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

RIKEN Clone ID : IRAKO68E02 Lot#: 7893_A8B9
Vector : pPCMV-SPORT6 Gene ATXN3
Accession No. BC033711.1 1373 bp
cDS 1113 bp
@ Plasmid DNA purification
Date : \gOZIL}' Culture : LB (100 ug/ml Ampicillin) 5 ml —> at 37 deg C over night
Date: (80219 Purification : QIAGEN Miniprep kit => dH,O 100 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : (B 02\ '9,

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

< Size of fragment expected from this clone >
DNA (<1 ul
Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul EcoRI 5.3, 0.4 kb
Buffer H 1ul Xhol 5.7 kb
dH,0 L \q ul EcoRI + Xhol 4.3kb (Vector) 1.0, 0.4 kb
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 : ﬁﬂi"’ /J)O'}O/

@ Confirmation of the insertion sequence DNA (_4() ng/ul) 85\0 ul
10x TE 30. 4 ul
Date : ]8022}) dH,0 [90.#  ul
Total 306 0 ul
Primer A Reverse?2
Primer B M13 @® Shipping

Primer C

List of http://dna.bre.riken.jp |!I Conc.: 29 ng/ U, Volume: 40 u 9

Sequencing /en/GNPclone3en.ht

Primers ml ﬂGi =N Egé L 0 Vol Y] q
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Applied
Biosystems IRAKOB8ED2_A8B9_Reverse2_G02_20_ABI24

Inst Model/Name 3500/3500 Instrument
IRAKOBBEO2_ABBY_Reverse2 Feb 26,2018 10:07AM, JST
SIN G:135 A:273 T:154 C:226 Primer A : Reverse? KB_3500_POP7_BDTV3mob (o0 line indicates quality value _ Feb26.2018 10:23AM
KB.bcp , | o Pts 1635 to 8706 Pk1 Loc:1603 Spacing:10.67 Pts/Pan 11350
KB 1418 Cap:20 5 GCGGATAACAATTTCACACAGG 3 Version6.0 HiSQV Bases: 708  (QV) < 40. Plate Name: 20180226 GNP
aAC GTTTG TACA s GCAGGCT
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Applied

- IRAKOBBEO2_A8B9_M13_H02_23 ABI24 Inst Model/Name 3500/3500 Instrument
Biosyst oo S e
YSAEIIS IRAKOBBEQ2_ASBY_M13 Feb 26,2018 10:07AM, JST
S/N G:99 A:1138 T:-141 C:175  Primer B : M13 KB_3500_POP7_BDTVAMob  Gray line indicates quality value Feb 26,2018 10:23AM, JST
KB.bcp 5 GTTT Pts 1645 to 8706 Pk1 Loc:1613 Spacing:10.84 Pts/Panel1350
KB1418 Cap:23 TCCCAGTCACGACGTTGTAS  Version6.0 HiSQV Bases: 722 (QV) < 40. Plate Name: 20180226_GNP
. GCTGGGTACGCG TAAGCTTGGGCCCCTCGAGGG TACTCTAG EE
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GGCCGdCCTTTTTTTTTTTTTTT G AABACTATTTT!? TGTLTTT TTGC TGAF GCCTCT'IGGCF ATATTTGGAAGATCATTAT TTAGTCCTAC CCGACGCATTG
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TTECCACTT TCCCATEATTTTGTTTGECAAALCCGE T! \AGTCTTATTTCCTCATCTCTTTGACACATTACCAAAGTGGACCC TATGCTGTAATCACACAGG ATAATGTTGG
231 241 251 261 271 291 301 311 321
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TAT GAATATECTRAARATTATTTTTT AGGEATTATTT T TEC DT ETGT T TCAAAT CATTTCTGACAGTTTCT ARAGACAT GG TCACAGLC TG CCTGAAGCAT GTCT T.CTTEAC T Y
341 351 361 371 381 391 401 411 421 431 441
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JATAGCATCACCTAGRTCACTCCC GTGCTCCT G CTGEGT GEETEGECTTTCACATEGATEGTG CTETETHCT BAT AGETCEECETEET GCTGCTGCTGC TGETGE T GCTG
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