_3500_POP7_BDTv3.mob May 08,2019 02:34PM, JST
KB.bcp Pts 1452 to 14143 Pk1 Loc:1429 Spacing:12.85 Pts/Panel1350
KB1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 1002 Plate Name: 20190508 _kitaku
GTTCGTCCAGCLGCACCACUCCE EAGAGCAGECTGCCCCTE TCERAGECTCAGCT BEEE CEGEEC AGOTCTCCACGG GEAEBGARAC CGEATE ACACAG TE TG ECGACE QT
76 685 694 703 712 721 730 739 _ 748 757 766 775 78
Saicl
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3TCGCGTG ~GGTTGCTCATCATGGCTTG GT TCACCTG GTGCAGGC TC/AG GCG ACAGTCGA /G TTGGLGGTGAGAAGT AGG ATG A TG GCTG LGTGGTCTATGGC .
4 793 802 811 820 829 838 847 856 865 874 883
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1 0
GTCCTGCAG G CA GE T CAGC TC GC €6 C 6LCECCG geag e Tg TE © TC G CA GAA G GT GGC GC BE TC/Gi6 GOAE '6ea GGGCCC T CC% GCT T
892 \U H 901 910 919 \m\m 937 946 955 964 973 ¢
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CGCAGGE CGATGTGTITCG TCTG CTC I6G CGTG GA GGATC AC 7 G TTTAATAG TTT CTE T T CC G TG TG TTIC €
391 1000 1009 1018 1027 1036 1045 1054 1063
1162
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- Applied

Bi osystems DO6030A3_A9A7_2 pT2KXIG#1_A01_01_ABIO8 Inst Model/Name 3500/3500 Instrument
D0B030A3_A9A7_2_pT2KXIG#1 May 08,2019 01:53PM, JST
S/N G:42 A:40 T:42 C:60 primer name C : pT2KXIG#1 KB_3500_POP7_BDTv3.mob May 08,2019 02:34PM, JST
KB.bcp _ . Pts 1452 to 14279 Pk1 Loc:1429 Spacing:12.98 Pts/Panel1350
KB 1.4.1.8 Cap:1 5'- AGGAAACAGCTATGACCATG -3 Version 6.0 HiSQV Bases: 1021 Plate Name: 20190508 _kitaku
TTTAATT (CCTTIC CCAG CAG GC A6 #AGT It GC GCRlT GCAT CTC2AT TAGTCAGCAACCATAGTCCC GC CCCTAACTCCGCCCATCCCGLECCCTAACTCCGCCCAGTTCCG
1 10 X 19 28 37 46 55 64 73 82 91 100 109
i SV«&o  pro/ ok
0 W)k A
CCCATTCTCCGCCCCATGGCTGACTAARTTTTTTTTATT TAT GCAGAGGCC GAGECCGCCTCGGCCTC TG AGCTATTCCAGAAGTAGTGAGGAGGC TTTTTT GGAGGCCTAGGE
118 127 H 136 145 154 163 172 181 190 199 208 217 226
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TTTTGCAARNAARGCTTTGL GATGGAT CAGAGACGARTICTTTGCAGCTAAT GGACET TCTAGGTCT TG GGAGTGGG Tl6GET CB6 GTC e CE TCAG!Y
274 280 289 298 307 316 325 334
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IGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAACTTGGGGGGAGGEGGTC GGLH CCGGTGCCTAGAG GGT GGC GCGGGGTA CTG GG GTGATGTCGTGET
343 Foe 361 370 379 388 387 406 415 424 433 442 451
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ITEGECTCCGECTTT TTICCCGA GEGGTEEEGGEAG CC GT ? T GTGCAGTAGTC GCCGTG CETTETTTTTEGE CGGGTTTGCCGCCAG CACAGGT GTGCCGTGI1
460 469 478 487 496 505 514 523 532 541 550 559 &

GTGGTTCCCGCGEECCTGBECCTECTTTACGGGTTATGGCCCTTGCGTGCCT TG TTACTTCCGRECCTGEGECETECAGTAECGTGATTC T TEATECECGAGCTTCGGGT TG GTG
168 577 586 585 604 613 622 631 m_un_bw 649 658 667 676
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Applied

Bi osystems DOB030A3_A9A7_2 pT2KXIG#1_A01_01_ABI08 Inst Model/Name 3500/3500 Instrument
D0B030A3_ASA7_2_ pT2KXIG#1 May 08,2019 01:53PM, JST
S/N G:42 A:40 T:42 C:60 KB_3500_POP7_BDTv3.mob May 08,2019 02:34PM, JST
KB.bcp Pts 1452 to 14279 Pk1 Loc:1429 Spacing:12.98 Pts/Panel1350
KB1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 1021 Plate Name: 20190508_kitaku
GGTGGGAGAGTTCGAGGCCT TGCGCTTAAGGAGCCCCTTCGCCTCE TGCT TGAGTTGAGGCCTGGC CTG GGCGCT GGGGCCGCCGCG TGC GARTCTGGTGGCACCT TCG(
685 694 703 12 iz 730 739 748 757 766 775 784
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GCCTGTCTCGE TGCT TTCGATAAGTECTCT AGCCATTT TTTTTGATGACCT 66 TG CGACE €T TT TT T'TC TEGE TAETC TG TAA ATE GGG CCALG ATET 4
793 802 811 820 829 838 847 856 865 874 883 mmM\.
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