Genome Network Project Full ~Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN_Clone_ID : IRALOOQO7I11
Vector : pOTB7

Accession No.

@® Plasmid DNA purification

Date: [31210

Date: {3 v2(!

Lot#: 7566_A3L6

Gene ATG4B
BC000719.2 2803 bp 1..2803
cDS 1182 bp 8..1189

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

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

@ Digestion by restriction enzyme/Concentrarion calibration

¢ Size of fragment expected from IRALOO7I11 >

BamHI 4604 bp

Bglll 2768, 1836 bp

BamHI + Bglll 1615bp (Vector)

2768, 221 bp

Date: |3 (2 (!
DNA concentration (0.D.): 218 ng/ul
DNA 0.2 ul
Enzyme (BamHI +Bglll ) 0.5+ 0.5 ul
Buffer H 1 ul
dH,0 7.%  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
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@ Adjustment of DNA concentration

Shipping amount : 40 ul

Date : B l'l | Concentration at the time of preparation of plasmid DNA : 25 ng/ul
Primer A pOTB7_F Date: |2 (2|5 -
Primer B pOTB7_R
Primer C - DNA (_218  ng/ul) ¢2.0 ul
List of http://dna.brc.riken,jp 10x TE 7.5 u
Sequencing /en/GNPclone3en.ht dH,0 c6|.5 ul
Primers ml g 715.D l
::713112. ¢ .‘
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2 Ap plied IRAL0O7I11_A3L6_lll_pOTB7_F_B11_05 Inst Model/Name 3500/3500 Instrument

N\ ms
B'OSVSte IRALOO7I11_A3L6._Ill_pOTB7_F Dec 12,2013 01:13PM, JST
SN G:92 A:B2 T:58 C:62  Primer A: pOTBT-F KB_3500_POP7_BDTv3.mob Dec 12,2013 01:40PM, JST
KB.bcp ' Pts 1365 to 13330 Pk1 Loc:1342 Spacing:11.85 Pts/Panel1350
5' AACGCGGCTACAATTAATACATAACC 3
KB1418 Cap5 Aatled Version 5.4 HIiSQV Bases: 1022 Plate Name: 20131212 mix
ATR2AC TAC G T PR G GT CZEACTATAGAAQTCG GG TCC C GTTTGTACE . GC? GGQI CGALCGGCC i F CGGTCCTI GGT~GCG

1 1 21 317 101 111

SP6 promoter - BWH‘L ot Bl M3 Sud -
1194
597
Md

AGGCCTGGGTGGCGARATT TTC'GGC CGAGGITCCCRAGATGGACGCAG CTAC TCTGACC TACGACACTCTCCGG TITGCTGAGTT TGARGATTTTCCTGAGACCTCAGAGCCCGTT

121 F 141 !Jhwk?5l 161 15785 181 191 201 211 221
HCM?I.
o BLoooT(§.2. ((~)
1194 vector - e
. Nl | \
0 \ \
TGGATACTGGGTAGAAL TACAGCATTTTCACAGE AACCACGAGATCTTGTC T GRATEGTGCCATCTAGACT TTGGTTTACATACAGSE AAACTTTCCAGCCATTGGGGGGEAC
231 241 251 261 231, 281 291 F01 311 321 331
1194
597
0 /\ \
CGCCCCACCTCGGACACAGGCIGGGGCTGE PEGCTGCCGIGTEGRACAGATGATCTTTGECEC AGCCCCTGG TG TGCCGGCACC TAGGCCGAGATTGGAGGTGGRCACAARAGGAR
341 351 361 371 381 391 401 411 421 431 441 451
1194
. \A{V\/\/\/\N\/W\N\NW |
0 \/ A
CACGCAGCCAGACAGCTACTTCAGCGTCETCRACGCATTC TG ACAGCAACGACAGT TACTACTCCATTCACCAGATAGCGCE TGGGAGTTGGCG? GGC’ GTCCATAG
461 471 481 491 501 5171 521 531 541 551 561
1194

GCCAGTGGTACGGGCCC CACTGTCGCCCAGGTCCTGAAGAARGC TTGC TGTCT TCGATACGTGGAGC TCCTTGGCGGTCCACATTGCAATGG CAACACTGTTGTGATG
571 581 591 601 611 621 631 641 651 661 671
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Printed on: Thu Dec 12,2013 03:33PM, JST Electropherogram Data Page 1 of 2




vt Applied IRALO07111_A3L6_Ill_pOTB7_F_B11_05 Inst Model/Name 3500/3500 Instrument

' Biosystems
y IRALOO7111_A3L6_llI_pOTB7_F Dec 12,2013 01:13PM, JST
S/N G:92 A:82 T:58 C:62 KB_3500_POP7_BDTv3.mob Dec 12,2013 01:40PM, JST
KB.bcp Pts 1365 to 13330 Pk1 Loc:1342 Spacing:11.85 Pts/Panel1350
KB 1.4.1.8 Cap:5 Version 5.4 HiSQV Bases: 1022 Plate Name: 20131212_mix
GAGGAAATCAGA FGCTTGTGCAGGACCAGCGTTCCCTGTGCAGGCGCCAECTGCGT TTCCTGCAGATTCCGACCGGCACTG CAACGGATTCCC TGCCGGAGCTGAGGT!
681 691 701 711 721 731 741 TS 761 771 781
1194
- WMM&M&WM dﬂm(‘“j@d\(r MM\&WMM{XM
0 VA AR ¥,
~ACCALCAGGCCGTCGCCATGGAGACCCCTGGTACTTCTCATTCCCC TGCGCCTGGGGCTCACGGACATCAACGAGGCCTACGTGGAGACGCTGAAGCACTGCT!
791 801 811 821 831 841 851 g6l 871 881
1194

& MMM%MW»WMMMMMMM

TGCATGCCCCAGTCCCTGGGCGTCATCG GAGGGAAGCCCRACAGCG CCCACTACTTCATCGGCTACG TTGGE TGAGGAGLCTC TCTACC TGGACCCC
891 901 811 921 931 941 251, 961 971 981

CACACCCACBEARAG CCAGE EG TGG GCCCACTG TGGC TGC TTC T B Gk CG =G @ & 1IT C,'CAGCCC.GC--CCCGCCCG TG CCG C 2
»]991 1001 1011 1021 1031 1041 ’]\ 1051')\ 1061/P 107

X X

TG GCATCG CGG E € TIT G CEEC e T CC T
'1 1081 1091 1101 1111 1121 1131
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Applied

IRALOO7111_A3L6_llIl_pOTB7_R_C11_08 Inst Model/Name 3500/3500 Instrument

- Blosystems IRALO07I11_A3L6_lll_pOTB7_R Dec 12,2013 01:13PM, JST
SIN G:27 A:24 T:22 C:18 Primer B: pOTBT-R KB_3500_POP7_BDTv3.mob Dec 12,2013 01:40PM, JST
KB.bcp ) N Pts 1361 to 13271 Pk1 Loc:1338 Spacing:11.72 Pts/Panel1350
KB1.4.1.8 Caps8 8 GTACIGCAGCCOATTCATTAATGE Version 5.4 HiSQV Bases: 987 Plate Name: 20131212_mix

CTTECTELCEE TTIICLE TTAATAC G ACCTCAC TATAG 5 GIGACCGARICAG 2ATCT.ACCAC T T TG "ZiC G LGCTGGGTCAGG LCAGCTATG CC TETEECCATTTEATTAC &%
1 11 21 3 4 51 el 71 81 111 121
890
445
0 \ LA -
CTTTCTCCGC O CACATAGATGCC TEGARIT TTT TT TTTITTTTITTITTT TTTETTTTC TAC TGAAAS TTATTATT T GCCATT GAATTGC CETAT ACTALTE
1.34. 141 151 161 191 201 2 221 231
Xhel ‘chcr}ﬂ 1 LNZB’M)
% M\/W\NWW\WWV\AM ful
. \ l‘ Ll ““ Nl “ﬁ“ AN, “
0 ‘ lA “A A AN A ‘ A“ AAu ‘ ‘ ‘“
. EAT T BT eI TCATT SCCTTTTTEARA] CaCcaCG "sz \ GC TCCCE TTTEETCAAGE TECTC CCACACATTCCCACTG CAGECTCCEAG CACE GCGGCGCACCATGARA
241 261 21 281 291 301 31 321 331 341
890
s g l T Il o O
o' A A VAL Al WA AV AUV GOV WLV AV A AN I
CTCGGACGTGGAGCCCAAGG TCCAGCATC GCACCAGBCCTTCCC TGC TTCCCCACCCCAACTACS CCCRAAGGGAGAAAGGATAC GAGGRAAATACACTATGTCTTCE TGCTTGC(C
351 361 371 381 391 401 411 421 431 441 451 46
890
e MMM it
AJAA‘."‘ A A‘ "A ‘ f‘ ““A ‘A‘-A A'RN A. & “‘ L“ “A A A A ‘A AQAAA.A LL. A AA\’ A fa

56G6GGCTGGGEETGTCCTCTGCTACCAGGTGGGLCGGTCAGTGCCGACT GTCCGGCGCGCGTCCTCGGGG TCTCCGGC CCCCGACCTACAC

., GCAGCAGCAGCAGCAGCA

890

. ““ﬂmmhm !Alﬂﬂhhhh“ ulm WA ,A A hAAMMJm Mﬂhhy&hﬂgﬂdhlj
» 581 591 601 611 621 631 641 651 661 671 681
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"\, Applied IRAL007I11_A3L6_Ill_pOTB7_R_C11_08 Inst Model/Name 3500/3500 Instrument

/. .0 Biosystems
’ IRALOO7I11_A3L6_llIl_pOTB7_R Dec 12,2013 01:13PM, JST
SIN G:27 A:24 T:22 C:18 KB_3500_POP7_BDTv3.mob Dec 12,2013 01:40PM, JST
KB.bcp Pts 1361 to 13271 Pk1 Loc:1338 Spacing:11.72 Pts/Panel1350
KB 1.4.1.8 Cap:8 Version 5.4 HiSQV Bases: 987 Plate Name: 20131212_mix
CLGLGCAGCG GGGCAGR ATGCACTCTGGGACCCGGGACAGCAGGTTACACAGGGTCAGGCGGTGEGTGGGTGCTGCAAITCGGGGCTGAGGTTCTGGARAATGCCACCAGS
691 7011\ T 721 731 741 751 761T 771 781 791
890 (7 X
445 ‘ u '
o AL WO ,,A.EAA.L_.NJH_,..._ W D0/ W0 NV IO P ORI OB MG IAGCY. AUC XN
TG ATGCCLCCCTGTGGTGTCTGCCCAC CACA CACCACA *GACTCAAGTIGGTTTTCCCCTTTTGGCCC TARACCACCTARCACCTCAG (GGLCATGGEG AGG GCAATTIC!
801 811 §21 831 841 851 861 871 881 1\ 891 9}’&1
890 A X
445
0 UK XL A W0 . _
I CAG(A G GCARCCGACATGCGGG PAGECE TC CTGGGGAG 2 G GCACGCCCG TCCACCC TC AGGCCTGACTGITCACEGG T GG AEGG CCCCGCECCCCCCCE TC #CC AC
911 921 931 941 951 961 971 981 991 1001 1
890
445
C TGGGGG %A GCTTG CCACA G AA2T GCCACAZGC AC TGGG A2ARA GGG ACAACTITC TG A4 GCGGC ACGEGC T CAARGCFAG CAPAGC TCCCAGGG ACAAG CCRALA CG
011 1021 1031 1041 1051 1061 1071 1081 1091 1101 1111
890
445
0 , : S 4 A
G CCC TTTC TG CCCAG G CC GARCCACGGC TG 16 T € TG TG CACG (C ToE T Ean G TT BE € c e g i
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