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

RIKEN Cione_ID : IRAL029H08 Lot#: 7566_A7Eq
Vector : pOTB7 Gene PCTP
Accession No. | BC012084.1 1979 bp
cDS 645 bp
@ Plasmid DNA purification
Date: (70529 Culture : LB (25 ug/ml Chloramphenicol) 5 ml —> at 37 deg C over night
Date: (70530 Purification : QIAGEN Miniprep kit —> dH,0 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: (70530

DNA concentration (0.D.):__ |54 ng/ul
< Size of fragment expected from this clone >

DNA 0.6 ul

Enzyme (BamHI +Bglll ) 0.5+ 0.5 ul BamHI 3.8 kb

Buffer H 1 ul Bglll 3.8 kb

dH,0 7.4 ul BamHI + Bglll 1.6kb (Vector) 2.2 kb
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Adjust plasmid DNA solution to 25 ng/ul

Date : ["7053 |
@ Confirmation of the insertion sequence DNA (5%  ng/ul) 830 ul
10x TE AL, 1 ul
Date : |7053O dH,0 3771 ul
Total 5i1.2 ul
Primer A pOTB7_F
Primer B pOTB7 R @ Shipping

Primer C -
List of http://dna.brc.riken.jp ﬁ Cong. : 29 ng/ u 2, Volume: 40_[4 2

Sequencing /en/GNPclone3en.ht
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Applied

B[osystems IRALO29H08_A7Eq_pOTB7_F_C12_09_ABI24 Inst Model/Name 3500/3500 Instrument
IRALO29H08_A7Eq_pOTB7_F May 30,2017 06:07PM, JST
SING:117 A:169 T:131 C:200  Primer A: pOTB7-F KB_3500_POP7_BDTv3.mob May 30,2017 06:34PM, JST
KB.bcp S AR COTABAATTAATACATAAC G 3 Pts 1420 to 13462 Pk1 Loc:1397 Spacing:12.05 Pts/Panel1350
KB1.4.1.8 Cap:9 ' o ; Version 6.0 HiSQV Bases: 1021 Plate Name: 20170530_Cas9
G1a T Czt¢A TACG ATTTAGG T CICAC TATAGAACTC G AAGGITCCACAAG TTTGTAG GCA GGCTTGT C GACEG G'CT GT CTATRACGGTCCTAAGGETAGC
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G GGCCTGGGTGGCG TTC|C GCACG AGGICCGCGGCLCTGCCCTCCAGGLC GG AGG AGCCCGGACTGCGG GGLATGGAGCTGGCC GCCGG ! GCTTCTCGGAGGAGCAGTTCT ¢
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3GGAGGCCTGCGCCGAGCTCCAGCAGC CCGC TCTGGCCGGGGCCGACTEGCAGCTCCTAGTG GAGACCTCGGGCATCAGCATCTACCGGC TGCETGGAC G GACTG G CTTT
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A C G T GC CGGAGAGACTGTGGTCTACTGG GAAGTGAAGTACCCTTTTCCCATGTCC CAGAGACTATGTCTACCTTCGGCAGCGGCGAGACCTGGACATGG GG

460 469 478 487 496 505 514 523 532 541 550 559 5
1198
598 | ‘
0
GAGGARRAGATCCATGTGATCCTGGCCCGGAGCACC TCCATGCCTCAGCTTGGCGAGAGGTC TGGGGTGATC CGGGTG GCAGAGCCTGGCGATTGAGAGTG
586 595 613 622 631 640 649 658 667 676
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plied

9 Biosystems IRALO29H08_A7Eq_pOTB7_F_C12_09_ABI24 Inst Model/Name 3500/3500 Instrument
' IRALO29H08_A7Eq_pOTB7_F May 30,2017 06:07PM, JST
S/N G:117 A:169 T:131 C:200 KB_3500_POP7_BDTv3.mob May 30,2017 06:34PM, JST
KB.bcp Pts 1420 to 13462 Pk1 Loc:1397 Spacing:12.05 Pts/Panel1350
KB 1.4.1.8 Cap?9 Version 6.0 HiSQV Bases: 1021 Plate Name: 20170530_Cas9
CGGCARGAAG GG GAGC GTTTTCATGTATTACT TCGATAACCCGGGT GGCC TTCCGTCCTGGCTCATTAACTG GGCOCBGLCAAG AATG GAGTTCC TAACTTCT TY
685 694 703 712 721 730 739 748 757 766 775 784
1198
GAGCATG GCAAGAGE CTETCAG ARG TACC TC AACC T TG 66 AACAT TGCATCCATCEGTTBATETICTE I'GGAAGTE CARCT AC B
793 802 811 820 829 838 847 856 865 874 883 892
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- MMMMJMMWMM
GTC TCTGGAAGTGCCACC TG G ARGTGCCACCTEGARGTSGTCTC TG GARGAGC ETGEDTCAGCET PECee TEC TE IETET 8 TET I GG cC T|
901 910 919 928 937 946 955 964 973 982 991

CACACTACC E A THEE TTITE T GCATGTTTGCC TG ACATCC G CTIC A @ TTCGE ITE T6.€ PITCE ITTTTC TEGe€ T CLELE BE ITCC 1IE G C TGG !
1000 1009 1018 1027 1036 1045 1054 1063 1072 1081 10

5 CC1eG C€C GTTC TTCC TAC & TTTLC TAGT EG G c G ¢ 1T G T e ET IT & €& T & CC T € TTAT T T GG
30 109¢% 1108 1117 1126 1135 1144 1153
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Applied

% Bi osystems IRALO29H08_A7Eq_pOTB7_R_D12_12_ABI24 Inst Model/Name 3500/3500 Instrument
) IRALO29H08_A7Eq_pOTB7_R May 30,2017 06:07PM, JST
SIN G:218 A:406 T:400 C:452 Primer B: pOTBT R KB_3500_POP7_BDTv3.mob May 30,2017 06:34PM, JST
KB.bcp Pts 1423 to 13545 Pk1 Loc:1400 Spacing:12.14 Pts/Panel1350
KB1.4.1.8 Cap:12 5 GTACTGCAGCCGATTCATTAATGC & Version 6.0 HiSQV Bases: 1017 Plate Name: 20170530_Cas9
GC GG G C 1ATCG 1oL T2 G ACTC(ACTATAGGGAGICCG GCAGATCTACCACTT TG TAC G GCTGGGTCL GG CAGCTATG CC TG TG CCATTTCATTACE
14
1 10 28 37 5 64 73 100 109
TIJ, prom ohor ElLftBl MI3 )“e\/ P1 -Sce 1
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Mg TP TGRS CCACATAGAT GE T EEAET T'TT T T M T'T T T T T T 11 GEAECT CGTATAT ITTATTCATTAT CACACTTT TG TTECCECARG
118 127 136 Xh{)l 145 154 163 172 181 190 199 208 217
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AN é\ig%‘/lset%ms IRALO29H08_A7Eq_pOTB7_R_D12_12_ABI24 Inst Model/Name 3500/3500 Instrument
B IRALO29HO8_A7Eq_pOTB7_R May 30,2017 06:07PM, JST
SIN G:218 A:406 T:400 C:452 KB_3500_POP7_BDTv3.mob May 30,2017 08:34PM, JST
KB.bcp Pts 1423 to 13545 Pk1 Loc:1400 Spacing:12.14 Pts/Panel1350
KB1.418 Cap:12 Version 6.0 HiSQV Bases: 1017 Plate Name: 20170530_Cas9
GECAGC ETTTCCEL CAGTCACATATGS GAG TCATCCATTTCCTCATGGATGAT GAGG TGTGGEGT TGTCGTAT TATGTGTCCEGTCAGGC CTCTGATAC
676 685 694 703 712 T2 730 739 748 757 766 775
1020
. PM\NM\O{M&MMM)@MW M MM/\“M&MMM O Qv
0
TTECTEC TGGTCTGGCATCAT CAGCTACTGATCCTCCACAAGTAGGAACGAGG GACTTACTG GATTATCACCTC TECCCARGCET TE AGCTCEA G
784 793 802 811 820 829 838 847 856 B65 874 883
1020
l 0 (S
0 000 Y00 Joot0enC 00000000000 e300 a0k X006 000 T o 000600000
GC AT GGC TGGACATTGE GCACGTCATCCAGTTTGEETGEGACTG GTCAGCTCTG CG TEBCOARACTTECASERAG ECEC TCCE GCTGG G
892 201 910 919 928 937 946 955 964 973 982 991

TCAC GEeTGgC GAGCC GCCCCG CCC Al TAGTC TITe T T TTTT G TTGETGTLC C T € & ¢CE ccc TEECE G T 1T G € AC

1000 1009 1018 1027 1036 1045 1054 1063 1072 1081
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