Genome Network Project_Full ~Length cDNA clone

RIKEN_Clone_ID : IRAKO19K19

Vector : pPCMV-SPORT6

@ Plasmid DNA purification

Date: 2020.10,13

Date : 2020, (0.4

Gene Engineering Division RIKEN BRC

Lot#: 7893_B0J8

Gene PHB2
Accession No. BC014766.1 1342 bp
CcDS 900 bp

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 2020. (0. Y

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 44,13 kb

Xhol 5.7 kb

EcoRI + Xhol 4.3kb (Vector)

1.3, 0.1 kb

DNA concentration (0.D.):__ 327  ng/ul
DNA 0.3 ul
Enzyme (EcoRI+ Xhol ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 77 ul
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

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

(D:Marker
@:uncut
3)EcoRl

| @:Xhol

(B:EcoRI + Xhol

@ Adjust plasmid DNA solution to 25 ng/ul
Date : 2021.06.02
@ Confirmation of the insertion sequence DNA ( 72Z ng/ul) $5.0
10x TE /09,4 ul
Date : 2020. ( 1,4 dH,0 W00.4 ul
Total loqar]g ul
Primer A Reverse?2
Primer B M13 @® Shipping
Primer C poly(A) region primer #0
List of http://dna.brc.riken,jp gConc. - 29 ng/ UD  Volume: 49_‘1 2
Sequencing /en/GNPclone3en.ht
Primers mi

APPROVED B

http://dna.brc.rike. |._;p//;| vefexdrtm

b




pplied
A% Bi osystems 7893_IRAKO019K19_B0J8_1_Reverse2_A03_03_ABI24 Inst Model/Name 3500/3500 Instrument

7893_IRAK019K19_B0J8_1_Reverse2 Oct 15,2020 09:52AM, JST
SIN G:25 A:29 T:20 C:31 Priiard | Haverssd KB_3500_POP7_BDTv3.mob Gray line indicates quality value _ OCt 15:2020 10:07AM, JST
KB.bep . a3 Pts 1803 to 8707 Pk1 Loc:1771 Spacing:10.79 Pts/Panel1350
KB1.4.1.8 Cap:3 5 GCGGATAACAATTTCACACA Version6.0 HISQV Bases: 650  (QV) < 40. | Plate Name: 20201015_GNP
_ _ TEATTT \AAARAGCAGGCTGG TACCG GTCCGGAATTCCCG GG ATATCG TCGACECACG CE TCCEG CAG TACE
1 11 21 31 a1 51 61 kpm T 71 lﬁE oMy 1 111
1196 (1n)

= el e T el

TARGCCGGAGCGGGGTAGAGGCGGGCCGGCACCCCCTTCTGACCTCCAGTGCCGCCGGCC TCAAGATCAG ACATGG CCCAGAACTTG AAGG CTTGGCGGGACGGCTGCCCG(
121 1.3 141 151 161 171 181 T8, 201 211 221

3 mMmmewmmwwmmmme T

CGGGCCCCGGGGCATGG GCACGGCCCTG ARGCTGTTGCTGGGGGCCGGCGCCGTGGCCTACGG TG TGCGCGAATCTGTGT TCACCGTGGALGGC GG GC ! VCAGAGCCATE TTCT
31 241 261 261 271 281 291 301 311 331 341

g b

" TCGGATCGGTGGAGTGCAGCAGGACACTATCCTGGCCGAGGGCC TTCACTTCAGGATCCCTTGGT TCCAGTACCCCATTATC TAT GACAT TCGGGEC GACCTCG

351 361 371 381 391 401 411 421 431 441 451
1196
mm1hhmﬂnmuuhmhhmhhmmmmmm Wl
IC:ESCICTCCCCT .ZZTlGGCICC, ';qsG1 A ET-AC .Gq;‘lGGTG .‘.[E)OC]-TCCCTG CGé.lGlTGTT GICT;ZGI'CCC ye TG;IBTICT GGAG CT'SFquCT-' GC"T‘GZSICC- GC:GCC';‘s‘.l
1196
< W W W N A ol . ey
.571 | 581. - 5;917 | 601- ' 6.11 . 621 - 631 | 641 651. 661 671 |
1196
598
0
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Applied

Biosvstems 7893_IRAK019K19_B0J8_1_M13(-40)_A06_03_ABI24 Inst Model/Name 3500/3500 Instrument
y 7893_IRAKO19K19_B0J8_1_M13(-40) Oct 16,2020 10:32AM, JST
. SIN G:126 A:149 T:119 C:134 Primer B : M13 KB_3500_POP7_BDTv3.mob

Gray line indicates quality value cht 16,2020 10:49AM,.JST
Pts 1767 to 8706 Pk1 Loc:1735 Spacing:10.49 Pts/Panel1350

Version 6.0 HiSQV Bases: 437 (QV) < 40. Plate Name: 20201016_GNP
G GCTG GG TACGCG T CGCTTGGGCCCE TCGAGG GITACTCTAG G CGGEEGEICET T'"TT

3 11 21 31 41 51 61 Miul H?molm AP“I 81 Yho L 51 Xbgl 10Wetl 111
748 Vectr b T

" ' l‘.!.l.l.“ I

ol o e oy ol ol ol ol ol i o e it ol ol e ot ol ol o o o ol o ol o I Y I
122 131 141 151 161 174, 181 191 201 211 221

KB.bcp . o - i
KB1418 Cap:3 5 GTTTTCCCAGTCAC(IACGTlGTA 3

748
374

231 241 251 261 271 281 291 301 311 321 331

748
374

341 354 361 371 381 391 401 411 421 431 411 451

748
374

461 471 481 491 501 511 521 531 541 551 561

748 ‘
374 |

571 581 591 601 611 621 631 641 651 661 671

748
374

0 |
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Applied

B osystems 7893_IRAKO19K19_BO0JS_1_GNPmixture_CO06_09_ABI24 Inst Model/Name 3500/3500 Instrument
7893_IRAKO19K19_BOJ8_1_GNPmixture Oct 16,2020 10:32AM, JST
SIN G:40 A:30 T:21 C:25 Primer G : Poly(A) region primer 40 KB_3500_POP7_BDTVa.mob  (yay line indicates quality value  Oct16.2020 10:49AM. JST
KB.bcp ) Pts 1743 to 8706 Pk1 Loc:1711 Spacing:10.47 Pts/Panel1350
KB1418 Capg 5 TTTTTTTTTTTTTTTTTTTTNNN 3 Version6.0 HiSQV Bases: 647  (QV) < 40. Plate Name: 20201016_GNP
G CCTTG AG GG 2G GG s ops CAC TG TAG G ATCAC TG AG TCACG CAC TG TCCCC CAG EECE
1 i 21 31 41 51 61 ¥ | 81 91 TE1 1
1136 — BCOI#T66.1 (v 1254)
568
0 VNV VYIVVY UV NRTRHVARN | :
G TT CACAEG GG GGAGG AAAGTAATTCCCCAGAAAAGGGGCTAGTCTTC Ve FE T TCC T TAATCC GAGGGGTTCAGGGAACCGGTGTGGGGEG 2CC TCGCATGATAE TG
11 121 31 141 151 161 A | 181 191 201 211 221
1136
o° Ao o A o ARAN Attt e M
o ANV W APV AV W VU a SSAA A A s A A AARANA W s e A U UL
GEGCGGEGECETAGGGC TGTGCTGGACCCL TGGOTEGE TCO TCALR CTGG AGAAGC GATCCACTTCCTCTGGGGGEGTGGAGTTCTTG GTG ETAGGCTEAT TTET TACCC TTGAT
23 241 251 261 271 281 291 301 23 321 I8
1136
iy AMMMMAMMN\]\M[\[\MAAMMM [ AAMAANAAA
0 /\MAAAM / NW\A
GAGGCTGTCACTICCCC TG ETG AAACTTT CATCC TG TAGCE TTCAG O C GGTTGTCAGCTGTGAGATAGATACGATTCTGTG TGTGGCGATCGTCTTGGAGATATTCT &G G
341 3571 361 371 381 391 401 411 431 441
1136
568

o Ny “ml“muh mmmmummm..mm.uuu,Ammmhu MW natna el g

cTGCTCGAATCTTGC GARGTTTGATGTAGCCAGGGTTC TTGCTCAGTGCTTC TCCAAGCATC TT GGC \GCCTCGGCCTCACCC TCGGCCTGCACAATTTTCTGCCGC TGTTCI

151 461 471 481 491 501 511 521 531 541 551 561
1136
ZTGCT TTGCTTTTTCTACCAAGAATTGGGCCCGC TG GGC CTCCTG
571 581 591 601
1136
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