P Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pgRNA_mMecp2_T3

RIK=H
BRC

@ Clone ID RDB _ 14016

® Lot 14016 _ ABD7

@ 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 14016
(NEB#N3200L),

125 ng/well 2 _ .
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Erectrophoresis : nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Restriction enzyme Expected size of fragment

Ndel 4.0 kbp
Xbal 35,05 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.bre.rikenjp/index.html




Applied

Bi osystems D03336A4_A6D7_1_T7_20bp_D11_11 Inst Model/Name 3500/3500 Instrument
D03336A4_ABD7_1_T7_20bp Apr 28,2016 09:58AM, JST
SIN G:774 A:946 T:939 C:884 primer name  :T7_20bp KB_3500_POP7_BDTv3.mob Apr 28,2016 10:24AM, JST
KB.bcp : . Pts 1526 to 12819 Pk1 Loc:1503 Spacing:11.28 Pts/Panel1350
KB1418 Cap:11 5 TAATACGACTCACTATAGGG-3  version 6.0 HiSQV Bases: 993 Plate Name: 20160428_mix
ﬁ TC i | _OHAOOHOD GCG GCCGCCAG TGTG ITGG ITATCTGC m..eﬂnmnﬁﬂ.ﬁﬂﬂmqﬁ A2 GCAGGBGCTTTSA 5GG AACC TTCAGTCGA2CTGG ATCCGGT
ik 10 19 _ 28 37 46 _ 55 64 3 82 91 " 100
_ Xhol — AetI EeaR1 SalL, BomL kpnl
1262 |
631 ’
\ (|
0 SAARORAA XA WYV AAYYY | ) _ _
CCAAGGTCGGGCAGG ‘,ﬁm CGGCECTAT TTCCCATG ATTCCT TCATATT TGCATATACGATACAAGGCTGTTAGAGAGATAATTAG il TTTGACTGTAAACAC G
108 118 .”_.ml_. 136 145 154 163 172 181 190 199 208 217
Ub mé:\_ﬁm{
1262
631
0 [\ | [\ ]
T.&TT GT ACA & TACGTGACGTAG AGTAATAAT TTET TGG GTAGT TTGCAGT TTTF TTAT GT TT TAI TGGACTATCATATGC TTACCGT G PTG 4GTATTTC
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Applied

D03336A4_A6D7_1_T7_20bp_D11_11 Inst Model/Name 3500/3500 Instrument
Biosystems = e ek SO
y D03336A4_ABD7_1_T7_20bp Apr 28,2016 09:58AM, JST
S/IN G:774 A:946 T:939 C:884 KB_3500_POP7_BDTv3.mob Apr 28,2016 10:24AM, JST
KB.bcp Pts 1526 to 12819 Pk1 Loc:1503 Spacing:11.28 Pts/Panel1350
KB14.1.8 Cap:11 Version 6.0 HiSQV Bases: 993 Plate Name: 20160428_mix
Fofe n.%n. CATACGCAGCCGG AAGCATARA GT GTARAIGECTGGGGTGCC TAIATGAGTG AGCTAACTCACAT TAATTGE CGT TGCGE PCAETGCEC GCTTTECCAG TCEGE
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TETE @TGE CAGE TGCATT TCGGCCARCGCGLGGGEGAG AGGCGGTT TG CGTATTG GECGE TICTTCC GETTEC TCGCTCACTGEACTEGCTGEG
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