Genome Network Project_Full ~Length cDNA clone

RIKEN_Clone ID : WO1A033N09

Gene Engineering Division _

RIKEN BioResource Research Center

Lot#: 8472 B2Ir

Vector : pPENTR-TOPO Gene CD3D
Accession ID of Origin] BC070321.1 771 bp
cDS 516 bp
@ Plasmid DNA purification
Date : 22 /0 D:f‘ o3 Culture : LB (25 ug/ml Kanamycin) 5 ml -> at 37 deg C over night
Date: 22-/00 % Purification : QIAGEN Miniprep kit => dH,0 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: 22 /00 %

DNA concentration (0.D.): /7 ﬂo ng/ul

< Size of fragment expected from this clone >

DNA 089 ul
Enzyme (Notl + EcoRV ) 0.5+ 0.5 ul Notl 3.2 kb
Buffer H 1 ul EcoRV 3.2 kb
dH,0 P24 ul Notl + EcoRV 2.5kb (Vector) 0.7 kb
Total 10 ul
Erectrophoresis : 1% agarose gel, 1x TAE Buffer DOG @6 (1):Marker
@:uncut
Marker : 2-Log DNA Ladder (NEB#N3200L) @):Notl
{kb) @:EcoRV
10.0 _ .
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3:0 2.0 30 o
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l:g 10 -l
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Date : 22.10.(8

@® Adjust plasmid DNA solution to 25 ng/ul

@ Confirmation of the insertion sequence DNA ( # 5 ng/ul) 82,0
10x TE 6T il
Date: 22 /0 // dH,0 263 ul
Total 387, 0
Primer A M13
Primer B T7 long @ Shipping
Primer C =

http://dna.brc.rike Mconc. : 25 ng_/ u Q, Volume : 40 U 2

st 0,1; Sequenclng nJjp/en/GNPclone
rimers
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= Applied .
A;% Bi osystems | 8472_WO01A033N09_B2ir_M13(-40)_A03_03_ABI24 Inst Model/Name 3500/3500 Instrument

8472_WO1A033N09_B2ir_M13(-40) Oct 06,2022 12:03PM, JST
SIN G:252 A:224 T:187 C:218  Primer A: M13 KB_3500_POP7_BDTv3.mob Gray line indicates quality value Oct 06,2022 12:31PM, JST
KB.bcp e . . Pts 1505 to 13694 Pk1 Loc:1482 _ Spacing:12.12 Pts/Panel1350
KB1418 Cap3 5 GTTTTCCCAGTCACGACGTTGTA 3 Version 6.0 HiSQV Bases: 856  (QV) < 40. Plate Name: 20221006_GNP
1 10 - 19 28 37 16 55 64 73 82 91 100 109

1154

577

0

GAGCCGCCACHA TG G AACATAGCACGTTTCTCTCTGGCCTGGTACTG GCTACCCTT
118 127 136 145 154 163 172 181 190 199 208 217
1154

Vector | |, pco7o3zl. | (138~
A

: i A

CTCTCGC GTGAGCCCCTTC GATACCTATAGAGG CTTGAGGACAGAGTGTTTGTG TTGC! TACCAGCATCACATGGGTAGAG GG AACGGTGGG CACTGCTCT(

226 235 244 253 262 274 280 289 298 307 316 325 334
1154
877 ‘
o | A 7
GACATTAC GACTGGACCTG GG A! CGCATCCTGGACCCACGAGG TATATAGGT GT TGGGACAGATATATAC GG AC G TCTACCGTGC BT TGATTATC |
343 352 361 370 379 388 397 406 415 424 433 442
1154

; o o oo

E} TGTGCCAGAGCTGTGTGGAGCTGGATCCAGCCACCGTGGC TGGCATCATTGTCAC TGATGTCATTGCCACTCTGC TCCTTGCTTTGGCGAGTCTTCTGCTTTGC TG GACAT
451 460 469 478 487 496 503 514 523 532 541 550 559

1154

o \ il

GAGACTGG GGCTGTCTGGGGCTGCCGACACAC GCTCTGTTGAGG TGACCAGGTCTATCAGCCCCTCCGAGATCGAGATGATGCTCAGTACAGCCACC TTGGAGSY
568 577 586 595 604 613 622 631 640 649 658 667

1154
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pplied .
g\:‘% Bi osystems 8472_WO01A033N09_B2ir_T7long_E03_15_ABI24 Inst Model/Name 3500/3500 Instrument

8472_\WO1A033N09_B2ir_T7long Oct 06,2022 12:03PM, JST
SIN G:211 A:271 T:178 C:24¢ Primer B : 7 long KB_3500_POP7_BDTv3.mob e T Sy . Oct 06,2022 12:31PM, JST
— - : tes qual I
KB.bcp —  Pts 1458 to 13608 Pk1 Loc:1435 Gray line indicates quality vabie Spacing:12.14 Pts/Panel1350
KB14.18 Cap15 8 AAGCTCTAATACGACTCACTATAGGG 3 Version 6.0 HiSQV Bases: 946  (QV) < 40. Plate Name: 20221006_GNP
[CCTG TTCGTTGC G TTGAT GC TG GTTTCTTAT T GCCAAET TTG& TAC G GCTi
1 10 19 28 37 430 55 654 T3 B g1 100 109
attl=
986
493 u
’ e IV \
SGEGTCGGCGECGECECCACCCTNITGC TACC TT AAGAGAGGAGCAATTGT TCACA GG ! CRCRACTTGEGT TEEG AGCCEAGTY T CTEC GGTGEGCTGTAC TG AGCATCATETCEBA
llSAscl 127 136 145 154 163 172 181 A 190 199 208 213
e 07032).1 ( ~ 653
986 Vector 5B )
| ORI
0
I CTCGG AGGGGCTGATAGACCTGGTCATTCCTC EAGAGCTTGTGTECTC GGCAGCCCCAG ACAGCCTTCCAGTET CATGTCCAGC GCAG GACTCCCAI GCAAGGAG(
226 235 244 253 262 271 280 289 298 307 316 325 334
986
S “ﬂ“ﬂ sl \ ‘
o WUV VWUV ALY | | | ﬂ L
CAGAGTG GC TGACATCAGTGAC TGATGCCAGCCACGGTGGCTGGATCCAGCTCCACACAGC TCTGGBCACAT TCG AT TG ETTEECACGGETAGATTCTT TG TCE TTG TN
343 352 361 370 379 388 397 406 415 424 433 442
986 ‘ ‘
> Ll U U O M VR
: Aﬂ VAT AN VAN AN UV VW TRV UUV VU
T TGTCCCATTACACCTATATAT TCCTCGTG GG TCCAGGATGCGTTTTCCCAGGTCCAGTCTTGT TGTETGAGAGCAGTGTTECECCACCGET TECCC TCTACCCATGT G
451 460 469 478 487 496 505 514 523 532 541 550 559
986
ol T | g
_Q_ s e e e ‘_ - = - ——— ".;AL_*_.:.;A ,._‘_ A
TGCTGGTATTGC TTCAC CACTCTGEGTCCTCARAGT TEETEC TATAGGTATE TT G GGGGCTCACTTGCGAGAG GGGTAGCCAGTACCAGGCCAGAG AG AC GT !
568 577 586 595 604 613 622 631 640 649 658 667
986
| o o
0 . i
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