=} Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : pcDNA3.1(+)-Tgfb1

RIKEH
BRC
@ Clone ID . RDB _ 15438
® Lot b 15438 _ AlJg
@ DNA Concentration . 25 nanogram/microliter
@ Volume E 40 microliter
@® Form ) 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 ' 15438
(NEB#N3200L),
125 ng/well v = I
3 % E =
cC 0 & ®
5 W om
Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRI 3 6.6 kbp
BamHI g 56, 1.0 kbp
Sall : 45,622 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A CMV-Forward Sequence - E =
Sequence - B BGH_rev2 Sequence — F =
Sequence - C SV40pro_F Sequence - G = /TN
Sequence — D = Sequence — H ~ ( 19 7‘1 q |

APPROVED BY : ~—

http://dna.brc.riken.jp/index.html



= Applied

) Biosystems D04886A1_A7Jg_1_CMV-Forward_AQ03_03_ABI24 Inst Model/Name 3500/3500 Instrument
o D04886A1_AT7Jg_1_CMV-Forward Dec 06,2017 10:19AM, JST
S/N G:297 A:250 T:190 C:294 primer name > : CMV-Forward KB_3500_POP7_BDTv3.mob Dec 06,2017 10:45AM, JST
KB.bcp i AB AR Y Pts 1526 to 12846 Pk1 Loc:1503 Spacing:11.52 Pts/Panel1350
KB1.4.1.8 Cap:3 o= BESEG . TCAACEGBACTT -3 Version 6.0 HiSQV Bases: 963 Plate Name: 20171206 kitaku

CG 1ICA € TICG CCGCA TTG IceTlA ATG G GCGGTAG GCGTGTACG GTGGE AEGTCTATATAAGCAG AGCT|CTC TG GCTAAC TAG AGARCCCAC TG CTTAC TG GC TTATY
1 10 : 19 28 37 46 55 64 73 82 91 100
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TGAAATTAATACGAC TCACTATAG GG AGACCCAAGC TGGCTAGCG TTTAAACTTARGC T TGGTACCGAGCTCGGATCCACTAGTCCAGTGTGGETGGAATT CATC CCACC TTTC
109 118 127 136 Emrm 154 163 — 172 TTIiET HN 199 208 217
ANhel WA 1 T | umongmy
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1364 s Cpl Gact ol 7 30 -
682
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CCGAGGGTTCCCGC TCTCCGAAGTGCCGTGGGGCGCCGCC TCCCCCRTGICCGCCCTCGGGGCTGCGGCTACTGCCGCTTCTGCTCCCACTCCCGTGGCTTCTAGTGCTG ~C GG

226 235 244 253 262 271 280 289 298 307 316 325
3 \m_ﬂ;‘ Zg\Or»@JQru\\ @S}PH

1364 % 269 .-
682
O ==

CCGGG AGGCCAGCCGCGGGACTCTCCACCTGCAAGACCATCGACATGGAGCTGGTG \CGGAAGCGCATCG AAGCCATCCGTGGCCAGATCC TGTCC CTAAGGCTCGCC

334 343 352 361 370 379 388 F97 406 415 424 433 442

1364
682

0 \ A

GTCCCCCAAGCCAGGEGGGAGGTACCGCCCEGCCCGLC TGCCCGAGGCGGTGCTCGEC TTTG TACAACAGCACCCGCGACCGEGTEGGCAGGCGAGAGCGCCGACCLCAGAGCC BG4

451 460 469 478 487 496 505 514 523 532 541 561
1364 dea
682 »
0 ‘ ‘ VW ‘
\GCCCG A GO GGACTAC TATEGCECTA ARAGAGETCACCCG G TG CTAATG GTGG AC CG CE iz L CGCCATCTATGAGAT- AC CRE GACATLETERCACRKGTATAT AT AT GT.TET!Y
559 568 577 586 585 604 613 622 631 640 649 658 667
1364
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~ Applied

5 ) Bi Om<mam_.:m D04886A1_A7Jg_1_CMV-Forward_A03_03_ABI24 Inst Model/Name 3500/3500 Instrument
- . D04886A1_A7Jg_1_CMV-Forward Dec 06,2017 10:19AM, JST
S/N G:297 A:250 T:190 C:294 KB_3500_POP7_BDTv3.mob Dec 06,2017 10:45AM, JST
KB.bcp Pts 1526 to 12846 Pk1 Loc:1503 Spacing:11.52 Pts/Panel1350
KB 1418 Cap3 Version 6.0 HiSQV Bases: 963 Plate Name: 20171206 kitaku
TCAATACGTCAGACAT TCCGGAAGCAGTGCCCGAACCCCCAT TGETGT CCCE TGCAGAGC TEGCGE TTGCAGAGAT TAARATCAAG TGTGGAGCAACATGTG GAACTC
676 685 694 703 712 721 730 739 748 757 766 71
1364
682
0 Ve NDAOA ..,.t.p.b».f...:.._-,—.E...rt..t.—.....o..bl.:.o_o.o..b....p:,.».t.-.».....P..P‘.[.P..l.o.......f.r..o.fb. DO XX
TACCAG TATAGECAACAAT TCCTRGCGTTACET TG GTAACOGECTGC TG ACCCECAC TEATACGCOTGAC TGGECTETCTTITTIGACGE TCAC TG G ABTT BT
75 784 793 802 811 820 829 838 847 856 865 874
1364
682
0
CGGCABTGGETGEAL OC AL GG AGC ACEGAA TACAGES CTTTECEAT ICAGCOEE TQAC TG ETCT TR TGACGAGECARAGAT CAAALC T GCACG TGG
883 892 201 910 919 928 937 946 955 964
1364
682
0 X Sl SUXX OO, 2o X DOCoae” NeX D0l XK DO .'bib\”‘k‘bb‘b’b‘nlr.)‘il’h‘lﬂ"\@ipr'tr.\.‘h"
TC PACGGGE ATCAG CCCC RAACG TC GGGEGE CG ACCC TGGE G CACC ATCC ATG ACATE AR CC GBG C €C TTC = T CG T !
973 /! 982 991 1000 1009 1018 1027 1036 1045
|
» Lald _
1364 9%\ — S\Q@%fﬁ
682 M
0 ‘."W"\.‘iv...btl...ﬂib‘“ﬂ"‘\l‘.‘i"‘?’b‘,lﬂ"‘.“?ﬁv‘l‘t’ﬂl‘?.‘N’W’.’"ﬂ’“’“‘-‘a}.‘l’"‘l’.}‘\h’w’uﬁ
B TFBA & ARG G CE € B8 T iE P GE A CEC & ¢ A @ 6 € A C A G C TC ca € G¢t C A C C G G C
1054 1063 1072 1081 1090 1099
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N5 Applied

4  Biosystems D04886A1_A7Jg_1_BGH_rev2_B03_06_ABI24 Inst Model/Name 3500/3500 Instrument
- D04886A1_A7Jg_1_BGH_rev2 Dec 06,2017 10:19AM, JST
S/N G:372 A:280 T:217 C:335 primer name @ . BGH rev2 KB_3500_POP7_BDTv3.mob Dec 06,2017 10:45AM, JST
KB.bcp ' Pts 1531 to 12917 Pk1 Loc:1508 Spacing:11.45 Pts/Panel1350
5'- TATTAGGAAAGGACAGTGGG -3 )
KB 1.4.1.8 Capb .._. Version 6.0 HiSQV Bases: 974 Plate Name: 20171206 kitaku
C :TTG GC 'CA G ‘A GCICGGGGG /GGECEA ACRACAG ATGGC TG GCAACTAGAAG GCACAG|TCGAGGCTGATCAGCGGG TT T CGGGCCCTCTAGACTCG AGCGG!
it 10 19 28l 37 46 55 64 73 82 > -.W...i.dﬂ ~Too
|
‘ o hol Not
1238 _ @Qi mh}u._ p XFPH X [ [
619 \ |
)
o <X A\K % ) \ Ui |
CCGCITCAGCTGCACT TGCAGG AGCGCACAATCATG TTGGACAACTG CTCCACCTTGGGCTTGCGACCCACG TAGTAGACGATGGGCAGTGE GC TCCAAAGCCTGCGGCACGCAS
109 118 127 136 145 154 163 172 181 190 199 208 217
NM_0UgmMY 9040
1238 . s\a«?p.
619
3 |
FCACGCE TQACCCCGARE DECCE GG TTCTCTTGE TTG TAGAGEGCAAGGACCT TGO TGTACTEGTEGTGTCCAGSE CTCCARATATAGEEGEAGGETC CCAGACAG LGTTGGCATG
226 235 244 253 262 271 280 289 298 307 316 325
al
1238 G
619 — —
o ‘, | |
GTAGCCC TTE GG CTCE TCG ATCCAC TTCCAACCCAGGTCC TTCC TARAG TCAATG TACAGC TGCCGCACACAGCAGTTCTTCTCTGTEGGAGCTG GCAATAGTTGGTATCCAG
334 343 352 361 370 379 388 397 406 415 424 433 442
dl
1238 ) o
619
0 | | \
GGCTCTCCGGTGCCGTGAGC TGTGCAGGTGCTGGGECCTTTCCAGGGG GGTGGCCATGAGGAGCAGGAAGGGC CGGTTCAT GTCATGGATGGTGCCCAGGTCGCCCCG ACGT
451 460 169 478 487 496 505 514 523 532 541 550 5!
3
1238 Ao
619
0 | | [ _
TTEGECGCTGATCCCETTGAT T TCCACG TG GAGTTTGT TATCTTTGC TG T CACH GAGCAGTGAGCGCTGAATC G LVGCCCTG TATTEE GTETC T TE GITCAGCLRC TGO
59 568 577 586 595 604 613 622 631 640 649 658 667
1238
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Applied

w_Om<MAm3m D04886A1_A7Jg_1_BGH_rev2_B03_06_ABI24 Inst Model/Name 3500/3500 Instrument
D04886A1_A7Jg_1_BGH_rev2 Dec 06,2017 10:19AM, JST
SIN G:372 A:280 T:217 C:335 KB_3500_POP7_BDTv3.mob Dec 06,2017 10:45AM, JST
KB.bcp Pts 15631 to 12917 Pk1 Loc:1508 Spacing:11.45 Pts/Panel1350
KB1.4.1.8 Cap6 Version 6.0 HiSQV Bases: 974 Plate Name: 20171206 kitaku
CETACARC TCCACTGACE TCE GACAGCCACTCAGE CGTATCA BTGGEGETUAGLCAGE GGG TTACCA AGG TARCGE CAGGART TGT TG ET ¥TAT TTE TG GTAGAG
676 685 694 703 712 721 730 739 748 757 766 775
1238
5 gﬁ?s%ﬁ%ﬁé&é%%%
0 A0 0000000 o
CATGTTGCTCCAGACTTGATTTI TAATCTC TGCAAGCGCAGCTCTGCACGEGACAGCAATG GGGGT TCGGGCACTGC TTCCC GAATGTCTGACGTATT
784 793 802 811 820 829 838 847 856 865 874
1238
619
0
GADRGAACATATATATACTGTG TGAGATEGTC TTTG G TTTITCTCATAGATGGOGTTG TTGC GG PCEACCAT TAGCACGCGEGGETGEAGCEC TC TTTAGE
883 892 901 910 919 928 937 946 955 964
1238
619
0 : :
ATAGTAGTCC GCTTCGGGC TCCE GGC TCTGGG TC GGCGC TC TCG CC TG CCACC C GGG TCG CG G TG C TG
973 982 R_ 1000 1009 1018 1027
1238
619
0 o e e e e i S
G RAAE CAM € BT E TCEEG € ad E4E e C G Lo R i C A & € ETet ITEA C TT GG G G GG G \,\.\-m\\;\m;ﬁ
1054 1063 1072 1081 1090 1099 — 1108
1288
619
0 e D Sl s~ T e o R e e Py I L L
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0 —_— =
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Applied

A0 Bibbystems D04886A1_A7Jg_1_SV4Opro_F_C03_09_ABI24 Inst Model/Name 3500/3500 Instrument
Co D04886A1_A7Jg_1_SV40pro_F Dec 06,2017 10:19AM, JST
SIN G:343 A:212 T:188 C:275 primer name (. :SV40pro_F KB_3500_POP7_BDTv3.mob Dec 06,2017 10:45AM, JST
KB.bep _  Pts 1489 to 12813 Pk1 Loc:1466 Spacing:11.46 Pts/Panel1350
KB 1.4.1.8 Cap?9 5 TATTTATGCAGAGGCCGAGG3 Version 6.0 HiSQV Bases: 966 Plate Name: 20171206 kitaku
& O NEET-C.CBT G & ETTC GIAGTGAG GAGGCTT TTTTGGAGGCCTAGGC TTTTGC AAGCTCCCG GG AGCTTGTATATCCATT TTCGGATCTGATCAAG AG RCAGG
1 10 u__,w 28 37 46 55 64 T3 82 91 100 109
| b erolio¥h Swmal
1202 | LGUAD g0

601 L .
0 E&Q’t ) s‘s‘o _ — | )

TGAGGATCGTTTCGCATQAT TG AAC GATGGATTGCACGCAGGTTCTCCGGCCGC TTGGGTGG AGAGGCTATTC GGCTATGACTGGGCAC CAGAC TCGGCTGCTCTG
118 127 136 145 154 163 172 181 190 199 208 217

¢
1202 Zm R

601 »
0 ! .

ATGCC GCCG TG TTCC'GGE TG TCAGCGECAGEGEGCEECCCEGGTTIETTTTITGTCAAGACCGACCTETECEE TGCCCTGAATG CTGCAGG ACGAGGCAGCGCGGLCTATCGTGGC TG
226 235 244 Z53 262 271 280 289 298 307 316 325 334

PotT
1202

g I\ \

GCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTG GCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCT

343 352 361 370 379 388 397 406 415 424 433 442
1202
601 —P
0 A | VA | \ |
CCTGCCGAGAAAGTATCCATCATGGCTGATGCAAT GCGGCGGC TGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGARACATC GCATCGAGCGAGCACGTAC
451 460 469 478 487 496 505 514 523 532 541 550 559
1202

601

A \ | 1) | () VW N

TCGCGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACG GAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGC TCAAGGCGCGCATGCCCGACGGCGAGG
568 577 586 595 604 613 622 631 640 649 658 667
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D04886A1_A7Jg_1_SV40pro_F_C03_09_ABI24 Inst Model/Name 3500/3500 Instrument

D04886A1_A7Jg_1_SV40pro_F Dec 06,2017 10:19AM, JST
S/N G:343 A:212 T:188 C:275 KB_3500_POP7_BDTv3.moh Dec 06,2017 10:45AM, JST
KB.bcp Pts 1489 to 12813 Pk1 Loc:1466 Spacing:11.46 Pts/Panel1350
KB1418 Cap?9 Version 6.0 HiSQV Bases: 966 Plate Name: 20171206 kitaku
ATCTCGTCG TGACCCATGGCGATGCCTGC T TGC CGAATATEATGGTE GAARATGGCCEC TTTTCTGGATTCATC GAC TG TG GCCGGCTEGG TG TGGC GGACCGCTA]
676 685 694 703 712 721 730 739 748 757 766 775
Neol
1202
601
o U o e UMY 0000 0 A A M ol e 0o
ICAGGACATAGCGTIGGC TACCCG TG ATATTGCTGARGAGC TTGGCGGECGAATEECCTEACCGCTTCCTCETGCTITACGGTATCGECGC TCECGATTC GCA
784 793 802 811 820 829 838 847 856 865 874

G EGEATECEEC @TTE TATC G EE T TC T DG ACGAGSITEITTET G C GGG Oenammmmﬁ IT GG B ATGACE &G AEE A GCGACGCCCAA CCCT LA TC
883 892 901 910 919 928 _ 937 946 855 964 973
I
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_
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\ GG G ATTTCGATT EE ACECGE BC G €€ TTTE TA TG i ! GG TT GGG CTITTC G G PTES TRRT & G CG LCGEGE 2L GG C TCGGG T G
982 991 1000 1009 1018 1027 1036 1045 108
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T & T ¢ AG € & eeGE G 6 A TEC T ¢ A TG € TI16G6 G T &£ A T € G E € AA € €& £C ARA CC TT G L
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