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

RIKEN Clone_ID : IRAKO74P15 Loti#: 7566_A4K5
Vector : pBluescriptR Gene | MAP1LC3B
Accession No. | BC041874.1 2701 bp 1..2701
cDS 378 bp 629..1006
@ Plasmid DNA purification
Date : (41105 Culture : LB (100 ug/m| Ampicillin) 5 ml —> at 37 deg C over night
Date : (Y4 (iCE Purification : QIAGEN Miniprep kit —> dH,0 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 14 LL0b

DNA concentration (0.D.):__ 6% ng/ul
< Size of fragment expected from IRAKO74P15 >

DNA 0.3 ul

Enzyme (Sacll + Kpnl ) 0.5+ 0.5 ul Sacll 5691 bp

Buffer L 1ul Kpnl 4933, 758 bp

dH,0 7.9 ul Sacll + Kpnl 2862bp (Vector) 2071, 758 bp
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer
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Marker : 2-Log DNA Ladder (NEB#N3200L)
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o @ Adjust plasmid DNA solution to 25 ng/ul
Date : (4 11(0
@® Confirmation of the insertion sequence DNA (168 ng/ul) gl.0 ul
10x TE 8.5 ul
Date: (41107 dH,0 439.1 ul
Total 584 ul
Primer A T7
Primer B Reverse2 @ Shipping

Primer C -

List of http://dna.brc.riken jp 1Conc. . 25 ng[__l,_l Q. Volume: 40 p @

Sequencing /en/GNPclone3en.ht

Primers mi n Contm n“ “ n M !‘ g
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http://dna.brc.rikenjp/indexhtml




é\igg{l&%ms IRAKO74P15_A4K5 T7 E02 14 Inst Model/Name 3500/3500 Instrument
IRAKO74P15_A4K5_T7 Nov 07,2014 09:43AM, JST
SING:11 A:11T:8C:13  PrimerA:T7 KB_3500_POP7_BDTv3.mob Nov 07,2014 10:10AM, JST
KB.bcp . i Pts 1359 to 13124 Pk1 Loc:1336 Spacing:11.57 Pts/Panel1350

KB 1.4.1.8 Cap:14 5 TAATACGACTCACTATAGGG 3 Version 5.4 HiSQV Bases: 11017 Plate Name: 20141107_mix
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Applied

= IRAKO74P15_A4K5_T7_E02_14 Inst Model/Name 3500/3500 Instrument
I T et - A,
BioSystems IRAKO74P15_A4K5_T7 Nov 07,2014 09:43AM, JST
S/N G:11 Ai11 T:8 C:13 KB_3500_POP7_BDTv3.mob Nov 07,2014 10:10AM, JST
KB.bcp : Pts 1359 to 13124 Pk1 Loc:1336 Spacing:11.57 Pts/Panel1350
KB1.4.1.8 Cap:14 Version 5.4 HiSQV Bases: 1017 Plate Name: 20141107_mix
CGCCEGEACCCTCEEGTEGTCEGCCGCCGLCGCCBECCAGATCCCCGCACCATCGCCGT CEGEGAGA PG ACCTTICAAGCAGCGCGCCGEGCACCTTCGA ACAAAGAGTAGAPGATGT
691 701 711 721 721 741 751 761 771 781 791
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ZCGACTTAT TCGAGAGCAGCATCCAACCAZA ATCCCCGG TG ATAATAGAACGATACAAGGGTGAGAAGCAGCT TCCTGT TCTGGATAAAACIAAGTTCCTTIGT ACCTG|
801 811 821 831 841 851 861 871 881 891 901
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\CCATG TCAACATGAAGTCA’GC TCATC ARGAT APTT AGAAAGGC GC TTACAGC TCAAMTGCTAARTCA GGC CTTCTTTCC TG TTGGGTGAACGGGACACAGC ATG GTCY
911 921 931 941 951 961 971 981 991 1001 101
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AGCGTCCTCCAC ACCAATC TCAG G GTTGT ATG AGAGTGAMG AAA GATG AAAG ATGGGATT CCC TGG "APCA G GGT CT A 1G(CCC T CCTCPG GG ACGAAACG |
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Vectm-

pplied

Blosystems IRAKO74P15_A4K5_ Reverse2 F02 17 Inst Model/Name 3500/3500 Instrument

IRAKO74P15_A4K5_Reverse? Nov 07,2014 09:43AM, JST
S/N G172 A:293 T:235 Cif Primer B : Reverse? KB_3500 POP7 BDTv3.mob Nov 07,2014 10:10AM, JST
KB.bcp Pts 1335 to 13142 Pk1 Loc:1312 Spacing:11.63 Pts/Panel1350
KB1.4.1.8 Cap:17 5 GCGGATAACAATTTCACACAGG 3 vVersion5.4 HiSQV Bases: 1030 Plate Name: 20141107_mix
ATGAAIA (G ATTCIGCC AGCTCG AATTAACCC TCACIAAAGGG AACAAARMAGCT GGTIACCGGGCCCCCCCCC TCG AAGG?TCAGGCCCTTATGGCCG GAT CC.'.GCGCTGG'G.'-!
| 1 11 21 31 41 51 kPhl GIAPaI 71 81 91 ﬁﬂ'ﬂHllOl 11:]
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GTTITTTIT TTTTT ITTT TGAT G ACAG T T T ITAAT T TG CC T T TATTCAAC TTAG T TCATT TAAR \TCTTTTAAAGATCCTATAAATAAAGTGACCACT CACA GG"I'.'.",GG'I:
. 21 1581 141 151 161 LAY 181 191 201 211 221
BC041874.1 ( ~ 2701)
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CACCEC TCAGCGCATET TATT TTTTTICT TA AAGCAGTATTTCTTACAGGAATC TTACTGATCACACGGTAGT A T NTGTCAGATATGATGTATACAGTCTAR CGG1
241 251 261 271 281 291 301 F:1:. 321 331
1240
CAGTCCAGT n h AATACACATATTAAARAGTTAGCCAAGTGGACA GLGC GCGGGGGGGCG AGCA GGG CAGGA C“CCTT"" CAT 'C‘.(
341 351 391 401 411 421 431 441 45‘
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:TAGAGGGCCCAGATGCAAAGAATCTGGT TCCECET ACAGTD?P CAGETT ; ATACAGGTATTTCATACACH TAAACACACARGGGTAAGTTGTGA C"lC
1 461 471 481 491 501 514 521 531 541 551 561
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CTACACATAGGGTC TAAAGTGGTGTAATTGT GATTTTCCT GTGATACTCCCAAGAAAACTATAAATAGTGAACCC CATGCAAGTACTG GG GCACTAGTCTTTTATCACA
571 581 591 601 611 621 631 641 651 661 671
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Applied

: I/Name 3500/3500 Instrument
Biosvstems IRAKO74P15_A4K5 Reverse2 F02 17 Inst Mode
y IRAKO74P15_A4K5_Reverse2 Nov 07,2014 09:43AM, JST
S/N G:172 A:293 T:235 C:209 KB_3500_POP7_BDTv3.mob Nov 07,2014 10:10AM, JST
KB.bcp Pts 1335 to 13142 Pk1 Loc:1312 Spacing:11.63 Pts/Panel1350
KB1.4.1.8 Cap:17 Version 5.4 HiSQV Bases: 1030 Plate Name: 20141107_mix
GETTIGANCTGAGGAGGTITTAACTC T TGACATTAGTATC TGTAAAGAGCGTACGGCTCTITTITIGCTATGTTITTICTCCACAACTGACATGCACTTIGGTGTG GG AG Cl
681 691 701 711 721 731 741 751 761 771 781 |
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ATGTGGGTACCT TTTCAGTAATI E 2 AT AARCGTGG ATCA
791 801 811 821 831 841 851 861 871 881
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i TCCACAGC TTTAAGCCGGAAGGCASG BGEAGTGTETCTGAATGTTARTGTTT TCAGTTATACTATTITG TG TTTCTCCC GECETG TACTCEAGAGTGACAC T
‘ 391 901 911 921 931 941 951 961 971 981 9
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