Gene Engineering Division
RIKEN BioResource Center

RIKEN DNA BANK AxCANLacZ
EIEE#
@® Clone ID RDB _ 01749
@ Lot 03211_03E9
@® PCR Amplification of fragment
Fragment # | Amplification region used primer size of fragment
1 the adenovirus genome and CAG promoter 5' Primer A and B 2.6 kbp
2 CAG promoter 3',SV40 NLS,lacZ,beta-globin pA,Ad5 phi [Primer C and D 4.0 kbp
< Condition >
Templete : chelated genomic DNA, 0.5 uL
Enzyme : Tks Gflex™ DNA Polymerase ( TakaraBio )
Volume :10uL < Reaction program >
Primer Primer ID| Primer name 96 degC , 3 min
Primer-A Pr0116| pAxcwR3 98 degC , 10 sec
Primer-B Pro587( CAG_R4 55degC , 15sec | x 35cycle
Primer-C Pr0330( pCAG-F_V2 68 degC , 2 min
Primer-D Pr0135| pAxcwit2-Rv 68 degC , 5min
Primer-E Pro584( CAG_R1 4 degC , o0
Primer-F Pro066 | pCA-bgter
< Electrophoresis > 01749
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1 _microliter PCR product per lane ; 1% agarose gel , 1 x TAE Buffer

@ Confirmation of the fragment sequence

Fragment # used primer Confirmed feature
2 E CAG pro,SV40 NLS,lacZ 5'
2 F lacz 3'
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Pm Applied 01749_03211_03E9_#3_CAG_R1_C01_03_ABIO8 Inst Model/Name 3500/3500 Instrument

Biosystems 01749_03211_03E9_#3_CAG_R1 Mar 13,2024 03:38PM, JST

SIN G:139 A158 T:174 C:215 primer name £ : CAG_R1 KB_3500_POP7_BDTv3.mob Mar 13,2024 04:17PM, JST
KB.bcp , , Pts 1536 to 13348 Pk1 Loc:1513 Spacing:11.97 Pts/Panel1350
KB1.4.18 Cap3 5'- TTGTCCCAAATCTGTGCGGA-3 Version 6.0 HiSQV Bases: 843 Plate Name: 20240313 _dnabank
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SCATGTTCATGCCTTCTTCTTTTTCCTACAGICTCCTGGGCAACGTGCTGGTTATTGTGC TGTCTCATCAT TTTG GCAAAG AATTG AT TTATCGATTTGCAGACCGTGCATCATG
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JGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTC CCAACAGTTGC GCAGCCTGA ATGGCGAATGGCGCTTTGCCTGGTTTCC O@
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CACCAGAAGCGGTGCCGGAAAGCTGGCTGGAGTGCGATCTTCCTGAGGCCGATACTGTCGTCG TCCC CTCRAACTG OOWTWHOO.“,OO GTTACNATGCGCCCATCTARKC C
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A ;ﬂ.wm >ﬂv__mn 01749_03211_03E9_#3_pCA-bgter_G01_07_ABIO8 Inst Model/Name 3500/3500 Instrument

Yt w_0m<m.nm_3m 01749_03211_03E9_#3_pCA-bgter Mar 12,2024 02:10PM, JST
S/N G:81 A:168 T:112 C:183 primer name “ : pCA-bgter KB_3500_POP7_BDTv3.mob _sm.: 12,2024 02:42PM, JST
KB.bcp , Pts 1512 to 13458 Pk1 Loc:1489 Spacing:12.01 Pts/Panel1350
KB1.4.1.8 Cap:7 5'- ATTAGCCAGAAGTCAGATGCTC -3' Version 6.0 HiSQV Bases: 814 Plate Name: 20240312_dnabank
ENNNNNNN NN N NN N NNMNT TT GNNNNNN GG INNNNNM CNNNNNG GTATTTG TG AGCCAGGGCAT TGGCCACACCAGCCACCACC T TCTGATAGGCAGCCTGCACCT G AG]
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Gene Engineering Division
RIKEN BioResource Rsearch Center

P. RIKEN DNA BANK

AxCANLaczZ
EII&E#
@® Clone ID : RDB _01749
® Lot 03211_03E9
@ 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 , ©©

01749
(1) (2) (3) (4)

ey E e o

Lane No.

Lambda DNA-Hindlll
Digest (NEB#N3012)

bp

< Lane number and size of fragment >

Sample AGE results
(1) RDB_01749 genomic DNA
PCR E1A fragment (920 bp) | E1B fragment (494 bp)
Primer A and B Primer C and D
Template (2) RDB_01749 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 ATACTT CTG CGC G-3'

GED, RIKEN BRC, Mar. 26, 2024

http://dna.brc.riken jp
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