Genome Network Project_Full ~Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN_Clone_ID : IRAL002J19
Vector : pOTB7

@ Plasmid DNA purification

Date: (703 (4

Date: (703105

Accession No.

Lot#: 7566_A7Ce

Gene SIRT3
BC001042.2 1798 bp
cDS 1200 bp

Purification : QIAGEN Miniprep kit > dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

< Size of fragment expected from this clone >

BamHI + Bglll 1.6kb (Vector)

Date : 17031(5
DNA concentration (0D.); b ng/ul
DNA O.b  ul
Enzyme (BamHI +Bglll ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 74 ul
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Confirmation of the insertion sequence

Date : |7 (32|
Primer A pOTB7_F
Primer B pOTB7 R
Primer C =
List of http://dna.brec.rikenjp
Sequencing /en/GNPclone3en.ht
Primers ml

BamHI 3.5 kb

Culture : LB (25 ug/ml Chloramphenicol) 5 ml —> at 37 deg C over night

Bglll 2.6, 0.94 kb

1.0, 0.94 kb

@ Adjust plasmid DNA solution to 25 ng/ul

Date : !7032-1~

DNA (61 ng/ul) PT o ul
10x TE 547 ul
dH,0 477  ul
Total 51117' 55 ul
@ Shipping

I!iConc. 25 ng/ 12, Volume: 40 ¢ 2

o Conoen G L LD,

Molumge: TR/

APPROVED BY :
http://dna.brc.rikenkp#
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Applied

ey Biosystems IRAL002J19_A7Ce_pOTB7_F_GO1_19_ABI24 Inst Model/Name 3500/3500 Instrument
IRALO02J19_A7Ce_pOTB7_F _ Mar 21,2017 10:19AM, JST
SIN G:404 A:459 T:391 C:53!  primer A: pOTBT-F KB_3500_POP7_BDTv3.mob Mar 21,2017 10:45AM, JST
KB.bcp , Pts 1533 to 13524 Pk1 Loc:1510 Spacing:12.27 Pts/Panel1350
KB 14.1.8 Cap:19 i ——— Version 6.0 HiSQV Bases: 961 Plate Name: 20170321_GNP
i i TCAC TACG TTI G-(-S'T'G CAC TA T GV CTCG. GGITCCAC GTTTGTAC GCAGGCTTGT CGACGGCCAGT CTAT ceeTCET GGTAGC|
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3 GGCCTGGGTGGCG TTCGGC CGiGGICTCGGACTGCGCGG (3 TGGCGFTCTGGGGTTGGCGCGFCGCGGC GCCCTCCGGCTGTGGGGCCGGGT GTTG CGGGTCC
113 121 Eﬁ 137 145 153 161 169 177 185 193 201 209 ) z
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s AGGCCGGGGEGE AGGCGTGGGEGCCGTTTCAGGCCTGCGGC TG TCGGCTGGTGCTTGGCGGCAGGG ACGATGTG AGTGCGGGGCTGAGAGGCAGCCATGEGGGCCCGCGGTGAGCCC

125 233 241 249 257 265 273 281 289 297 305 313 327 329 33!
1298
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TTGGACCCGGCGCGCCCCTTGLCAGAGGCC TCCCAG  ACCCGAGGTGCCCAGGG CATTCCGGAGGCAGCCGAGGBCAGCAGCTCCCAGTTTCTTC TTTTECGAGTATT GGTGGA
iF 345 353 361 369 377 385 393 401 4009 417 425 433 441 449
1298
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G GETC CAT ATET “TFFCFGTGGGIGCIJC GTGTTGTTGG GTGG .GGC.GC GTGAC GGGG GCTTTECCCTG CAGG TGT GC TG GCTGATTCGGGCCAGAG
457 465 473 481 489 497 505 513 527 529 537 545 553 561
1298
- WWWWWMM@WWmMMMMMWWWWWNMMMNWWMNMMMMNWWMM&MMMNMMJ&
CCTGCCAGAGGGTGGTGGTCATGGTGGGGGCC GGCATCAGCACACCCAGTGGCATTCCAGACTTCAGATCGCCG GGG AGTGGCCTGTAC EETCCAGECEAGTAEGAT
569 577 585 583 601 609 617 625 633 641 649 657 665 673
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IB.\lggylrls?t%ms IRAL002J19_A7Ce_pOTB7_F_G01_19_ABI24 Inst Model/Name 3500/3500 Instrument
IRAL002J19_A7Ce_pOTB7_F Mar 21,2017 10:19AM, JST
S/IN G:404 A:459 T:391 C:539 KB_3500_POP7_BDTv3.mob Mar 21,2017 10:45AM, JST
KB.bcp Pts 1533 to 13524 Pk1 Loc:1510 Spacing:12.27 Pts/Panel1350
KB 1418 Cap:19 Version 6.0 HiSQV Bases: 961 Plate Name: 20170321_GNP
F EITCICE GTACCCEGAGE CCATT T TTCARCTCCCATTETTCT T TCACAAL ECEAAGCE BT T'T'ITC AL TG GCCAR GG AGE TETACCE TG.G CTACRAGIC GCARCGE T
681 689 697 705 713 78T 729 737 745 753 761 769 gy
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CAC TCACTACTT CCTCEGEBCTECTTCAT CACAAGGGGECTEC TTETECEGE CTACADG CAG TEEATEEEOTTE ETETCEEEC CATC G T ET
785 793 801 809 817 825 833 841 849 857 865 873 881
1298
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0 g ; ; 3
C GE T g6 TT & GCTE AT G E CETTTGEC TCTOCCACE TG CACAETET G EE GAECCTTCEC AGCGEESG CE ACATTECEEE CTEACE TE
889 897 905 913 921 929 937 945 953 961 969
1298
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0 .
TCcE CAG AC B TreccddGcE TECOC B8 TCTLEE ALE B €5 T 16 G CCE & ac "E TE TTE TT T BG GéG G CCG € TCQ
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Applied IRALO02J19_A7Ce_pOTB7_R_HO1_22_ABI24 Inst Model/Name 3500/3500 Instrument

.= Biosystems IRAL002J19_A7Ce_pOTB7_R Mar 21,2017 10:19AM, JST
S/IN G:117 A:183 T:201 C:224 Primer B: pOTBT-R KB_3500_POP7_BDTv3.mob Mar 21,2017 10:45AM, JST
KB.bcp N AT TOATTAATCCS Pts 1534 to 13537 Pk1 Loc:1511 Spacing:12.33 Pts/Panel1350
KB 1418 Cap:22 5 HRETREAG0ROEA T2 Version 6.0 HiSQV Bases: 896 Plate Name: 20170321_GNP

GCT (G G (C1TfTCG T AC GACTCACTAT GGG GI(ICGGCAG ATCTACCACTTTG TAC G GCTGGGT,CAGG CAGCTATG CC TG TG CGEAT T.T EATT CC
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T7 proneter Pyl KttB2 Mi3 rev PI- Scel
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7 TET TTETCLCGERCECEACATAG ATECETEG AGT TTTT TTT I TR ETEETTETITT I T T L TT-TT GAGGAGAET TETATTTCATGECT GG G CAGATTTTCTCTCATTAAA
118 127 136 )’hol 145 154 163 172 181 190 198 208 207

Vedor —F—> BC001042:2 (~ IT48)
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GETCGATGEGUCTGAG GRACATTECCAGTGGECAGCETCG GETETCCAC TCAGTTCACATATTETGGTTITEAC CTGE CC GCTGTCTTCAGGCATGAGGTCTTGT
568 577 586 595 604 613 622 631 640 649 658
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N Applied
= el Biggystems

S/N G:117 A:183 T:201 C:224
KB.bcp
KB1.4.1.8 Cap:22

IRAL002J19_A7Ce_pOTB7_R_H01_22_ABI24
IRAL002J19_A7Ce_pOTB7_R
KB_3500_POP7_BDTv3.mob
Pts 1534 to 13537 Pk1 Loc:1511
Version 6.0 HiSQV Bases: 896

Inst Model/Name 3500/3500 Instrument
Mar 21,2017 10:19AM, JST

Mar 21,2017 10:45AM, JST
Spacing:12.33 Pts/Panel1350

Plate Name: 20170321_GNP

GG ATGTGGATGTCTCC TATGT TACCATTITAT TGTGTGE GGG GCAGCC
676 685 694 703 712

TCATCCTATTTGTCTGG TCCATC?
721 730 739

GCTTECCAGTITIT CcCEE ¢ TGE AC
748 757 766

GGTCCCGC
775
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GCTCCAC TAGGCTTTCCAGCGECGTG
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CCACETECCEL
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GCTGGG CC CGATG CC
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