P Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK

AxCANCre
EIEE#
@® Clone ID RDB _ 01748
@ Lot 01748 0214
@® PCR Amplification of fragment
Fragment # | Amplification region used primer size of fragment
1 CAG promoter 3',SV40 NLS,Cre Primer A and B 1.5 kbp
2 the adenovirus genome and CAG promoter &' Primer C and D 2.0 kbp
< Condition >
Templete : chelated genomic DNA, 0.2uL
Enzyme : AmpliTag Gold® 360 DNA Polymerase ( ThermoFisher )
Volume  :20uL < Reaction program >
Primer Primer ID|  Primer name 95 degC , 5min
Primer-A Pr0328 pCAG-F 95 degC , 10 sec
Primer-B Pr0165( pAxCA_R1 57 degC ,20sec | x 30 cycle
Primer-C Pr0116| pAxcwR3 72 degC , 60 sec
Primer-D Pr0173( CMV_en R 72degC , 7 min
4 degC , o
< Electrophoresis > 01748
1 kb Plus DNA N -
Ladder €t €
(NEB#N3200), °E’ g
250 ng/well g g
(kb) II I.Ih.

10.0
8.0
40
30

15
12
1.0

0.5

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

@ Confirmation of the fragment sequence

Fragment # used primer Confirmed feature
1 A CAG pro,SV40 NLS,Cre 5'
1 B Cre 3'
2 D CAG promoter 5',the adenovirus genome

GED, RIKEN BRC, Mar. 26, 2024

http://dna.brc.riken jp



Applied 01748_01748_0214_pCAG-F_B01_02_ABI08 Inst Model/Name 3500/3500 Instrument

Biosystems
y . 01748_01748_A6C4_2_pCAG-F Jan 16,2019 11:00AM, JST
SIN G:48 A:51 T:61 C:49 primer name A : pCAG-F | KB_3500_POP7_BDTv3.mob Jan 16,2019 11:26AM, JST
KB.bcp 5TTCTCCATCTCCAGCCTCGG3' Pts 1621 to 13481 Pk1 Loc:1598 Spacing:12.01 Pts/Panel1350
KB1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 886 Plate Name: 20190116_dnabank
NNN N MN MNN NNNNN NMN NN NNNN G NNGNNNNNGG N'NGG CGGGGTICG GCTTCTGGCG 6TNCG GCGGC|TCTAGAGCCTCTGCT ecAT G D TCATGC CT T €T Cipitih
|
i 10 19 28 3% 46 mb_ ﬁ?& 73 X@Q\M\ 82 91 100 109
, promofeV
1232 _ o
616 N \ | »
) v;
o ae 0 (V] ALV VI VY Vo YV VANV
HOOH%O%OOHOOHOOOOJ%OOHOOHOOHH%HHOHOOHOHnenvﬂﬂwaeﬂemmnvbwmAaaﬂmbeeawﬂnmwaﬂﬂmozm;OOOHGO%HOZHD&OOODOOO CCAAAAAAGAAG
118 127 136 145 154 163 172 181 190 199 208
o T
1232 ST 40N LS
616 ( » — "
0 » _ , ,
bmbmmmOH%O%?QTOOODOOOOOOOQQ(H@HOOW?HHH?OHQ&OOOHﬁOpOO\rbhHHHOOOHOO;HanﬁmmﬂomwﬂmnxﬁomﬁmemJHmbmmeenmowwmwuooembﬂomw
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Bl et

Cre

1432 g 4

616 »

0 »» A
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343 352 361 370 388 397 406 415 424 433 442 A

1232

616 » »

0 |
ACCTG AAGAT GTTCGCGATTATCT TCTATATCTTCAGGCGCGCGGTCTGGCAGTARAARACTAT CCAGCAACATTTGGGCCAGCTAAACATGC TTCATEGTCGGTCCGGGCTG
51 460 469 478 487 496 505 514 523 532 541 550 559

1252

616 »

0 \ \ A (n AV \
CCACGACCAAGTGACAGCAATGCTGTT TCACTGGTTATGCGGCGGATCCGAAAAGAAAACGTTG TCCCCEGTGARCCGTGCAARACAGGCTCTAGC GT-TC G2 \CGCACTGA

568 Bty 586 595 604 613 622 631 640 649 658 667
BomHI
1232

16\ e e v s i e e e s e iy
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Applied 01748_01748_0214_pCAG-F_B01_02_ABI08 Inst Model/Name 3500/3500 Instrument

Rnsystams 01748_01748_A6C4_2_pCAG-F Jan 16,2019 11:00AM, JST
S/N G:48 A:51 T:61 C:49 KB_3500_POP7_BDTv3.mob Jan 16,2019 11:26AM, JST
KB.bcp Pts 1621 to 13481 Pk1 Loc:1598 Spacing:12.01 Pts/Panel1350
KB1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 886 Plate Name: 20190116_dnabank
TTTCGACCAGGT TC GT TCACTCATGGAAAATAGCGATCGC TGCCANGATATACGTAATCTGGCATTTCTGGGGATTGC TTATAACACCC TG TTACGTATAGETNAL
676 685 694 703 T i <721 730 739 748 757 % 775

1232 Cre |l_lw

616 . _ |
0 g«%ﬁ? . AN Ny 0 YOI 0000 e

ATTGCCAGGANCNNGGTTNAAGATATCTCACGTACTGACNG TG GGAGAANGTTAAT CCNTA TNGGCANAACGAAAACGCTGGNNNGCACCGCN NNG
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0 X y O S 00000000000 O B 90 ©.BD 5,59, - O OO S o KOO
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883 892 901 910 919 928 937 946 955 964 ﬂ
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Applied 01748_01748_0214_pAxCA_R1_A01_01_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems
y 01748_01748_0214_pAxCA_R1 Jan 16,2019 11:00AM, JST
S/N G:30 A:38 T:40 C:39 primer name B :pAXCA_R1 KB_3500_POP7_BDTv3.mob Jan 16,2019 11:26AM, JST
KB.bcp ; AAAAA ; Pts 1596 to 13509 Pk1 Loc:1573 Spacing:12.13 Pts/Panel1350
KB 1.4.1.8 Cap:1 5'CAGAGGG GATCTCAGTGG3 Version 6.0 HiSQV Bases: 883 Plate Name: 20190116_dnabank
NNINMNN NN NN NMNN N N NNNNNCCNG CMNCCNCCT TCT GANAG G CAGCCTG CACe zz_.m AGTG ART T GAT TAT CG AT TCTAGACTAG TTTAATTAAT TTCTAGAGCGCTT]
1 9 17 25 33 41 19 57 ¢ 65 S T 89 97 105 1
. : 4751 Spel Xoal
1324 4~ _ Xbol
|
662 t/ Pa“»% A _ )
0 A AR LN YA OV VYV ) /
\AT GGlc TAATCGCCATCT TCCAGCAGGC GCACCATTGCCCC TG T TTCACTATC CAGG TTACGGATATAGTTCATGACAATATT TACAT TGGTCCAGCCACCAGCTTGCATG AT
13 129 129 137 145 153 161 169 15777 185 193 201 209 217 2
1324 Cve |
662 \
0 | \ \
CTCCGGTATT GAAACTCCAGCGCGG GCCATAT CT CGCGCGGC TCCG ACACG GGCACTGTGTCCAGACCAGGCCAGG TATCTCTGACCAGAGTCATCCTTAGCGCCG TAAATCA
25 233 241 249 257 265 273 281 289 297 305 313 321 329 33
f
1324 7
662
0 | N |
ATC GATGAGTT GCTTCAAAAATCCCT TCCAGGGCGCGAGTTGATAGC TGGCTGGTG GCAGATGGCGCGGCAACACCATTTTTTCTGACCCGGCAARACAGGTAGTTATTCGGAT
7 345 353 361 369 377 385 393 401 409 417 425 433 441 449
ol
1324 hb\
\ | M Ny | |
0 ) ANV VAN AN AN A W\l AN AR AN A A W VAN
CAT CAGCTACACCAGAGACG GAAATCCATCGCTCGACCAG TTTAGT TACCCCCAGGCTARGTGCC TTCTCTACACCTGCGGTGCTAACCAGCGITTICGTTCTGCCAATATG
457 465 473 481 489 A9 505 513 521 529 537 545 553 561
1324
662
0 /\ [V VA /
GAT TAACAT TCTCCCACCGTCAGTAC GTGAGATATCT TTAACCCTGATCCTGGCAATT TCGGC TATACGTAACAG GG TGT TATAAGCAATCCCCAGAAATGCCAGATTAY
569 577 585 593 601 609 617 625 633 641 649 657 665 67
1324 EcoRV

L L T T N LY e LGN v
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Applied 01748_01748_0214_pAxCA_R1_A01_01_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems
y 01748_01748_0214_pAxCA_R1 Jan 16,2019 11:00AM, JST
S/N G:30 A:38 T:40 C:39 KB_3500_POP7_BDTv3.mob Jan 16,2019 11:26AM, JST
KB.bcp Pts 1596 to 13509 Pk1 Loc:1573 Spacing:12.13 Pts/Panel1350
KB1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 883 Plate Name: 20190116_dnabank
f SGT AT ATCCTGGCAGCGATCGLCTATT TTCCATGANTGAACGAACCTGGTCGAAATCAGTIGCGTTCGAACGCTAGAGCCTG TTTTEGCACGT TCACCN 27 FN C(
, 3 681 689 697 705 | 713 721 729 731 745 753 : 769 77
|
1324 |
D<m ” |
662 |
0 f / D OO 09 SOOI O O 000 % OO
STTTTCTTTTCGGANCCNNNGCATAACCAGTGAAACAGCATTGC TGTCANTTGGTCG TGGCANCNNNGANCGACNATG AANCATGNTTAGC TN GNCRE
7 785 793 801 809 817 825 833 841 849 857 865 873
1324
662
0 PO o W s Va4 D ok
AATGTTGCNNGNNNNNTTTTTTACTGNCANANCNCGCNCC TGNA NNNATNNN NNN2ZNZN NCNCNNN NNT C NING NNTT NNNN NGN NN NNNN1
881 889 897 905 913 921 929 937 953 961
1324
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0 v
Y TTTNNN NN NNN NNNN-N NINN NN NN NNN NN N NN NNN N NNNNN N N N N NNNNN NNN NN NN TN NN N N NNNNNN NN1
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0
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"' Applied 01748_01748_0214_CMV_en_R_C01_03_ABI08 Inst Model/Name 3500/3500 Instrument

Biosystems
s 5 01748_01748_0214_CMV_en_R Jan 10,2019 08:56AM, JST
S/N G:393 A:422 T:468 C:459 primer name ,w :CMV_en_R | KB_3500_POP7_BDTv3.mob Jan 10,2019 09:38AM, JST
KB.bcp 5. GGAACTCCATATATGGG -3' Pts 1632 to 13480 Pk1 Loc:1609 Spacing:12.23 Pts/Panel1350
KB1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 877 Plate Name: 20190110_dnabank
NNMN NN NN NNNNNNMN NN T NNNANYNA CTAG TCAATAAT CAATGTC[GACATCG GTTTAAACGATTGT CGACTCGCG ACGATGGATCT GG AAGGTGCT GAGGTACGATGAGACCC
1 10 - bl ah 37 46 55 64 73 82 : 91 100 109
| mx\@H m»hH
[ :
1308 _ CMY enba neer
. il
0 ORI NN X AL [\ ) NIV
GCACCAGG TGCAGACCC TGCGAGTGTGGC GGTAAACATATTAGGAACCAGCCTG TGATGCTGGATGTGACCGAGGAGCT GAGGCCCGATCACTTGGTGCTGGCCTGCACCCGC
118 127 136 Ths: 154 163 172 181 190 199 208 217 2]
1308
654 »
0 ! VY]
GCTGAGTTTGGCTCTAGC GATGAAGATACAGATTGAGGTACTGAAATGTGTGGGCGTGGC TTAAGGGTGGGAAAGAATATATAAG GTGGGGGTCTTAT GTAGTTTTGTATCTGT
26 235 244 253 262 271 280 289 298 307 316 325 334 w
ﬂ
1308
654

o A .

TTTGCAGCAGCCGCCGCCGCCATGAGCACCAACTCGTTTGAT GGAAGCATTGTGAGCTCATATTTGACAACGCGCATGCCCCCATGGGCCGGGE TGCG TCAGAATGTGATGGG(C

343 350 361 370 379 388 397 ; 406 415 424 433 442 457
Socl NeoT :

1308
654
; |

T CCRAGCAT TEGATGEGTCRCCLCEBTCCTEGEOCEGECARACTCIPROTEC CTITG \CCTACGAGACCGTGTCTGGAACGCCGTTGGAG \C.TGCAGCOLTE CEGCECEE CGCTTCAGCE GE TG

460 469 478 487 496 505 514 523 532 541 550 559
RtL ptl

1308
654

0 /\ A A /\

CAGCCACCGCCCGCGGGATTGTGACTGACTTTGCTPTTCCTGAGCCCGC TTGCAAGCAGTGCAGC T TCCCGT-TCATCCGCCCGCGATGACAAGTTGACGGCTCT TT TG GC
568 577 586 595 604 613 622 631 640 649 658 667

1308

654

0 . , . [) Ny a4
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>v_u__mn_ 01748_01748_0214_CMV_en_R_C01_03_ABI08 Inst Model/Name 3500/3500 Instrument

Biosystems
y 01748_01748_0214_CMV_en_R Jan 10,2019 08:56AM, JST
S/N G:393 A:422 T:468 C:459 KB_3500_POP7_BDTv3.mob Jan 10,2019 09:38AM, JST
KB.bcp Pts 1632 to 13480 Pk1 Loc:1609 Spacing:12.23 Pts/Panel1350
KB1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 877 Plate Name: 20190110_dnabank
ACAAT TG GAT TC TTT GACCCGGGAACTTAATGTCGT TTCTCAGCAGCTGTTG GATCTGCGCCAGCANGTT TCTGCCCTGAANGCTTCCTCNNC TCNCAATGLE 1
676 685 694 703 712 721 730 739 ._ 748 757 766 175
I
1308 Smal :
654 “
0 B OO0 00 S\ s 00 o
PTTAAAACATA AATAARAAAACCAGACTCTGT TTGGAT ITGGNTCAAGCAAGTGTCTINGCTGTCTTTATTTAGGGGTT TNGCGCGCGCNG NANGNCCNG
784 793 802 811 820 829 838 847 856 865 4
1308
654
0
NNNN'GCNGNCTCNNNCNNNNNNGNNCC NNNNT-TTTTTINCCN NN CGNNN NN..GGNNNNNNNNN NNNNNNNNNNNNNNNGN NNN
883 892 901 910 919 928 937 946 955 ¢
1308
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0 . -
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PP

Gene Engineering Division
RIKEN BioResource Rsearch Center

P. RIKEN DNA BANK

AxCANCre
EII&E#
@® Clone ID : RDB 01748
® Lot 01748_0214
@ Cell . HEK 293
@ Culture 37°C,DMEM/10% FCS,5% CO2

@ PCR Amplification for RCA detection
< Condition >

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

< Electrophoresis >
9 uL DNA solution per lane ; 1% agarose gel, 1 X TAE buffer

< Reaction program >

94 degC , 5min

94 degC , 30 sec

62 degC , 2sec %X 30 cycle
74 degC , 30 sec

4 degC , ©©

01748
(1) (2) (3) (4)

Lane No.

Lambda DNA-Hindlll
Digest (NEB#N3012)

bp

< Lane number and size of fragment >

Sample AGE results
(1) RDB_01748 genomic DNA
PCR E1A fragment (986 bp) | E1B fragment (494 bp)
Primer A and B Primer C and D
Template (2) RDB_01748 No band No band
(gennomic DNA) |(3) HelLa™ No band No band
(4) HEK 293 ** Band Band
% :used as a negative control
* Primers 3 % :used as a positive control
Primer A E1A F2 : 5-CTG ATC GAA GAG GTA CTG GCT GAT AAT CTT CCA CC-3'
PrimerB E1A R2 : 5-TTATGG CCT GGG GCG TTT ACA GCT CAA GTC CAA AG-3'
Primer C E1B F1 : 5-AGT TTT ATA AAG GAT AAA TGG AGC GAA GAA ACC C-3'
PrimerD E1B R1 : 5-AGT GGT CAG CTG CTC TAT GGA ATA CTT CTG CGC G-3'

GED, RIKEN BRC, Mar. 26, 2024

http://dna.brc.riken jp



	RDB01748_01748_02I4.pdf
	P2 seq.-1

	RDB01748_01748_02I40.pdf
	P2 seq.-1

	RDB01748_01748_02I40.pdf
	P2 RCA




