Genome Network Project_Full —Length cDNA clone

RIKEN_Clone_ID : IRAKO26E06
Vector : pPCMV-SPORT®6

@ Plasmid DNA purification

Date : 20,12, 14

Date: 2D |2, 15

Gene Engineering Division RIKEN BRC

Lot#: 7893_BOLe

Gene

Accession No.

HSPAS
BC016660.1 2259 bp
cDS 1941 bp

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 20,12 .1%

Culture : LB (100 ug/ml Ampicillin) 5 ml => at 37 deg C over night

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

< Size of fragment expected from this clone >

EcoRI 4.9, 1.7 kb

DNA concentration (0.D.): 353 ng/ul
DNA 0.3 ul
Enzyme (EcoRI+ Xhol ) 05+ 0.5 ul
Buffer H 1 ul
dH,0 7.7 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

Xhol 6.6 kb
EcoRI + Xhol 4.3kb (Vector) 1.7, 0.6 kb
{D:Marker
OEXRORORO) @:uncut
3):EcoRI
@:Xhol

®):EcoRI + Xhol

@® Adjust plasmid DNA solution to 25 ng/ul

Date : A, 12, [8

DNA (25 8 ng/ul) 2.0 ul
10x TE 17171 ul
dH,0 (093 T ul
Total 117, %
@ Shipping

Date : 12 20.12,)1]
Primer A Reverse2
Primer B M13
Primer C =
List of http://dna.brc.riken jp
Sequencing /en/GNPclone3en.ht
Primers

dGonc. : 25 ng/ U2 Volume: 4Q u @

ml =% ng“lﬂ e bkl

APPROVED BY :
http://dna.brc.rike |._;pr1.|(€;1n.7n.htn |
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BI osystems 7893_IRAK026E06_BOLe_Reverse2_D01_10_ABI24 Inst Model/Name 3500/3500 Instrument
. 7893_IRAK026E06_BOLe_Reverse2 Dec 16,2020 10:04AM, JST
SIN G:I94 A95 T:64 C:78  Primer A : Reverse? KB_3500_POP7_BDTv3.mob Gray line indicates quality value Dec 16,2020 10:19AM, JST
KB.bcp . , Pts 1871 to 8706 Pk1 Loc:1839 Spacing:10.5 Pts/Panel1350
KB14.18 Cap10 5 GCGGATAACAATTTCACACAGG 3 Version 8.0 HiSQV Bases: 669  (QV) < 40. Plate Name: 20201216_GNP
z A"AGCAGGCTG GTACCGG TCCG G LATTCCCGGG ATATCG TCG AC|lccacGg e TCCgle o TTG
1,1 21 31 41 51 6 Tl L 1 1
l kpnl Eopr, Sval BB ST | M
978
oty |
- i N\/\/WV\W
0
GETITTTTTE TG G TTEC TTCGE TTATTG G AGOLC GGCCTACACGC CAG C? CCATG TCCAAGGG ACCTGCAGT TGGT TTGATCTTGE CACGCACE T CTCTTGTGTGGGTGT!
11 2f 131 141 151 161l G 181 191 201 211 221
BCOI40- 1 L)
978
- /\[\/\/\[\MM\AMW\/\/\A N\AAAA/W\/XM W “l l
. WY |
I TTCCAGCACGG AAGTCGAGATAATTGCCAATGATCAGGG AAA ACCAC TCCAAGCT TGTCGEC TTTACGGACRE TG AACC GT'TG TCGGTGATGCCGCAAAG AATC
231 241 251 261 281 291 201 3.3 327
978
0
GTTGCAATGH CCCC CCAACACAG TTTTTGATGCCARACGTCTGATTGGACGCAG TTTGATGCAT.CCTE TTIG TCEAGTOTE : Cc T‘TGGCCCTIJ TGGTGGT GAAT
341 351 361 271 381 391 401 411 421 431 441 4%
978
489 ‘
0 I
GATGCTGGCAGGCCCAAGGTCCAAGTAGARATACAAGG GAGAG ACC A "---GCTTCTFTCC-'G-'GG.‘GGTGTCTTCT-TGG'J'T‘CTG CAAAGAT GAAGGAAATT GCA G7 BECT
51 461 471 481 491 501 511 521 531 541 551 561
978
sl VYL
O il -2 A ‘ A i} ‘ A WA A A ‘.
ACCTTGGGAAGACTGT TACCAATGCTGTGGTC A\CAG TGCCAGECETTACTT TAATGACTE TC
571 581 591 601 611 621 631 641 651 661
978
0
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-’-‘i ' *Blggglflsetgms 7893_IRAKO26E06_BOLe_M13(-40)_EO1_13_ABI24 Inst Model/Name 3500/3500 Instrument

7893_IRAKO26E06_BOLe_M13(-40) Dec 16,2020 10:04AM, JST
SIN G:154 A1175 T:157 C:16¢ Primer B : M13 KB_3500_POP7_BDTv3.mob Cray line indicates quality value Dec 16,2020 10:19AM, JST
KB.bcp i Pts 1860 to 8706 Pk1 Loc:1828 Spacing:10.47 Pts/Panel1350
KB14.18 Cap:13 5 GTTTTCCCAGTCACGACGTTGTA S ygrgion 6.0 HISQV Bases: 658 @QV) < 40. Plate Name: 20201216_GNP
CTT TG TACAAG | AGCTG GG TACGCG TAAGCTTGGGCCCC TCG AGGG ATACTC T G GCGGCCGCCCL

1 11 21 31 61 MAuL H:?Hnl_{ﬁ_ qul Blxhot T Xba 1

1238

TTTTTTTTTTTTTTTGTT TAT GGTGCCAATTT TAAATAG TTTTAT TTAAGACAT TGCAT TTTCCAC TT? CAATACAGTG TTTAT? A\GTGCAATG TTATT TCCTTCCCCTGTC

135 12L 131 141 151 161 g b 181 191 201 234,
BCO16660. 1 (v 2254)
1238

T lum Attt ...m!unlummumm.«

sCATATGTTCCATATTCAAGTATTGAGAARTGCCCAG TAACTTACTATAG CAGCTTAACT TTT TAAAAC TG CC A CAGAATTTGC TACGAATTTAGGTCCTTCAAATGTTT TAAAT G
121 231 241 251 261 271 281 291 301 311 321 331

1238

. uuummumumumhmmmuummuuummmmum,.mmum.ﬂunduuuuulmmuh

'GTGGAACAATGCTACATC TACACTTGGT TGGCTTAATCAACC TCTTCAAT GGTGGGCCC TG AG G AJ GCACCACCAGAGGGAGGAGCTCCACCACCAGGAAATCCCCCAG GCATTC
341 351 361 371 381 391 401 411 421 431 441 4

1238

> o b AHuummmAmtmumum

—.“—u—ﬁ—miﬁ—_—w—.—w—.—ﬂ_
CTCCTGGCATGCCTCCTGCACTCTGGTACAGC T TGGTGATGATGGGGTTGCAAACTTTCTCCA \GCTCTTTCTGTTGATGT TCAAATTCTTCCTTCTCGGCAGTC TGAT TCTTAT

81 461 471 481 491 501 all 521 531 541 5al 561

1238

. MhhmbMuummuumuhdhAhuul | o AV AV A A A s

CAAGCCAGTTGATAAT TTCATTACACTTGTCC
571 581 a9l 601 611 621 631 641 651 661 671

| 1238
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