P Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pgRNA_mMecp2 T2

glaﬁrﬂ
@ Clone ID 5 RDB _ 14015
@® Lot : 14015 _ A6D7
@ DNA Concentration . 25 nanogram/microliter
@ Volume : 40 microliter
@ Form £ DNA solution in TE buffer
@ Host & DH5 alpha
® Culture . LB medium
@ Antibiotics : 25 microgram/ml kanamycin
@ Purification . QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder 14015
(NEB#N3200L),
125 ng/well
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Ndel : 4.0 kbp
Apal : 3.6,04 kbp
kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A T7_20bp Sequence — E -
Sequence - B = Sequence — F -
Sequence — C - Sequence - G -
Sequence — D - Sequence - H ~

APPROVED BY :

http://dna.brc.riken jp/index.html



Applied

Bi osystems D03336A3_A6D7_1_T7_20bp_C11_08 Inst Model/Name 3500/3500 Instrument
e o D03336A3_A6BD7_1_T7_20bp Apr 28,2016 09:58AM, JST
S/N G:869 A:1146 T:1020 C:1086  primer name A :T7_20bp KB_3500_POP7_BDTv3.mob Apr 28,2016 10:24AM, JST
KB.bcp , . . Pts 1534 to 12837 Pk1 Loc:1511 Spacing:11.31 Pts/Panel1350
KB1418 Cap8 5 TAATACGACTCACTATAGGG-3"  version 6.0 HiSQV Bases: 967 Plate Name: 20160428_mix
C T A CAGCATIGC TCG i6CG GCCGCCAG TGTG /TG G/TATCTGCAG AAT TCGCCCT T TG TAC GCAGGCT TTAAAGGAACCAATTCAGTCGACTG GATCCGGT
1 0 , - IV L 28 37 15 55 64 73 82 100
f Xhol ANotL Eeok1 BowL TTL
1212
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ACCAAGGTCGGGCAGG AAGAGGGCCTAT TTCCCATGATTCC TTCATATTTGCATAT TACARGGE TG TTAG AG AG ATAAT T A TTAAT TTGACTGT
109 118 127 136 145 154 163 172 181 190 199 208 21§
. C@Wwoﬁge_wmf
TATTAGTACAAAATACGTGC ACGTAGAAAGTAATAATT TOTTGG GTAGT TTGCAGT TTTAAAATTAT GTTTTAARAT GGACTATCATATGCTTACCGTAACTTGAAAGTATTTC
226 235 244 253 262 271 280 289 298 307 316 325
1212
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0 -
GATTTCTTGGCTTTATATATCTTGT GGAAAG GADG CACCGTEG GCCECAGE TTGACCCAGTT TTAGAGCTAGAAATAGGAAGTT TAAG GCTAGT CCGTTATCAACT
334 343 352 361 370 379 388 397 406 415 424 433 442
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rG AAGT BGCACCGEAGTE GETGYTTTTT TTCTAGACCCAGE T T TCT TG TACAL oaqmwmn TT GGECGAATTCCAGCACAC TG GCEGCCGTTAC TAGTGGATCCGAGH
451 460 469 478 487 496 50 514 523 532 541 550
Kol EcoRT BamiL ﬁ:tH
1212
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TCGGTACCAAGCTTGATGCATAGC TTGAGTATITCTATAGTGTCACCT GCTTGGC GTAATCAT GETCATAGCTGTTTCCT GTGTGAAAT TGTTATCCGCTCAC ,...“f
59 568 577 586 595 604 613 622 631 640 649 658 66
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Applied

Bi osystems D03336A3_A6D7_1_T7_20bp_C11_08 Inst Model/Name 3500/3500 Instrument
D03336A3_A6D7_1_T7_20bp Apr 28,2016 09:58AM, JST
S/N G:869 A:1146 T:1020 C:1086 KB_3500_POP7_BDTv3.mob Apr 28,2016 10:24AM, JST
KB.bcp Pts 1534 to 12837 Pk1 Loc:1511 Spacing:11.31 Pts/Panel1350
KB 1.4.1.8 Cap8 Version 6.0 HiSQV Bases: 967 Plate Name: 20160428_mix
CCACACAACATACGAGCCGGAAGE ATAAAGTGTAAAGECTGGGGTGGC TAIATGAGT.GAGCTAACTCACAT TAAT TECGET TGCGCTCACTGECCCGETTTCCAGTICG GY
676 685 694 703 712 721 730 739 748 757 766 775
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ne QG TG CCABE T BCATT TGAATCGGCC .amnmnmmmm_m CAGEEGETITTGECE TAT TS GEE G ETE TTGE ST T 86 TCECTCRETE o
784 793 802 811 820 829 838 847
1212
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EiC "DEGE TEE T TC GECICCRG G AGEE G TATCAGBC TCAETE GECEGGTAARTACGE TTATECACAG AA TCA CGGE AT AACGE cG A G AR |
883 892 901 910 919 928 937 946 955 964

TGTG AGC A GG LC GHe ; GG CC GCG CC G T 7 ! GG CCGCG T TG C TGG
973 982 991 1000 1009 1018
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