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

RIKEN_Clone_ ID : IRALO16N11

Vector : pPDNR-LIB

@ Plasmid DNA purification

Date : (70904

Date: | 70906

Lot#: 7566_ATI4

Gene NAGK
Accession No. | BC005371.1 1233 bp
cDS 1035 bp

@ Digestion by restriction enzyme/Concentrarion calibration

Date : |70306

ng/ul

DNA concentration (0.D.):__ | 27
DNA 0.7
Enzyme (EcoRI + Xhol ) 0.5 + 0.5 ul
Buffer H

dH,0 7.3

Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

<o
Marker : 2-Log DNA Ladder (NEB#N3200L) =
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Purification : QIAGEN Miniprep kit —> dH,O 100 ul

< Size of fragment expected from this clone >

EcoRI 5.2 kb

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

Xhol 5.2 kb

EcoRI + Xhol 3.9kb (Vector)

1.3 kb

EcoRI "'thl

@ Adjust plasmid DNA solution to 25 ng/ul

Date : /70?08

§#.0

@ Confirmation of the insertion sequence DNA ( (2%  ng/ul) ul
10x TE 40,9 _ul
Date : {70407 dH,0 285.0_ul
Total 6{0?‘9 ul
Primer A T7 long
Primer B M13 Reverse Shipping
Primer C poly(A) region primer #0
List of http://dna.brc.riken jp Conc.: 295 ng/ U Q,  Volume - 4Q _u 2
Sequencing /en/GNPclone3en.ht
Primers mi (T . nsﬁ u 0 vl . U [1}
17.9,08

APPROVED BY :

http://dna.brc.riken.jp/}. reesxchemi



Applied IRALO16N11_AT7l14_T7long_A01_01_ABI08 Inst Model/Name 3500/3500 Instrument

BIOSyStems IRALO16N11_A714_T7long Sep 07,2017 09:00AM, JST
SIN G:71 Ai76 T:52 C:77 Primer A : T7 long KB_3500_POP7_BDTv3.mob “ray line indicates quality value Sep 07,2017 09:24AM, JST
KB.bcp Pts 1799 to 8703 Pk1 Loc:1767 @v) Spacing:10.62 Pts/Panel1350
KB1.4.1.8 Cap:1 5 CGCCAAGCTCTAATACGACTCACTATAGGG ¥ Version 6.0 HiSQV Bases: 709 (@Y) < 40. Plate Name: 20170907 _mix
CGGCCGCATAACT TCG TATAG CATACATTATACGAAGTTATCAGTCG ACGG TACCG G AQ
1 11 21 31 a1 ST Apt L 61 71 ,@DXP 81 91 SalT 10 kpnl 1
1206
. | I\ oA
’ AN A A VAN AN AN ARV
TATGCCCGGG AARTTCGGCCATTAC GG CCJGG GG[ACGCAAACGG CGGG ACCAGCAGCGACGGTAGCAGCAGCATGGCCGCG ATCTATGE GG GTGTAG AGGGGGG 4G GCACAC
- __Fj 131 141 151 161 171 181 191 201 211 221
1206 Veclor < BCOp537l-1 ( 1~ )
T MAWAAMWMWWMMMMMAMMMMM\A Nl
TCCG AGGTCCTTTTAGTCTCAGAGG AT GGGAAGATCCTGG CAGAAGCAGATGG ACTGAGCACAAACCACAGGCTGATCGGG ACAGACAAGTGTGT GGAGAGG ATC
231 241 251 261 281 291 301 311
1206
| TGGTGAACAGGGCCA? FAGTAGGGGTGG TCCTCTGGT ACCGCTGCGAAGCTT GG GCCTATCTCTGAGCGGTGGGGACCA GG AGGAC GCGGGG AGGATCCT GAT CG A GG
341 351 361 371 381 391 401 411 421 431 441
1206
603 l ‘
|0 A “ A : ‘ , VLYV
GCTGAGGGACCGATTTCCCTACCTGAGTGAAAGCTACT TAATCACCACCGAT GCCGCCGGCTCCATCGCCACAGCTACACCGGATGGTGEAGTTGTGCTCATAT CTGEAAC
451 161 471 481 491 501 511 521 531 541 551 561
1206
603 I \ /
/ A \
0 o't 10 B e s )
571 581 591 601 611 621 631 641 651 661 ¢
1206
603
0
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Applied IRALO16N11_A714_M13reverse_B01_02_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems IRALO16N11_AT7I4_M13reverse 7. (o0} Sep 07,2017 09:00AM, JST
S/N G:64 A:65 T:57 C.74 Primer B : M13 Reverse KB_3500_POP?_BDTV3mOb G.I-ay line 1indicates qua]_ity value Sep 07,2017 09:24AM, JST
KB.bcp Pts 1785 to 8703 Pk1 Loc:1753 Spacing:10.55 Pts/Panel1350
KB14.18 Cap2 5 AAACAGCTATGACCATGTTCA 3 Version 6.0 HiSQV Bases: 683  (@QV) <40. Plate Name: 20170907_mix
‘ GCTTCTCG AGGGCCGAGG CGGCCG CTGT"TTTTTT"IIII‘”TTTIT TTTTTTTTTTGAGAGTGG AT GTGCATTTAT
1 i 21 31 xho 41 51 81 91 101 T
- —;80005371-1 ( ~1233)
990 Veclo
- WA e ‘ “l
: | A AU
T P PTEeTATETT TET T2 TTET GGG LGG GC GACTCCTTCCTT TCAGACCCAG TGTCCACTGAGUOTTGEG AGGGGGTGGAGC CG GG RACCAGCCECCET aA
‘ 121 131 141 151 161 T7.E 181 191 201 211 221
990

% bbbl nmlsuml TR AR T

~GGTGT T GGC PTG e CAT TG GC GO TATAG TELAT GE GG AGGAGETGEECG ATGTGEETGECECETT?
231 251 261 271 281 291 i 321 331 34
990 l
s |l L hlm h“llH“
o AN .“i- il i i Hu_.\ ALY H-.A Lk
1 351 361 371 381 391 401 411 421 431 441 451
990
495
O =
461 47 481 491 501 511 521, 5151 541 551 561
990
495
0
571 581 5971 601 611 621 631 641 651 661 671
990
495
0
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Applied

SNGIOATOTSCH  prinerO: o rgienprimert  NESSFCPLETNOS  Gray line inictes qualty valve  SeD 701 024t 7
KB1418 Cap:3 5 TTTTTTTTTTTTTTTTTTTTNNN 8 Version 6.0 HiSQV Bases: 685 (iV); jfc [ GGséage;ia;negzcogzoc?z?_;n;x
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