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

RIKEN_ Clone_ID : IRALO13P10
Vector : pOTB7

@ Plasmid DNA purification
Date : (60427

Date: (bO412%

Lot#: 7566_A6Dr

Gene

Accession No.

CD44
BC004372.1 2387 bp
cDS 2100 bp

@ Digestion by restriction enzyme/Concentrarion calibration

Date : ((QoY2%

DNA concentration (0.D.):__ (76

DNA 0.b  ul
Enzyme (BamHI + Bglll ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 7.5 ul
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

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

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

< Size of fragment expected from this clone >

BamHI 3.7, 0.32, 0.18 kb

Bglll 4.2 kb

BamHI + Bglll 1.6kb (Vector)

2.1,0.32,0.18 kb

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

@ Confirmation of the insertion sequence

Date : /{(0§/3

(kb)
3.0 -

0
o\j

u-c
BamHI
Bgll

BamHI+ Ba (L

@ Adjust plasmid DNA solution to 25 ng/ul

Date : //ﬁffa’

Primer A pOTB7_F
Primer B pOTB7_R
Primer C =
List of http://dna.brc.riken jp
Sequencing /en/GNPclone3en.ht
Primers mi

DNA (176 P30 ul
10x TE £p %l
dH,0 $42.9  ul
Total 5P¢. 3
@® Shipping

JConc. 25 ng/ 192, Volume: 40 U 2

APPROVED BY :
http://dna.brc.rikenjp/index.html




F ALY A pIIEd IRALO13P10_ABDr_pOTB7_F_E01_13 Inst Model/Name 3500/3500 Instrument
475 =) Biosystems
IRALO13P10_ABDr_pOTB7_F May 10,2016 01:52PM, JST
SIN G:1752 A:1433 T:1261 C:1606 Primer A: pOTB7-F KB_3500_POP7_BDTv3.mob May 10,2016 02:18PM, JST
KB.bcp 5 AACGCGGCTACAATTAATACATAACE 3 Pts 1.577 to 125_14 Pk1 Loc:1554 Spacing:11.0 Pts/Panel1350
KB1.4.18 Cap:13 Version 6.0 HiSQV Bases: 917 Plate Name: 20160510_GNP
TAATACCA TACG AT TTAG GT G ICACTATAGAACT CG ARG GATCCACAAG TTTGTACAAAAAAGCAGGCT TC TAAAACGACGCGCCAG TAACTATAACGGTCCTAAGGT
1 0 19 28 ¥ 37 B 46 5 64 73 82 LA 100
' SP4 promoter BoomH L atth? M3 Sl *

1372
686

6 Ase~woron 0 M noona i W U o I e

. GCGAGGCCTG GG TGGCGAATTCIGGCACGAGGICCTCGTGCCGCGGACCCCAGCCTC TGCCAGGTTCGGTCCGCCATCCTCGTCCCGTCCTCCGCCGGCCCC TGCCCCGCGY
109 118 2 136 145 154 163 172 181 190 199 208 217
EORL
1372 P, L— BC004372.1 (1~

e i /\[\/\/\/\/\[\A/\t\l\/\/\/v\/\f\/\/\/\/\/mm/\f\/vv\
. Mttt sy

JCCAGGG ATCCTCCAGCTCCTTTCGCCCGCGCCCTCCGTTCGCTCCG GACACCATGGACAAGTTTTGGTG GCACGCAGCCTGGEGACTCTGCCTCGTECCGLTEAG CCTG GEG

226 235 244 253 262 271 280 289 298 307 FT6 25
1372
686
0 VVVVUJ\ A _
CAGATCGATTTG ATATAACCTGCCGCTTTGCAGGTGTATTCCACGTGGAG AATGGTC GCTACAGCATC TCTCGGACGGAGGCCGC TGACCTCTGCAAGGCTTTCAATAGC
334 343 352 361 370 379 388 397 406 415 424 433 442
1572
686
0 N%JVVvvVVVvVMMyyyVvVVJVVVVVVVVVVvJVJVVVVVMMvvujbdXuhbVvvJVVvvvavvvaVVVVVyvvJXVJV&JVvvvvVVMVVVVVMNVVJ\VVVVVm@AAA
CC TTEGCCCACAATG GCCCAGATS G AGARAAGOC TCTCGAGSCATCGEGAT TTGAGRAC CTGE CAGG TATGG GT TCATA GAAGGBCATG TG GTEATTICCECGE GATECCACCCCAACTC CA
451 460 469 478 487 496 505 514 523 532 541 550
1378
686
0 W\MWWMNWM\WWWVW’MWW[
TCTGTGCAGCAAAC! CACAGGG GTETACATC CTCACATCCAACACC TCCEAG TAT GACACATATTGCTTCAATGC T TEAGEC TCCACCTG LG GATTGTACATCAGTC
559 568 S 586 595 604 613 622 631 640 649 658 5]
137¢
686
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=) Applied
gﬁ%‘% Biosystems
SIN G:1752 A:1433 T:1261 C:1606

KB.bcp
KB1.4.1.8 Cap:13

IRALO13P10_A6Dr_pOTB7_F_E01_13
IRALO13P10_A6Dr_pOTB7_F
KB_3500_POP7_BDTv3.mob

Pts 1577 to 12514 Pk1 Loc:1554
Version 6.0 HiSQV Bases: 917

Inst Model/Name 3500/3500 Instrument

May 10,2016 01:52PM, JST
May 10,2016 02:18PM, JST
Spacing:11.0 Pts/Panel1350
Plate Name: 20160510_GNP

BACAGACCTGCCCAR

TGCCTTTGATGGACCAAT TACCATAACTATTCGT TARCCGTGATGGCACCCGCTATGT CCAGE GG AG TACAG ARCGAATCCTGAAG
67 676 685 694 703 T2 721 730 739 748 757 766
1372
686
0 D B A A e o B e B 8 N o o e A Y N N o s T oV N Vo Vo e i Yo W s P o SO o N O o eV 5
CATCTACCCCAGCAACCC TACTGATGATGACGTGAGCAGCGGC TCC TCCAGTG AAGGAGCAGCACT TCHA GAGET TRCATCTITITTIRCABE TI T2 ETH
775 784 793 802 811 820 829 838 847 856 865
1372
686
0 e B e PO Ol S T VD S VeI o O S - S e e ey, . D > ———T
CTGTACACCCCATCCCAGACGARAGACAGTCGCCC TGG TCACC GACAGCACAGACAGARBATCCC TG CTACCC TACGET EgIT'rTrEe i . TA EE
874 883 892 901 910 919 928 937 946 955
1372
686
O i S - — e e e e —
TEE 2 ¢ G C 7 G C T GGGGEG AG CC TG AA G L A TG A G AAT G 7 G A G C G ACA ¢ T € AG TTTTED € T 6 T & (
964 973 982 9581 1000 1009 1018 1027
1372
686
0 R e — = S —— —— e S —————— e — __————— —— ———— )
G C T GG . T GG T GG T GG P GG A T T T AT g T & GG CA c C 5T iy T [ P C G (5 C C
1036 1045 1054 1063 1072 1081
1372
686
LE— e — e —— e ——— =
¢ GG G G ce T
109(
1372
686
L0
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gicpagllsegms IRALO13P10_A6Dr_pOTB7_R_BO7_04 Inst Model/Name 3500/3500 Instrument
IRALO13P10_A6Dr_pOTB7 R May 13,2016 01:17PM, JST
SIN G:120 A:103 T:93 C:81 Primer Bt pOTBTR KB_3500_POP7_BDTv3.mob May 13,2016 01:44PM, JST
KB.bcp TTAATGC 3 Pts 1586 to 12508 Pk1 Loc:1563 Spacing:10.92 Pts/Panel1350
KB14.18 Capé 5 GTACTGCAGCCGATTCA Version 6.0 HiSQV Bases: 935 Plate Name: 20160513_mix
GCTIIT G «CE TAIEUE ATTATACGACT CACTA'T G_VGGriG CCG GCAG TETACEGAGCT T 3G TAC G GCTGGGTC-GG CAGCTATG CCATG TGCECATTTCATT
1 10 19 romep-ZB 37 46 55 64 T3 82 91V 100 ) 10¢
ul Pl (B2 Mi3rey oL-See1
CETETTTEICCEG CAQCCEACATAG RTGE CTCEAGITTTTTTTIPT T T T TTT T TIT T GAGTAG 5T TT TAT GC T A GAT TC GCE TG C*k TCAGTAGCACATT
) 118 127 136 thL 145 154 163 172 181 190 199 208 217
—1—> B004372.1 (~ 2367)
1094 Vecton
547 ‘ ‘ ‘
o v . ‘ AUV v l | “ AV A “
GCATCTGTT GTGEGTCCCAGETCCC TG TAATEGETTATGTITEEE CGGTTGTTTCTTTCCE T TEGTGTAGGETGT TACACCC CAATCTTCATGTCCACATTCTGCAGGT
226 235 244 253 262 271 280 289 298 307 316 325 334
1094
7wl ‘ l M O A o “ ‘ oAl M“m J
S AR AT A SRRSO ARARA A
TEETTGTETCAT CAGETGTCAT ACTERETETGEACGT TTETSG 2CGACTCETTGTT CACE L ATE CATCEATTTCC TG AG AU TG GTEECCTE TCEGTTE AGT ECAE TT GEET TT.C 1
343 352 361 370 379 388 397 106 415 424 433 442
1094 ‘
. uﬂ TARHR “ AVl Hhuﬂi I VAT A ﬂmm hm mumu d“ Ml ﬂh
TP A AR AT AR ARTR AN RO SAVRGAARAIAN l WRRAAANAAN
TCGTCCTYC CACAGUITCCATTGCCACTET T GATEACTAGETTT TTE TTE TGLESAEAGE TT CTTCG CTGT TGACTGC TGC* ACTGCAP ! GC C GGCCAARGAGG(
451 460 469 478 487 496 505 514 523 532 541 550 559
1094
o M lu N VA A “ e o
o 1 AJ_LA__. S Y VY VOV Y VI WV OV A YV A Y IV P Y
FATGCC TG NECRGEECATTETEGE TTTE GGG TG TCC T TATAG GACCAGAGGT TETE T TTGCTCCACETTCTTGACTCCCATGTGAGT GTCCATC TG AT TCAGATCY
568 577 586 595 604 613 622 631 640 649 658 667
1094
. i e MWM‘M“ o e e o o
> AT VY A A WV 1 ) WM A T e o e
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Applied

Bi osystems IRALO13P10_A6Dr_pOTB7_R_B07_04 Inst Model/Name 3500/3500 Instrument
IRALO13P10_A6Dr_pOTB7_R May 13,2016 01:17PM, JST

S/N G:120 A:103 T:93 C:81 KB_3500_POP7_BDTv3.mob May 13,2016 01:44PM, JST
KB.bcp Pts 1586 to 12508 Pk1 Loc:1563 Spacing:10.92 Pts/Panel1350
KB 1.4.1.8 Cap4 Version 8.0 HiSQV Bases: 935 Plate Name: 20160513 _mix
ATG AGTGGTAT GGG ACCCC CCACTCGGGTIGGAATGTGTCT TG GTC TCCTG ATAAGGAACGAT TGACAT TAGAGTTGGAATC TCCAACAGT CTGCAGTAACTC

676 685 694 703 712 72 730 739 748 757 766 775

Cr GGACCCAG TCTTAGC TGAGGTCACTG GG ATG GETCETECTTITIECTTIEG T GTGCGIGGE GT TGAGAGG TAT CCTTECCAGT AGTAGTTG AY
784 783 802 811 820 829 838 847 856 865

S CETTE A G TEATTI GG GCETETE T TE TTEEEG CC TG TG (& T E il Ll A B TT G & TT G T TE GAG T G G TIT G TIT G G TG T TDT
374 883 892 901 910 919 928 937 946 955
1094
547
0
T I B OTTT CEE G 7 51 TT J U e il TGT &G e G T & T G LG 7 & TC T EGEEME € G T G T C B TT G G GG
964 973 982 3991 1000 1009 1018 1027
1094
547
0
1094
| 547
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