Genome Network Project_Full ~Length cDNA clone

RIKEN Clone ID : IRAL042H09
Vector : pOTB7

@ Plasmid DNA purification
Date: [RCb (]

Date: 130E12

Gene Engineering Division RIKEN BRC

Lot#: 7566_A8F7

Gene

Accession No.

TLR4
BC025294.1 2762 bp
CcDS — bp

@ Digestion by restriction enzyme/Concentrarion calibration

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 4.5 kb

Bglll 2.7,1.7,0.1 kb

BamHI + Bglll 1.6kb (Vector)

1.7, 1.1, 0.1 kb

Date : (80612
DNA concentration (0.D.):__ | 2 ng/ul
DNA 0.8 ul
Enzyme (BamHI + Bglll ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 7.2 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

Date : /CPOé/j’

Primer A pOTB7_F
Primer B pOTB7 R
Primer C »
List of http://dna.brc.rikenjp
Sequencing /en/GNPclone3en.ht
Primers ml

uncut
BamHI
BglT
BamHr+RaL

@ Adjust plasmid DNA solution to 25 ng/ul

Date : /fﬁé /5

DNA ([ 12 ng/ul) §£2.0 ul
10x TE 36.C__ul
dHZO ‘;48\6 ul
Total ))5 rj ul
@® Shipping

|!iConc. - 25 ng/ 12, Volume :iQ_u Q

G omermmifflel—oterrem—p

APPROVED BY :
http://dna.brc.riker‘-.jp/hldc.-\.html




\ éggglflset%ms IRAL042H09_A8F7_pOTB7_F_A02_02_ABI24 Inst Model/Name 3500/3500 Instrument
IRALO42H09_A8F7_pOTB7_F Jun 13,2018 10:00AM, JST
SIN G:337 A:547 T:381 C:586 10 A pOTBTF KB_3500_POP7_BDTv3.mob Gray line indicates quality value Jun 13,2018 10:15AM, JST
KB.bcp ) , Pts 1874 to 8706 Pk1 Loc:1842 Qv) Spacing:10.24 Pts/Panel1350
KB1418 Cap2 5' AACGCGGCTACAATTAATACATAACC 3 Version 6.0 HiSQV Bases: 711 \@V¥) <40. Plate Name: 20180613_GNP
TATAG T C.G GG TCCAC GTTTGTAC 3 GCAGGCTTGT ACGACGGCCAGT CTAT CGGTCCT GGT~G Ci
1 10 19 28 37 46 64 gz 7 91 100
BomH L attB1 Ml3‘Fwa|.
1164
. MMM/\/MM\/\N\/\/WW /\/W\AN\A/\N\AAN\/V\[
0

SAGGCCTGGGTGGCG TTC|GGCAC G AGG CTECTC GE TCAGS ACGGETGE ATAGCS AGECACGCAT TCACAGGG E.C C'GC LEOTCRCASG GTG AGG 2TG AT GCC GG
19 118 le 136 154 163 172 181 190 199 208 217

Eco
QW\/\/\AA b M\ BCOZ%M /\/\W/\/\J\ N\/\[\/\MV\A/\MMAA MMN\/\/\A

1164
582
ATGATGT CiGCCTCGCGCCIGGClGGG ETOTEAPECCAGCCAT G CETTCETETEETE EGITE AGRACEAG CGCTGGG AGCCCTGCG TGGAGGTGTG TCC G ACE TTG
235 244 262 271 280 289 298 307 316 325 334
| 1164
- /\N\A
TGGGEGCATATCAGAGCCT? me CRCETC TETACET \.TTGACAGG G ER TCCAGAGTTTAGCCCTG GG GCC'ITTTCTGG CTATEC GTTTACAG AGCT GG'“
343 370 379 388 397 406 415 424 433 442
1164
o /\[\/\A | \ | I\
GGCTGTGGAGACTSE ATCE AGCATCTETAGAG CTT ELCEAT T.6 G AEAT ET LRI ETTTG GA GTT TETEEETCACAATCTTATGC T T TTE T TACIE ™D
451 460 469 478 487 496 505 514 523 532 541 550 H
1164
& WA\[\MAM\W@V\[W/\MW\@W
o PWYWIWW AN
G & ETT TTT G TETG CiER T GAGCACTTE GAE CTT DCEE GC i) G RTTE T T & CGhE CTT&ELEEETTECTAL
159 568 577 586 595 604 613 622 631 640 649 65¢
1164
582
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= ég%‘;‘set%ms IRALO42H09_ASF7_pOTB7_R_B02_05_ABI24 Inst Model/Name 3500/3500 Instrument
} IRALO42H09_A8F7_pOTB7_R Jun 13,2018 10:00AM, JST
SIN G177 A229 T:264 C298  primer B: pOTBI-R KB_3500_POP7_BDTv3.mob Gray line indicates quality value Jun 132018 10:15AM, JST
KB.bcp Pts 1897 to 8706 Pk1 Loc:1865 sacing:10.26 Pts/Panel1350
KB1.4.1.8 Cap5 5 GTACTGCAGCCGATTCATTAATGC & Version 6.0 HiSQV Bases: 695 (@QV) < 40. >late Name: 20180613_GNP
TCTACCACTT TG TACAAG AAAGCTGG G TCAG G CAGCTATG ACCATG TGCCATT TCAT TAL
1 il 21 31 4 il | 61 71 r 91
B L attpr Mi3 rev’ P1-5ce
1042
521
0 /Y L\ . | | _
TCTCTTTCTCCGCACCCG ACATAGATGCCTCG AGITTTTTTTTTTTTITTITTTTTTTTICTGT TTTCTCTGTCTTTATTCAACTTGATG AGGT Q GTTGAAATGACT TTCT
11 121 131 Xhol | 141 151 161 171 181 191 201 211

Veclor «—t—> BC025294.1 (o 2762)

_? 0t o A m.nuuummmhmdunln I

TTGTCATGGEGT TCECTTGACTGAGTTGGTTGAAATGCCCACCTGGARMAACTCTGTATTT TAG TCTAGCATTTATTCCCTCTGCACTGG G TCCT T A TTAGCAGCCCTGCAT
221 237 241 251 261 271 281 291 301 311 321 33]

1042

mm Hl“hﬂLllluu“klhmll 1l lu!kh WL uthﬂWHhuMh e hll o

TCTAGTGCACCATGGAATTACTCACCCTTAGCATAAGGCCTGRACATGTGGCAGCATTT TACTTATTAACTGAACRAGTGTTGGACCCAGCTGGGCAAG TGCCTCAGG AGG
L 341 351 361 B 381 391 401 411 421 431 441

um.hMhl.mlmlll \y mlu‘udh W sl mu uldmmﬂmmhdhm‘M

TTTTITATTITTCETCTTC ? TAGATGTTGCT TCCTGCC TTGCATCCTGTACCECACT GT TCCTTCTGGATTCCATGATTTACCATCCAGCAGGGETTTTECTGAGTCGTCTE ¢
451 461 471 481 491 501 5.1 521 531 541 551 561

1042

1042
521

M AMAAAAA_A_.LAJAMALAMMA‘M T e L ey

GAAGATGTGCCGCCCC
571 581 591 601 611 621 631 641 651 661 6

1042

521
L&MA@—\M&Y-
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