P Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : human TICAM-2 C HA expression vector

e
@ Clone ID ? RDB _ 16928
@® Lot g 16928 _ A9B7
@® DNA Concentration : 25 nanogram/microliter
@ Volume 2 40 microliter
@® Form g DNA solution in TE buffer
@ Host . DH5 alpha
@® Culture : LB medium
@ Antibiotics : 100 microgram/ml Ampicillin
@ Purification : QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder 16928
(NEB#N3200L), 2
250 ng/well 2 z
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Erectrophoresis : 100  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Notl : 6.0 kbp
Xhol : 6.0 kbp
Notl+Xhol g 5.3, 0.7 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 -
Sequence — C SV40pro_F_V2 Sequence - G =
Sequence - D : - Sequence — H -

APPROVED BY :

http://dna.brc.riken.jp
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» Bi osystems D06030A6_ASA7_2_EF1a_F2_B02_02_ABI08 Inst Model/Name 3500/3500 Instrument
D0B6030A6_A9A7_2_EF1a_F2 Feb 22,2019 04:03PM, JST
S/N G:188 A:213 T:264 C:292 primer name b :EF1a_F2 KB_3500_POP7_BDTv3.mob Feb 22,2019 04:32PM, JST
KB.bcp , i Pts 1477 to 14027 Pk1 Loc:1454 Spacing:12.62 Pts/Panel1350
KB 1.4.1.8 Cap:?2 S-AATCGEACCGORGTAGTCTC -3 Version 6.0 HiSQV Bases: 1024 Plate Name: 20190222 _kitaku
G(C (G(C C (GCG1GIc TG GCCTCGCGCCEGTCGTGT!T CGCCCCGCCCTGGGCGGCAAGGCTGGTCTGGTCGGCACCAGTTGCGTG momm GITGGCCGCTTCCCGGCCE T
1 10 I 19 28 37 46 55 64 73 82 100 109
mll 3 er
1044 . \\cx_ﬁ \E@Eeqr
522
0 | |
G CTGCAG GG AGCTC TGGAGG ACGCGGCGCTCGGGAGAGC GGGCGGGTGAGTCACCCACACAARGG GGERCTTT OBG TCCE TCAGE DG THE CTTCA TETGACT GCACE
118 Q) ._F' 136 145 154 163 172 181 190 199 208 210 226
B Sac
1044 qal
522
SAGTACE GG GLGCCETCCAGECALCC TCGATT ma.ﬁ_n__,n GTGC TTTTGGAGTACGTCGTCTTTAGGT TG GGGGGAGGGGTTTTATGCGATGGAGTTTCCCCACACTGAGTGGGT
235 244 253 262 271 280 289 298 307 316 325 334
1044 e
E%é%%%%?
o | | AN
GC AGACTG AAGTTAGGCCAGC TTGGCACTTGAT GTAATT CTCCTTGGAATTTGCCCTTTTTGAGTTT GGATCTTGGT TCATTCTCAAGCC TCAGACAGTGGTTCARAAGTTTTT]
343 352 361 370 379 388 397 406 415 424 433 442 451
1044
§§§2§3§> Sg%?%??é%%é?
ITCTTCCATT TCAGGTGTCGTGAGGAATTCTCT T CCCTCEACETCEACE T ol\ldmmq T Gl GARCT CT AN AT T TECTEC ECTC TTTEICTCTCE TTGE6E T,
460 469 478 487 H 496 505 514 523 532 541 550 559
EcoRl Xba Xhol anh

1044 > \§§§ TICAMZ

GGCACAGTGTGGATAC GTCCAGGATATCATGAGTCAGATTCC GTC TG GATCTATCCTTGTGT TGTTGCTGAGCACAGC TAC CAGAGGGGCC
568 577 586 585 604 613 622 631 640 649 658 667 676
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» Applied

) Bi osystems DO0B030A6_A9A7_2 EF1a_F2_B02_02_ABIO8 Inst Model/Name 3500/3500 Instrument
D06030A6_A9A7_2 EF1a_F2 Feb 22,2019 04:03PM, JST
S/N G:188 A:213 T:264 C:292 KB_3500_POP7_BDTv3.mob Feb 22,2019 04:32PM, JST
KB.bcp Pts 1477 to 14027 Pk1 Loc:1454 Spacing:12.62 Pts/Panel1350
KB14.1.8 Cap?2 Version 6.0 HiSQV Bases: 1024 Plate Name: 20190222 _kitaku
CAGG GCLGGAGGGALGCTCAGAGC GTGGAAGAGATGTTTGAAGA AGAARGCTG ARGAAG AGGTGT TCCTCAAARTTTGTGATAT TGCATGCAGAAGATGFCACAGATG
685 mf_ H 703 712 721 730 739 748 757 766 775 784
1044
522
0 %?%gg?&gé%{?%%ggﬁé
GECOTEAGARS TC CAGAATETEC TACAAGAT GACTT TG GTATC CCCGGAAT TCTTTECTGAGATBCCATE TG GCAG ACAGCATTT T T'GATE
793 802 811 820 829 838 847 856 865 874 883 892
1044
522
0 Etfgéégﬁkggiégféig
CTGTAA ATGGE G TCTGCATGGACAATCT TATTACTGACTS : oqjiﬂ_a AGAGATASTTC GTGTAATITEEAG TTCTATACGTECC T 1
901 910 919 928 937 « 946 955 964 973
1044
522
gl CA GGCAGCAT 2 TAC & TG UG M RT CCCATG ¢ GECecoce TG PAPAARC A TCEeglc TITEECEGC G G G R T ES S TRERG £ « S 5
1000 1009 1018 1027 1036 1045 1054 1063 1072 1
1044
522
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7 ¢ TEE A TE € MITAEG GE N AG A I & Tiee TT6 T F CG T € BAG C G ; G i S
181 1090 1099 1108 1117 1126 1135 12
1044
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Applied

Biosystems DOB030A6_A9A7_2_hGCSF_R_E01_05_ABIO8 Inst Model/Name 3500/3500 Instrument
D0B030A6_A9A7_2 hGCSF_R May 08,2019 01:53PM, JST
SING:61A92T:81C9 primername 3 :hGCSF_R KB_3500_POP7_BDTv3.mob May 08,2019 02:34PM, JST
KB.bcp . . Pts 1445 to 14149 Pk1 Loc:1422 Spacing:12.82 Pts/Panel1350
KB1.41.8 Caps5 5'- TATTAAACAGGGATTTCTTG -3 Version 6.0 HiSQV Bases: 1013 Plate Name: 20190508 _kitaku
& CGEECG A TG ATIC TC TCIAGG GT CCCAGE T.66 G EFECCT CaAQIT CTAG AGTCECEGETGT GCGTAATCT GGAACATCGTAT GEGTHYGGCAAT T CTET T ETACCAT
1 10 __ 19 28 37 mmﬂ me H zdw 64 73 82 WH 100 109
1 - >/ Xnal 07
1224 — hGe,SF3YTR + p(A)
[
. . %% §§§§§§E
0 SO0 Vi | 1
TTTCTTGTCTCTTTCCATATAGT TT GTTGET GTCT TATACACAGACTCCTG T:T CTUTECTACTT &7 GHT AATCCAGG AGTTTCTTCETCTAAGGCATTGATSE GTTT
118 127 136 145 154 162 172 181 199 208 Pl 226
1224 &.wa&k QIF.O\&X\\\N\
N oot >>§>>>2
3GAGGGC GGGAGTCCTTTCTCGGGE AAGGGG AT TGTTCAGGG GECGCATGGG TATAACAGAGTT GTATTTATGCTGCCTGTTAAC GGAGT TCAT TAGGGACGTATAG
235 244 253 262 271 280 289 298 307 316 325 334
1224
- il >§>>>
TTACACCAAGBTATCTCTT CTTTTCAGTCAGTAATI TTGTCCATG CAGACCCAP T TACAE CATCATCTAAATTCTGT TEETET ETEOCACATEEE ATT
343 352 361 370 379 388 397 406 415 424 433 442 451
1224
gg%%@%ég??gé %%éi?gggég é%gg
T CAG € GATTATTCCGGGTTTGATACC GTICATC TTGTAGSA GATTET 66 ACTCIG AGGGCT TCATC TGT GTCATCT TC TECATGCAAT TTTGAGG
460 469 478 487 496 505 514 523 532 541 550 559
| 1224
%%%ég?%? Ezsg?gg%%z%gségéi Iy
TC TTCTTEAGE TTCTTCTTE CATCTCTTCCACGCTCTGAGC TCCCTCCTGCTTTCCTGT TGGCCCCTCTGTTGTATTGCTGTGC TCAGCRACATT T A{
568 577 586 595 604 613 622 631 640 649 658 667 676
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Applied

w_0m<m.nm=..m D0B030A6_A9A7_2 hGCSF_R_EO1_05_ABIO8 Inst Model/Name 3500/3500 Instrument
DO06030A6_A9A7_2_hGCSF_R May 08,2019 01:53PM, JST
S/N G:61 A:92 T:81 C.94 KB_3500_POP7_BDTv3.mob May 08,2019 02:34PM, JST
KB.bcp Pts 1445 to 14149 Pk1 Loc:1422 Spacing:12.82 Pts/Panel1350
KB 1.4.1.8 Capb Version 6.0 HiSQV Bases: 1013 Plate Name: 20190508_kitaku
SATCTTCAGACTTCT TGGAATCTGACT CATGATAT CCTGGACTTGTATC CACACTGTGCCTTT TACCCCAAGAGAGAG CAGEGEACE AAT T TAT TTTA GAL ITCiCe 6
685 694 703 721 730 739 748 757 766 775 784
%m /1L mghﬂ lhuman
1224 e
TICAML
SN %Segég%%g%ggf?gg
Taccle TGGETCGACE TE G AEGIGATOT TTCCTCACG ACACE TG AAAT GG CCACTGTCTGAGGC TTCAG BATG ;
g 802 811 0 829 838 847 856 865 874 883 892
D ANle D ol XM T Feokl
1224
612
0 %%i%ﬁiggf;gé??
SATC R AARAGGGCAAATTCCAR GG AT T ATCAAGTGCCRAAGE TGGE CCTAAC TP CAGTE TCC ACCCAC TCAGTGTGGEG CTECATEGE
901 910 919 928 937 946 955 964 973 982 991
1224
612
0
TAAAACCCC TCCCCCC AACCET G 80 G AEE TAC TCC ARAAAGCACE AG APAL T TE & GG TG CC T GG C 5 ¢ eCEr GGG T

1000 1009 1018 1027 1036 1045 1054 1063

0 — ——— e
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Applied D06030A6_ASA7_2_SV40pro_F_V2_D02_11_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems

DOBO30A6_AQA7_2_SV4Qpro_F_V2 Feb 19,2019 09:45AM, JST
SINGEBAT6T:97C:124  primername C  : SV40pro_F_V2 KB_3500_POP7_BDTv3.mob Feb 19,2019 10:12AM, JST
KB.bcp _ i Pts 1645 to 13156 Pk1 Loc:1622 Spacing:11.66 Pts/Panel1350
KB14.1.8 Cap:11 §'- TCGGCCTCTGAGCTATTC -3 Version 6.0 HiSQV Bases: 869 Plate Name: 20190220_kitaku
GiC TTITTTTGGG G(GCCT mmﬂ\w.ﬁ%‘uﬂﬁ_f AGCTTTGC G TG G-AT GT'TT 'E CALGAGAGG iITCTTTGCAGCT TGGACCTTETAGGTCTTG GG ~GT

1 1% 28 37 46 55 64 73 82 91 100 109

nol 1L
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b 1

944 SV4O pro/ori =

1

472 _
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O —

GGG TTIGGCTCCG GTGCCCGETCAGTGGGCAGAGCGCACATCGCCCACAGTCCLCCG AG GTTGGGGGG GGG GTCGGC AT CCGGTGCCT AGGTGGC GCG GG
| 118 127 136 Huw 154 163 172 181 150 199 208 217 2

oas Lalpha  promoter
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CCCGAGCTTCGGGTTGGAAGTGGGTGGGAG AGTTCGAGGCCTTGCGC TTAAGGAGCCCCTTCGCCTCGTGCTTGAGTTGAGGCCTGGCCTGGGCGCTGGGGCCGCCGCGTGC

460 469 478 487 496 505 514 523 532 541 550 559
944
472
0 A\ ‘ \ VW) /\ WYY
G TCTGGTGGCACCTTCGCGCCTGTCTCGCTGCTTTCGAT GTCTCTAGC CAT TT TTTT TGATGACCTGCTGCGACGCTTTTTTTCTGGC GATAGTCTTGT
568 577 586 595 604 613 622 631 640 649 658 667 3]
| 944
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Applied D06030A6_A9A7_2_SV40pro_F_V2_D02_11_ABI24 Inst Model/Name 3500/3500 Instrument

Biosystems
D06030A6_A9A7_2_SV40pro_ F_V2 Feb 19,2019 09:45AM, JST
SIN G:98 A:76 T:97 C:124 KB_3500_POP7_BDTv3.mob Feb 19,2019 10:12AM, JST
KB.bcp Pts 1645 to 13156 Pk1 Loc:1622 Spacing:11.66 Pts/Panel1350
KB14.1.8 Cap:11 Version 6.0 HiSQV Bases: 869 Plate Name: 20190220_kitaku
TGCGGGC CAA anemo CACTGGTIATTTCGGTTTITT GGEGEEGCGEGEGCEGLGACEEEECECETGCE TCECAGEGCACATLG TTCG G GAGGLEGGEEGCETECE
76 685 \b” 703 712 721 730 L .._”dm 748 757 766 775
ca m%
472
GEGC GGCCACCE AGC AATCCGCACGEGEE TAGTCTCARG CTG G CCEBEETEC TETHETEEC TG 6 B TCE €6 CEETCE TC TA'TE GCE €86 CL & T6E 6 CG.G
784 793 802 811 820 829 838 847 856 865 874
944
472
0
€6 CTGE TCTGG TCGECACEAG TTG LG TG TG EECECTT B GECtE T € TG E
883 892 901 919 928 937
944
472
0 . X ’
CGECTECEESE AGC AGE GBIGC C G6G6 TG AG TCA €EE 8 AL GG GG CC TTT £ 6 TCEc TGECAG CCc o fCce © TT_&~A 10
973 982 991 1000 1009 1018 1027 036
944
472
0 T o e Lo D™ T e T S eI e — -l e R R e W
G EE BAC T EC G G G. P CCT € 6 CEBA £C G A T €8 G G TT T G F TP B G L6 T TET P uG i
1045 1054 1063 1072 1081 1090
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