PP1

Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK

AxCAmB7
BN
@ Clone ID RDB _ 01566
@ Lot 0003308
@ Cell : HEK 293
@ Culture * 37 degC,DMEM/10 percent FCS,5 percent CO2

@ PCR Amplification of insert fragment

< Condition >

Templet : chelated genomic DNA, 0.2ulL
Enzyme : AmpliTaq Gold® 360 DNA Polymerase ( ThermoFisher )

Volume :20ulL

Forward primer : pAxCA_F1
Reverse primer : pAxCA_R1

< Electrophoresis >

< Reaction program >

95degC , 5min

95 degC , 10 sec

57 degC , 20sec | x 30cycle
72 degC , 60 sec

72 degC , 7 min

4 degC |, o
2-Log DNA Ladder
(NEB#N3200L),
250 ng/well 01566

(Kb}
100
8.0
40
30

15

12
1.0

Erectrophoresis : 1 microliter PCR product per lane ; 1% agarose gel, 1 x TAE Buffer

Expected size of fragmer:

1.3 kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence - A

pAxCA_F1

Sequence - B

pAXCA_RI1

Sequence - C

Sequence - D

APPROVED BY :

http://dna.brc.riken jp



Applied

Bi osystems 1566_1_0003308_pAxCA_F1_EO01_05_ABIO8 Inst Model/Name 3500/3500 Instrument
1566_1_0003308_pAxCA_F1 Apr 25,2018 10:01AM, JST
SIN G:22 A:23 T:25 C:30 primername 4 1 PAXCA_F1 KB_3500_POP7_BDTv3.mob Apr 25,2018 10:27AM, JST
KB.bcp 5.6 R _ Pts 1391 to 13136 Pk1 Loc:1368 Spacing:11.72 Pts/Panel1350
KB 1.4.1.8 Capb - GGCTTCTGGCGTGTGACCGGC -3 Version 6.0 HiSQV Bases: 974 Plate Name: 20180425_dnabank
_ CEITTCCIGC CIAAPATG T TCATGCCTTCTTCTT TTTCCTIACAG|CT CCTG GGCAACG TGC TGG TTATTGTGCTGTCTCATCATTTTG GC GAATTAGACGGCATCECARBCTTG
1 i , 21 31 41 51 61 71 81 91 101 111
\ & o
1266 [ ﬁ?l!nbﬂ.ﬁ _SH_\Q.\( >
|
633 » »»
GATACACGCCGCCCACGTGAAGGCT GCCGACCCCGGGGG TGGACCATCCTCTAGACTGCOATGGC TTGCAAT TGTCAGTTGAT GCAGGATACACCACTCCTCAAGT TTCCR
121 131 141 m_\s»wﬂ 161 Vbal H.:\,.QH \ wn&m 191 201 211 221
1266 ———> P B0, N 00 (357875 1
633
0 A | A
TCCAA GGCTCATTCTTCTCTTTGT GCTGC TGAT TCSTCTT TCACAAG TGTC TTCAGATGT TGAT GAACAAC TG TCCAAG TCAG TG ARAGATARGGTATTGC IGCCTTGCCGT T
231 241 251 261 271 281 291 301 311 321 <ol 341
1266
> I o e oo o
o il AN WA AN ARANAA AN A WANANAA s AN AR S AR :::::E
el i ol vt GATGAGTCT GAAGACCGAATCTACTGGE ARCAT GAL GTGEGETGCTGTCTGTCAT TGCTGGEGAAACTAAAAGTGTGGCCCGAGTATAAGA
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: ?éésé@? §§>§%§s§§?§%§%
GGACTTTATATG CTACCTACTCTC TTATCATCCTGGGLCCTGGTCCTTTCAGACCGGGGCACATACAGCTGTGTCGTTC T
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CAC TTEGET TTAGS TAARGT TET.CCA TC GC TE A T ETC TACEEET TaACT GAGHE § € CCA TRTGE m CAGT T TAGCC TGETTTGCT TEE
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>U_u__ma 1566_1_0003308_pAxCA_F1_EO01_05_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems
y 1566_1_0003308_pAxCA_F1 Apr 25,2018 10:01AM, JST
SIN G:22 A:23 T:25 C:30 KB_3500_POP7_BDTv3.mob Apr 25,2018 10:27AM, JST
KB.bcp Pts 1391 to 13136 Pk1 Loc:1368 Spacing:11.72 Pts/Panel1350
KB 1.4.1.8 Cap:5 Version 6.0 HiSQV Bases: 974 Plate Name: 20180425_dnabank
SGEGET TTCCCAAAGC CT €GE ITCTCT TG CT TG G TG CAAGAGAATTACCTG GCATCAATACG ACAA TT TCCCAGGAT CCTGAATCTGIA T TGTACAC CATTAG TAGEE
581 691 701 711 721 731 741 751 761_ 771 781 791
oo HL _ _
1266 P8O, NM_ 5 B
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0 SMANNARAAA AN NN AN AN AN NI A AR AN CANAN A NN AN S OO e L e Al
bt TA GATTTCAATACGEACTCGE AACCACACCATT BT ETCTEAT T T ATGhE A6 AT GC TCADGTGTCAG & CRACT TCALC TG GE
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O . e
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1266
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Applied 1566_1_0003308_pAxCA_R1_F01_06_ABI08 Inst Model/Name 3500/3500 Instrument

Biosystems

y 1566_1_0003308_pAxCA_R1 Apr 25,2018 10:01AM, JST
SIN G:15 A:17 T:17 C:19 primer name W . pAxCA _R1 KB_3500_POP7_BDTv3.mob Apr 25,2018 10:27AM, JST
KB.bcp - CAGAGGGAAAAAGATCTCAGTGG -3' Pts ,_.mmm to Aml_.ﬁ. Pk1 Loc:1343 Spacing:11.76 Pts/Panel1350
KB 14.1.8 Cap®6 Version 6.0 HiSQV Bases: 906 Plate Name: 20180425_dnabank
, GCAIT AGEIGEEAGCCATG [CCG/CACCAG CCACCACCTTCT GATAG CCAGCCTGCACCTE AGGAGTGAATTATCCT GTCT TTAAC TT GE ACTAAT CC GG AT|CTAARGGAAGACE

1 31 a1 51 61 71 81 91 101 Voe LEL

wll 8y
ETCTET TC Wﬂ% TGCTTCT TCAGGCCCGAAGGET 0T ETT GTTTGT I TC TETGE T TG CC TCATTTCTT €1.6 CAGCTTCTGTGCTTACAG GCATTTGATG ATGAQ
T2 131 141 151 161 il 181 191 201 211 221 23]

1438—— uxJ 0/, NH- 00 1369898 .

ST LE::..Fr?r:_r:,EEE:::::E::::::::EE.E::.,F..E::_E,

CGATGACGACGACTGTTATTACT GCGCCG! TCETGEGEC EE A GAGCAC GTGTGTTCTTGC TATCAGGAGGGTCTTCTGGGGGTTTTTCCCAGGTG GT CGETEC TG AC
L 241 251 261 271 281 291 301 311 321 431, 341
1434
| 717 — — »
0 :L:F AN ::::F:. EE.:::.—:::;.E::::::.:.:.::.:.::::: L iandnn iy
CGTGAGCATC TCCATATTTAATGAGACACTT TGGTGTGGTTGCG AGTCGTATTG TCTAGTTGGETAC T TGGTGTACAAT TCAGATTCAGGATCCTGGG AAT TG TC
351 361 371 381 391 401 411 421 431 441 451

GTATTGATGCCAGGTAATTCTCT TCCATT TTCC C CAAG AG GCEGAGGCTTTGGGAAACCCCEGG AAGCA AAGRAGGT TCCTTTTAG TEGTCTGCAGATGGGTTTCCA G
461 471 481 491 501 511 521 531 541 551 561 g

1434
| 717

0 >>>>>>>>>>>z>>>>>>>>>>>>p>gp>>>>p AAAANAAAANANANAAMAAAAA AN A S d s A A AB N LSS A

CTCAGTTATGT TG GGG GTAGAG GTCAGCTTTG ATGGAC CTTTACT GCC ST CTTCATACGE TTCCTCTTTEGCTTETTTT & CGACACAGC TGTATGT
Wl 581 591 601 611 621 631 641 651 661 671 681

| 1434
J17

0 WAAAAANNNANANANANN AN AAAA ACANANANANANAANASANANA A AN AN CACANANA AN AN NSNS AN AN NN
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Applied 1566_1_0003308_pAxCA_R1_FO01_06_ABI08 Inst Model/Name 3500/3500 Instrument

Biosystems
Y 1566_1_0003308_pAxCA_R1 Apr 25,2018 10:01AM, JST
S/N G:15 A:17 T:17 C:19 KB_3500_POP7_BDTv3.mob Apr 25,2018 10:27AM, JST
KB.bcp Pts 1366 to 13147 Pk1 Loc:1343 Spacing:11.76 Pts/Panel1350
KB 1.4.1.8 Cap6 Version 6.0 HiSQV Bases: 906 Plate Name: 20180425_dnabank
GC CCCG GTCT'G CEACCAGEBCCCAGG AT GATAAGAGA GTAGE TACTGT TETCATAT GTCCGGTTCTT ATACTG GGGC CACAC TTTITIA CITTIC CCAGCAA TG A CAE ]
691 701 Wikl T2 731 741 751 761 quxx. 781 7
5334
1434 wePfo  NMo,
717 _
| 2
CAGCAGCCACTTTGTCATGTTTTIGCCAGTA GATTCGGTCTIICAG ACTCATC TICC TG AGG 6 AG TTGT CEGCC PACGEL GEC A TACCTT ATC TITCALET G m&ﬂvm@
801 811 821 831 841 851 861 871 881 891 801
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ICIGLTITGTTCAT Ci CATTCTTIGAAGAC CTTTG TGE GACG AATC CCAGCALC \G A (! C \GAARGCCT TGG AA CA CTT GAGGAMGTGGT CGGIATT CC
911 921 L2 iR 941 951 961 971 981 1001 1021 1C
1434
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T GGAATC CT G BCA TT GC AT GAC A TCA GT AGATCT A GG CEE TCE GEC L6 L G TEC CC CTGL CACC G ACG TTGTTGEC C
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PP2

Gene Engineering Division
RIKEN BioResource Rsearch Center

Qﬁ RIKEN DNA BANK  AxCAmB7
@ Clone ID RDB 01566
@ Lot 0003308

@® PCR Amplification for RCA detection

< Condition >

Templete : chelated genomic DNA, 1ulL
Enzyme : KOD dash ( TOYOBO )
Volume 1 20ul

< Electrophoresis >

9 uL DNA solution per lane ; 1% agarose gel, 1 x TAE buffer

< Reaction program >

94 degC , 5 min

94 degC , 30 sec

62 degC , 2sec x 30 cycle
74 degC , 30 sec

4 degC , o

1566
Lane No. (1) (2) (3) (4) (5) (6) (7) (8)

ve—

Lambda DNA-
Hindlll Digest
(NEB#N3012)

Base Pains

25130 -

2416 —
6557 —

4361 —

23—

2027 -

= Primers

For E1A Fragment: E1A F1 and E1A R2
For E1B Fragment: E1B F2 and E1B R2

sequence info.:

http://dna.brc.riken.jp/DataSheet/GRP0046e

< Results of fragment detection >

Templete E1A Fragment E1B Fragment

RDB_01566 (3)Undetectable (6)Undetectable

Hela (4)Undetectable (7)Undetectable
HEK293 (5) Positive (8) Positive

Lane nos. are indicated in parentheses.
Hela used as a negative control.
HEK293 used as a positive control.
Lane(1),Lambda DNA-Hindlll digest
Lane(2), Template virus DNA

APPROVED BY :

http://dna.brc.riken jp



