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

RIKEN_Clone_ID : IRALO16M08 Lot#: 7566_A5Ag
Vector : pPDNR-LIB Gene INS
Accession No. | BC005255.1 495 bp 1..495
cDS 333 bp 60..392
@ Plasmid DNA purification
Date : {01 (9 Culture : LB (25 ug/ml Chloramphenicol) 5 ml —> at 37 deg C over night
Date: (o120 Purification : QIAGEN Miniprep kit —> dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date: {h0| 20

DNA concentration (0.D.): 49 ng/ul

< Size of fragment expected from IRALOT16MO08 >

DNA { ul

Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul EcoRI 4447 bp

Buffer H 1 ul Xhol 4447 bp

dH,0 7l EcoRI + Xhol 3919bp (Vector) 528 bp
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Adjust plasmid DNA solution to 25 ng/ul

Date: 15012¢
@® Confirmation of the insertion sequence DNA (49  ng/ul) 79.0 ul
10x TE 5.5
Date : [5(]23 dH,0 0.3l
Total 154.8
Primer A T7 long
Primer B M13 Reverse Shipping
Primer C =5
List of http://dna.bre.riken jp Conc. : 25 ng/ U Q. volume: 40 u ')
Sequencing /en/GNPclone3en.ht
Primers ml
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"> Applied
“Nw? Biosystems IRALO16M08_A5Ag_T7long_E08_14 Inst Model/Name 3500/3500 Instrument

IRALO16MO08_A5Ag_T7long Jan 20,2015 05:26PM, JST
SING:27 A:29 T:23C:37  primer A:T7 long KB_3500_POP7_BDTv3.mob Jan 20,2015 06:00PM, JST
KB.bcp Pts 1414 to 12461 Pk1 Loc:1391 Spacing:11.02 Pts/Panel1350
KB1.4.1.8 Cap:14 5 CGCCAAGCTCTAATACGACTCACTATAGGG 3 Version 5.4 HiSQV Bases: 944 Plate Name: 20150120_mix
GCC 'TCGCCC CCIG (GG A ((G ACCG G CGCAGCG /G TCAG TG #GC CCACG JAGCGG CCECATAACTTCG TATAGCATACATTATACGAAGTTATCAGTICGACGGTACCG GAL
1 11 21 31 a1 51 Motk 71 joxp 91 101607 Kpmill
1154
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PO SO A9 ,‘m...mm.Aum&&uum.mmnmnu WY hh h [\ muh““dm“

AT TGCCCGGQ TCGGCECATT CGGCCGGGG[GCCCTCC GG ACAGGECTGCATCAG G AGGCCATC GCAGATCACTGTECTTCTGCCATGGCC CTG TGGATGC GC T
E5.

121 31 141 lel 176 181 191 201 211
Ndel ‘7o o7 Ecva

c005255-1 (1 ~
1154 Vectop —¢— ’

% mthhhuuhmuum hl‘unﬂmhmm thummmhuuhumhmhxmhhhlhu

GCTGGCGCTECTGGCLCCTC TEGGGGACCTG ACCCAGCCGCAGCCTTIGTG CcC CACCTGIGCGEGGCTCACACCTGGTGG GCTCTCTACCTAGTGTGC GGG

231 241 251 261 271 281 301 311 321 33l

1154

MumhxhuuhdhumhulmlhummmhumuunmnhmhnumduhhuuumunAhhm

5 CGAGGETTCTTCTACACACCC GACCCGCCGGGAGGCAGAGGACC TGCAGG TGGEGCAGGTGGAGCTGGEGECGGEGGGCCCTGGTGCAGG
341 351 361 371 381 391 401 411 421 431
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V> Applied

A LR
SNw Blosystems IRALO16MO8_AS5Ag_T7long_E08_14 Inst Model/Name 3500/3500 Instrument
IRALO16M08_AS5Ag_T7long Jan 20,2015 05:26PM, JST
SIN G:27 A:29 T:23 C:37 KB_3500_POP7_BDTv3.mob Jan 20,2015 06:00PM, JST
KB.bcp Pts 1414 to 12461 Pk1 Loc:1391 Spacing:11.02 Pts/Panel1350
KB14.1.8 Cap:14 Version 5.4 HiSQV Bases: 944 Plate Name: 20150120_mix
‘ TA GACCATTCGTTTGGCGCGCGGGC CORAG TAGCTAAGTGAACATGE TCATAGCTGT TTCCIAGGAGATCLCTGE TEATGACTAGTGCTTGEATTCE TCAC CAAT
681 691 701 7k 721 731 741 751 761 771 781
1154
il
0 ..MA.@.AM.LQA_AAAMAA‘, AW ~ s il
CGCCCGGCGECAACCGAGCGT TCTGAAC TCCAGCATG GAGTICTGAGETCATTAC TEGATCTATE G GAGTCC?AGCGAGC TCGIECTATC il
791 801 811 821 831 841 851 861 871 881
1154
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EECCEEE B CCETGRCALE TCATOE DAGTAGT 6 TG TAATYT CAITD A AGEATT ¢ TGIOE GAT FTES G € AT GAC CGGCATGATG GCE T ©
891 901 911 921 931 941 951 961 971 98
1154
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0 2 ; X Z
TTEEG CCAGC LB A TEAGEoA cC TIT ¢ TEC ¢tee 176 € & TA T T ATE TG ORE AT I TG 2 C GGGG GG CCG AA GAAA G ITEGE T ¢
1 991 1001 1011 1021 1031 1041 1051 1061
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Applied

[ANES o IRALO16MO8_AS5Ag_M13reverse_A08_02 Inst Model/Name 3500/3500 Instrument
' Biosystems

IRALO16MO8_A5Ag_M13reverse Jan 23,2015 10:39AM, JST

S/N G:253 A:139 T:101 C:115 Primer B : M13 Reverse KB_3500_POP7_BDTv3.mob Jan 23,2015 11:05AM, JST
KB.bcp Pts 1249 to 12867 Pk1 Loc:1226 Spacing:11.31 Pts/Panel1350
KB1.4.18 Cap:2 5 AAACAGCTATGACCATGTTCA 5’ Version 5.4 HiSQV Bases: 916 Plate Name: 20150123_biomass_katsuya
‘ G CCCTGIGG CGCGCE C iACG IATGGTCIAG BETT CICCAG G EE EoAGE oG CCCE[rCaTE|T T T TD T T T ITTT TTTTTTT TITT TTTTTT &TT 6T TCAAG GG C T TTA

21 DQTJ_ Hind I Xho1 51 81 91 101
Bc005:55 10 v453)|

2 NNt it s Wl

'TCCATCTCTCTCGGTGCAGGAGGECGEGCEGETGEEEGEGECTECCTGCEGEGCTGCGTCTAGTTGCAGTAGTTC TCCAGC TGEGTAGAGGGAGCAGATGCTGGTACAGCATTGTTC(
T2 131 141 151 161 Lo 181 191 201 211 221

1024

MML ol nmn.thl_mm ol et

ATGCCACGCTTCTGCAGGGACCCCTCCAGGGC CAAGGGC TGCAGGCTGCCTGCACCAGGGCCCCCGCCCAGCTCCACCTGCCCCACCTGCAGGTICCTCTGCCTCCCGGC GGG
231 241 251 2L 281 291 301 T 321 F31
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' Applied

- ) Biosystems IRALO16M08_A5Ag_M13reverse_A08_02 Inst Model/Name 3500/3500 Instrument
IRALO16M08_AS5Ag_M13reverse Jan 23,2015 10:39AM, JST
S/N G:253 A:139 T:101 C:115 KB_3500_POP7_BDTv3.mob Jan 23,2015 11:05AM, JST
KB.bcp Pts 1249 to 12867 Pk1 Loc:1226 Spacing:11.31 Pts/Panel1350
KB 1.4.1.8 Cap:2 Version 5.4 HiSQV Bases: 916 Plate Name: 20150123_biomass_katsuya
GCTCGGETCG T TCGECTGCEGCGAGCTAGCGCCCTATAGTGAGTCG TAT TACAGATCTACTGGC CGTCGTTTTACACCGC G TAAGGEGGTAATACE GT TATCCACQAG
681 691 701 G 721 731 741 751 761 771

GTG 7GC GGCCLGC GGCCAGGAACCGT GGCCGCG TTGCTGGCG TITITTCCATAGGC TCCGCLC]
8 841 851 861 871 8

1024

5.2
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CCTGACGAGCATCAC TCGACGCTC GTCAGAGGTGG CGAAACCCGACACGE ACTAT GATACC GGCGBTTTLCCCCC TEGG GCTTCEL TC G
891 9201 911 921 931 941 955 961 LTy 981

TGLCECTLOTEE TEITITCE GALCLCC TG € &C TTT C GG TACC TG ITCCGCC TTTIC TCCC TITCC GGG GEeGE T'e CEEG TIIT'ETEC TAG CT
991 1001 TR 1021 1031 1041 1051 1061
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