Genome Network Project Full ~Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN Clone ID : IRALOO5M19

Vector : pOTB7

@ Plasmid DNA purification

Date: (6 0h &

Date: 105 17

Lot#: 7566_AG6ER

Gene HPRT1
Accession No. BC000578.2 1307 bp
cDS 657 bp

@ Digestion by restriction enzyme/Concentrarion calibration

ng/ul

Date : | EO% [
DNA concentration (0.D.): 39
DNA 2.h ul
Enzyme (BamHI +Bglll ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 5.b ul
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)

@ Confirmation of the insertion sequence

Date : /405/?
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Primer A pOTB7_F
Primer B pOTB7.R
Primer C -
List of http://dna.brc.riken.jp
Sequencing /en/GNPclone3en.ht
Primers mi

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

Purification : QIAGEN Miniprep kit —> dH,0 100 ul

< Size of fragment expected from this clone >

BamHI 3.1 kb

Bglll 3.1 kb

BamHI + Bglll 1.6kb (Vector)

1.5 kb

(ko)
3.0

Lo _
05

=]
o
-y
#
%
<
on

@ Adjust plasmid DNA solution to 25 ng/ul

Date : /40520
DNA (39 ng/ul) 450 ul
10x TE /0.1 ul
dH,0 24.3 ul
Total /01, % ul
@® Shipping

{Gonc. - 25 ng/ U 2.  Volume : 4,0_[,_! 2

APPROVED BY :
http:

//dna.brc.rikenjp/indexhtml



Ve éiggglflsetgms IRALOO5M19_ABEd_pOTB7_F_HO06_24 Inst Model/Name 3500/3500 Instrument
IRALOO5M19_ABEd_pOTB7_F May 19,2016 04:36PM, JST

SIN G:25 A:21T:21 C:17 Primer A: pOTBT-F KB_3500_POP7_BDTv3.mob May 19,2016 05:02PM, JST

KB.bcp MR ¥ _ Pts 1606 to 12400 Pk1 Loc:1583 Spacing:10.83 Pts/Panel1350

KB14.1.8 Cap:24 " 5 AACGCGGCTACAATTAATACATAACC 3 yigreion 6.0 HISQV Bases: 935 Plate Name: 20160519_MGE2

‘ GCCATCCCATIACGGIAT TTAG G TG ICACTATACGAACT CG RAGG ITCCAC G TF TG T AC : GCAGGCTTGTAARACGACG GCCAG T CTAT CGGTCCTAAGGT
1 9 17 33 ¥ 41 65 81 ga 7 97 105 11
SP4 promater Bown{T attBl M3 i
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GCGAGGCCTGGGTGGCGAATTCIGGCACG ? \G GICCTCC TGAGCAGTCAGCCCGCGCGLCCGGCCGGLCTCCGTTATGGCGACCCGCAGCCCTGGC GTCGTGATTAGTG ATGATG
3 121 129 BeoRl [137 1ps 153 161 169 177 185 193 201 209 217

578.2 (1~

1270 VecTor » BC00OSTE-
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ABACCAGETTATGACCT TG ATT TATTT TGCATACETAATEC ATGCTGAGGARATTTG GAAAGGGTGTTTATTCCTCATGG ACTAAT TATGGACAGGACTG CGTCTTGCTCGAQ
223 293 241 249 257 265 273 281 289 297 305 3153 321 329 337

1270

utnhnumu gl

L Y AN W A A A AN VAN )
TGTG ATG GEAGATGEESAGGC CAT CACAT TG TAGC CC TE TG TG TGCTCAAGGGEGGEGECTATAAAT TCTTTGETGACCTGE TEGG ATTACATCI GCACTG TAG TAGTG
7 345 353 361 369 3717 385 393 401 409 417 425 433 441 449

1270

635 l

0 ) \ TV
TAGATCCATTCCTATGACTG TAGATTTTATCAGACTG? GAGCTATTGTAATG ACCAGTCH CAGGGGACATA GTAATTGGT GGAGATGATCTCTC E'F T CTGG

457 465 473 481 489 497 505 513 521 529 537 545 353 561

1270

: TGTCTTGATTGTGG AZ TTGACACTGGC GACTT TG ETTTECEET TG GT CAGGCAGTAT 3 TGGTC GGTCGC' GCTT
569 577 585 593 601 609 617 625 633 641 649 657 665
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Bi o?yllls‘.et%ms IRALO05M19_A6Ed_pOTB7_F_H06_24 Inst Model/Name 3500/3500 Instrument
' IRALOOSM19_ABEd_pOTB7_F May 19,2016 04:36PM, JST
S/N G:25 A:21T:21 C:17 KB_3500_POP7_BDTv3.mob May 19,2016 05:02PM, JST
KB.bcp Pts 1606 to 12400 Pk1 Loc:1583 Spacing:10.83 Pts/Panel1350
KB 1.4.1.8 Cap:24 Version 6.0 HiSQV Bases: 935 Plate Name: 20160519_MGE2
GCTGGTG GEAZCCECAES AAG TGTTGCGATATA AGCCAGACTT TGTTGE AT TG ATTC.CAGACAAG TTTGTTGTAG GATATGCCCTTGACTATAATS A
673 681 €89 697 705 713 721 729 737 745 753 761 769
1270
635
o Do o0 ‘ Vel ) O] 00X o0 000\
TACTTCAGGGATTTG TCATGETTT G TGTCATTAGTGAAACTEGAARAGC LA TACAAAGCCT GATG AGAGTTCAAGTTGAGBTITTIEG
777 785 793 801 809 817 825 833 841 849 857 BE5
1270
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. AT CTBEE ARG ITCCTANTITG ACA TC GEC 7 ‘T LTITET AG TITC'TEE T GCECARTCCTG ¢ TTAG TAG AG ¢ TITTT IT & ¢
873 881 889 897 905 913 921 929 937 945 953
1270
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T & TBA. TE TIT LR T G BAATTHET AT E T 6 B HET ¢ TR € TTTTA T G ITC & T T ERE T T g oL S - S
961 969 977 985 993 1001 1009 1017 1025 1031
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pplied IRALO05M19_ABEd_pOTB7_R_H12_24 Inst Model/Name 3500/3500 Instrument

BlosyStems IRALO0O5M19_ABEd_pOTB7_R May 19,2016 08:43PM, JST
S/IN G:57 A:62 T:63 C:44 . AP KB_3500_POP7_BDTv3.mob May 19,2016 09:09PM, JST
Primer B: pOTBT-R .
KB.bcp Pts 1612 to 12392 Pk1 Loc:1589 Spacing:10.73 Pts/Panel1350
KB 1.4.1.8 Cap:24 5 GTACTGCAGCCGATTCATTAATGC 3 Version 6.0 HiSQV Bases: 895 Plate Name: 20160519_MGE?2
GOT 'GE ¢ TIACE 1T ATACG ACTCACTATAG GG £G 3TZG G CAG ATCTAC CAC T T TG TACAAG ARAGC TG GG TCAGG CAGCTATGACCATGE TGCCATT TCATT
1 10 28 4 37 73 3 $ 100
TT promoter aﬁﬂl MiSrev P1- Sce L
1124
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o O8Ol AO0000 VALY Yoy ARV ™ YV VNI U T VYV VLTV VIV
ACCTCTTTCTCCGCACCCG ACATAGATGCC TCG AG[TTTTTTTTTTTTT TTTTTTTT TTAAATT T TT GG GAATTTATT GATTTGCATTTAAAAGGGAACTGCTGAT
109 118 127 136 YhoI | 145 154 163 172 181 190 199 208 217
50 Vectr e— | 5 BCO05TE.2 (- 1307)
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TCACTGGTAATAAT TTGAACAAGTTGGAAAATACAG TCAACATTACTGAAACACTAC TAAAATAATTCCAGG ACAGA? AACTTCTTAGATGET GTCT TTG ATE TGAA]
226 235 244 253 262 271 280 289 298 307 316 325
1124
562 ‘
o MV MAVAMMAAMAN WA mnunmm»numuun AMAAAMAAMMAAAMAAA MAAAAAAMAMAAMA
TGACTGCTTCTTACTTTTC TAACACACGG TG GTATAATTF ATATTCAATCACTTCTATTCTTTCCTGCATAT TACCAATTAAZ TATATETTC
334 343 352 361 370 379 388 397 406 415 424 433 442
1124
562
0 | AA AYA AV, d ATAYAYA Y
TCTTTATTTCTTACAGATATGAGT TCAATGTT TCACT CAATAGTGCTGTGGTT TAAGAGAATT TTTTCATT TACAAG TTAAACARACAATCCGCCCAAAGGGAACTGAT GTC1
451 460 469 478 487 496 505 514 523 532 541 550 55
1124
562
'L_M&MMJMMMMMWWWWWM
ATAG GCTCATAG TGCAAAT CAGTTTAGGAATGCAGCAACTGACAT TTCT 6T \TAAAAT TCTTAGAAGATACATGESE \AABC TE TA CTA AGCHRG
9 568 577 586 595 604 513 622 631 640 649 558 667
1124
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R Applied

'Biosystems IRALOO5M19_ABEd_pOTB7_R_H12_24 Inst Model/Name 3500/3500 Instrument
IRALOO5M19_ABEd_pOTB7_R May 19,2016 08:43PM, JST
S/N G:57 A:62 T:63 C:44 KB_3500_POP7_BDTv3.mob May 19,2016 09:09PM, JST
KB.bcp Pts 1612 to 12392 Pk1 Loc:1589 Spacing:10.73 Pts/Panel1350
KB14.18 Cap:24 Version 6.0 HiSQV Bases: 895 Plate Name: 20160519_MGE2
TG BCCACAGARACTAE AACAT TG ATAAT TTTAC TGGCGATGTCAATAG GACTC CAGATE TT TCCAA ACTCAACT TG CTETOATCTTAGGCTITITGTATTIT TG
676 685 694 703 712 721 730 739 748 757 766
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GYT BTIC CAL TTTCAL T TG ACAC CATGATTCAAATCGE TEAAGTAT ICATTATE GTE ARGGGGCATA TCCETACA AC el el i B erele T
775 784 793 802 811 820 829 838 847 856 865
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CAAATCCC ACA AGCETCTGEGC TTATATC C AACIACTITES TGGGEGE TC ¢ TTTT CACCAG C AAG C TTEEC GACE TITG A CC ATC TTT GGGA TT
874 883 892 901 910 919 928 937 946 955
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