Genome Network Project_Full —Length cDNA clone Gene Engineering Division RIKEN BRC

RIKEN_Clone_ID : IRAK106P24

Vector : pBluescript

@ Plasmid DNA purification

Date : 20,(0.,13

Date :20.1p . (4

Lot#: 7566_B0J8

Gene ACE?2
Accession No. | BC048094.1 3339 bp
cDS 2418 bp

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

Purification : QIAGEN Miniprep kit —> dH,0 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 20,0 . |

ng/ul

DNA concentration (0.D.): 32 5_

DNA 02 ul
Enzyme (EcoRI + BamHI ) 0.5 + 0.5 ul
Buffer H 1ul
dH,0 9.7 il
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

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

< Size of fragment expected from this clone >

EcoRI 43, 1.8kb
BamHI 3.9, 2.2 kb
EcoRI + BamHI 2.8kb (Vector) 15 11,07 kb

(D:Marker
@:uncut

3):EcoRI
@:BamHI
(B):EcoRI + BamHI

@ Adjust plasmid DNA solution to 25 ng/ul

Date :2’-0()-02«
@ Confirmation of the insertion sequence DNA ( 325 ng/ul) 4p.0 ul
10x TE [1T.0
Date : 0.1 1.9 dH,0 963.0 ul
Total [ [“[0‘ g ul
Primer A T7
Primer B Reverse?2 @® Shipping
Primer C =
List of http://dna.brc.riken jp dConc. . 25 ng/ L2, Volume: 4Q_Q Q
Sequencing /en/GNPclone3en.ht
PHITERS ol reTEC gy e Wotume s oo frvame
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pplied
A% Bi osystems 7566_IRAK106P24_B0J8_3_T7_A01_01_ABI24 Inst Model/Name 3500/3500 Instrument

7566_IRAK106P24_B0J8_3_T7 Oct 15,2020 09:52AM, JST
SING67A:99T:63C:87  PrimerA:T7T KB_3500_POP7_BDTv3.mob Gray line indicates quality value  ©Oct 152020 10:07AM, JST
KB.bcp . : . * Pts 1845 to 8707 Pk1 Loc:1813 - Spacing:10.78 Pts/Panel1350
KB1.418 Cap:1 5 TAATACGACTCACTATAGGG 3 Version 6.0 HiSQV Bases: 698 (QV) < 40. Plate Name: 20201015_GNP
! TAGCATACAT TATACGAAGTTATG GATCAGGCC ATCGGCCGAG CTCGAATTCGTCG AG|AGCGGTTCAG TG G ATGTG |
1 11 21 31 a1 51 61 532171 Sacil EcoRl 91 01 111
974 —1— [7BCOADI4TL(1v

A _ o

TET TG EGCTCACAGGE GACGATGTCAAGECTCTTEC TG GETE CT TCTCAGE CT TG TTEGETGT CTGCTGCTCAGTCCACCAT TG AGG CAGGCCAAG ACAT TTTTGGACAAG]

121 131 141 151 161 171 181 191 201 211 221
974
487 ‘
0 3 i !
PTTARCCACGAAGCCGAAGACCTGTTCTIATCARAGT TCACTTGCTTCT TGGAAT TATAACACCAATAT TACTG!? ATGT CCAAAACATG AATAATGCTGGGG ACAAATGGT
231 241 251 261 271 281 311 331
974
) /\N\/\[V\
0
CTGCCTTTTTAAAGGAACAGTCCACACT TGCCCAAATGTATCCACTACAAGAAAT TCAGAATCTCACAGTCAAGCT TCAGC TGCAGGCTCTTCAGCE 2 TGGGTCTTCAGTGCT
351 361 371 381 391 401 411 421 431 441 451
974
487
0
CTCAGAAGACAAG AGCARACGGT TGAACACAATT CTAAATACAATGAGCACCATCTACAGTACTGG ARAAGTT TGTAACCCAGATA ATCCACAAGAATGET TATTACTT GAAC
461 471 481 491 501 511 521 531 541 551 561
974
. ‘ ‘ ‘ W
O ! a i - A, L
CAGGTTTGAATGAAATAAT GGCAAACAGTTTAGACTACAATGAGAGG T ; G2 I
571 561 591 601 611 621 631 641 651 661 671
974

0
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A% Bios IIEd 7566_IRAK106P24_B0J8_3_Reverse2_B01_04_ABI24 Inst Model/Name 3500/3500 Instrument

ystems 7566_IRAK106P24_B0J8_3_Reverse2 Oct 15,2020 09:52AM, JST
B e B R e lranmr b g T s B grally eduy, SSUSERICRIERCS
bep 1 PR AP AR N s o oc: pacing:10. s/Pane
KB14.1.8 Cap:4 5 GCGGATAACAATTTCACACAGG 3 Version 6.0 HiSQV Bases: 672 @QV) < 40, Plate Name: 20201015_GNP
T 1] G LGGGARACAARAAGC TGGTACCGGG CCCCCCC TCG AGG/TCAGGCCCTTATGGCCGGATCCRGCGCTGG AG A
i 11 =41 31 a1 51 kP‘nl Apol 71 81 th_ 91 famH] 101
Vectoy |
956
5 ‘ M
0 (| |
GBI T TTT TR T CTTT T TGAGT EBRGT TEeTAG GATTTAT TERGTGC ICTEETTT GTCE TCABCAC TG C T ACACTG TG AGC TACH : GATTTAAGAGACTGGGTACH
111 121 131 141 150, 161 171 181 181 201 211 22
osc 1 — BCOHR0I4.1 ( f\/333‘1
oo A l ottt Il
o UL L WU VARN ANV ATV A YA m AL UMY
JCACTTCAG AGGGTGAACATACAGTTGEGAATT TCCAT TCACT CCACAG TTAGAG ACA-GTAG TCEAGTT TCTATCAGG CATEGCTCTG GE AGTTCACGG AGECCRET B CT Tl
1 234 241 251 261 207 281 291 301 311 321 331
956
= /\MMMMMNW\/\MMW\MMM\/\A o it [\AI\AMMA il
; I Al I | I
GTTTTGTGTTGTCAGGG AGATGTTGATCAAGCACCTTGG AAGTG 2 AARTEGTECE DCTACC TG T TCCC TEGATTE D TC TS TOT TTAGACC TG TEACET TG
341 351 361 A I 381 391 401 411 421 431 441
956
0
ATCGATTCCA ) \TCACTGTAGGCAAATCACCI GTACTTGAACTGAGTTACTGTG AA & TGTCATCCTTGACAATG GATT \GTGAGCTAAT GCATGC
451 461 471 481 491 2R 511 521 531 541 351 561
956
478
A Y\ Mo NN Y oy
CATTCTCAATCCTTGCAGCTACACCAGT TCCCAGGCACTGTCCTTAC L I : AT I 1
5971 581 591 601 611 621 631 641 651 661 671
956
478
0 MMM M MY
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