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clone name : Dyrkla sh#2/psilencer3.1—puro

@ Clone ID
® Lot

@ DNA Concentration

@® Volume

@ Form

@ Host =
@ Culture 2
@ Antibiotics .
@ Purification i

@ Digestion by restriction enzyme

RDB _ 12854

12854 _ Adlo

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha
A5 mhaditing,

100 microgram/ml Ampicillin

QIAGEN QIAprep Spin Miniprep kit

2-Log DNA Ladder
(NEB#N3200L),
250 ng/well
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Erectrophoresis :

Restriction enzyme

100

nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Expected size of fragment

BamHI 4.0 kbp
Sall 40 kbp
BamHI+Sall 27,14 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A

M13_-40

Sequence — E

Sequence — B

SV40pro—F_v2

Sequence - F

Sequence - C

Sequence — G

Sequence — D

Sequence — H

APPROVED BY :

http://dna.brc.riken.jp




Applied

Bi iosystems 12854 _12854_A4lo_2_M13_-40_A01_01_ABI24 Inst Model/Name 3500/3500 Instrument
12854_12854_A4lo_2_M13_-40 Jan 08,2019 01:56PM, JST
SING:B6 AB6 T:73C:73  primername 4 : M13_-40 KB_3500_POP7_BDTv3.mob Jan 08,2019 02:39PM, JST
KB.bcp . . Pts 1496 to 13668 Pk1 Loc:1473 Spacing:12.28 Pts/Panel1350
KB1.41.8 Cap:1 5-GTTTTCCCAGTCACGACGTTGTA-3 Version 6.0 HiSQV Bases: 1008 Plate Name: 20190108_mix
G T (G 1 TAT T G CAT G TE GE TAT GTETTCT GG B T.CACCATAAAC GT G TGTCTT TG GATTTG GGARTCTTATAAGTTICT GTATGAGACEAC TCEGATCE
19 28 37 16 55 64 73 82 91 100 109
BamHl
1132 S HA promotev . =
) MU
0 . : g ! > A ! -
CEAGCTATGE GACGTTAATTT GAT GTGAA GECACAGATEETC TTAACGTCCATAGCTCTTTTTTGGAAAAGCTTGGCGTAATCATGG TCATAGCT GTTTCCTGTGTG 1T
118 127 136 145 154 163 172 181 H@o 199 208 714 2
Pyv K { mu}ﬁp e
1132 A b4 A N
o — e = . —
TGTTATCCGC TCACAATTCCACACAACATACGAGCCGGAAGC G oET GCETEGEETECCTAATGAGTEAGC TAACTCACAT TAATT GG TT GEECTCACTEC CE 6T
26 235 244 253 262 271 280 289 298 307 316 325 334
1132
%%Egg&?%%gg; | WAL
TTTCCAGTCGGG CETETCETGECAGETEEATT TCGGCCAACGCGCGGGG-GAGGCGGTTTGCGTATTG GGCGOTCTTCCGETTCCTCGE TCAC TG ACTCGCTGE
343 352 361 370 379 388 397 406 415 424 433 442 451
1132
CTCGGTCGTTCGGC TGCGGC G AGC GGTATCA GC H_ﬂ CTCAARGGCGGT TACGGTTATCCACAG TCAG GG GAT CGCAGG G CATGTG AGC ..QOOO GC
460 469 478 487 496 505 514 523 532 541 550 559
1132
566
0 vy ! had £ 4
AGEGC CAGGAACC BT 6 GCEGEE TTEET GECET TINT TRIC A TAG §C TECEEE BCC BTGARC GAG BAT CAC TCGACGCTCAAGTCAGAGGTG GEGAAACCCGAC
568 577 586 595 604 613 622 631 640 649 658 667 6
158 Oy
o oot oo gttt el el
0 o\ LYY
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Applied

W_Om<mﬁm3m 12854_12854_Adlo_2_M13_-40_A01_01_ABI24 Inst Model/Name 3500/3500 Instrument
12854_12854_Adlo_2_M13_-40 Jan 08,2019 01:56PM, JST

SIN G:66 A:66 T:73 C:73 KB_3500_POP7_BDTv3.mob Jan 08,2019 02:39PM, JST
KB.bcp Pts 1496 to 13668 Pk1 Loc:1473 Spacing:12.28 Pts/Panel1350
KB1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 1008 Plate Name: 20190108_mix
GGACTAT GATACOCAGGCHBT TTCCCCC TG GRAGD TECCCTCETGCEECTCTEC TG TTCCGALCETGCCGCTTAC CGGATACETS TCCGEETTTCTCCOT TEGGEGAAGE G

78 €85 694 703 712 721 730 739 748 757 766 775 784

TEECECTTTCTCATAG ETCACGC TG TAGG TAT CTC mHHODOHDH GGTCGTTCGCTCC mnﬂmoonﬂmqoamﬂ CG CCCLCE G TITEALGE CEBG ACCG E TG C'GE
93 802 811 820 829 838 847 856 865 874 883

CTTATCCCEGET CTATEGTETTGAGTEC CCCEEETAAGACACGACTTATC GCC OuﬂOOﬂ GCAGCCACTGG T
892 801 91.0 919 928 937 946 955 964

0 e "wﬂ’“ﬂ»“?‘b‘r"."‘?‘ .‘P‘P’r")ow»\'\ S >
B GGC CGGICGCTAC G G 'TTC TPGGE GTGG TGGCCCT CTAREC EG C TAC C T ACGG G & Cc O.H .H,H.q_q_ﬁﬁmq_ TE MEEC G« T ¢ T6 € TE G
1 1000 1009 1018 10279 1036 1045 1054 1063 1072 1081
1132
566
0 "’lr‘?’".\l’lrl:Pl’f“uwwr@w"‘il"!m".l"‘kr"\rﬂfﬂ‘iﬂfw”\!W"‘N"lﬂl-‘l’.‘l?l.’lnwwL\t‘.‘.....\.br‘ D A e T = > e S
cc GG T cegc "ITT € GCE GG G T G T & & 'TE T G TTCCE G G c o] CB C CG G € T GGG T G
1090 1099 1108 119 1126 1135 1144 1153
1132
566
0 = i i R =t "”r e ‘VI'I?\)E*JIII!I'}MH = — Hlyﬂlrir}l\
(cC GG GGIGT G G T T iL;
1162 i
1132
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Applied

Ay 12854_12854_Adlo_2_SV40pro_F_V2_B01_04_ABI24 Inst Model/Name 3500/3500 Instrument
12854_12854_Adlo_2_SV40pro_F_V2 Jan 08,2019 01:56PM, JST
SING21ABTA6C:28  imername P : SV4Opro_F_V2 KB_3500_POP7_BDTv3.mob Jan 08,2019 02:39PM, JST
KB.bcp TTC-3" Pts 1600 to 13681 Pk1 Loc:1600 Spacing:12.32 Pts/Panel1350
KB1418 Cap4 5. TEGELCTOTCAGE IAT e Version 6.0 HiSQV Bases: 1026 Plate Name: 20190108_mix
CEicheTEe T & BG CE°T "T"T T 2 GCT O\O\H\.Tmﬁ T GCCTGCAGGTCGGLC GC CACG Onmm.ﬂmﬁ C GCCACCATCCCCTG Om.r CGCCCCTG ACCCCTCAC mm._.
i 11 21 , 31 41 51 61 71 81 91 101 111
1144 _
o S| L e e
: 00N e AR Vo A AR VAV VAN A VAN DN UV
GACG Oﬁﬂﬂﬁﬁ@ CCGAGTAC GCCCACGG TGCGCEC TCGLCLC ﬂ_\.ﬁﬂﬂm CGACGTCCCCCGGGCCGTACGC OOQ~POOODO CGCETTEGECEE n.\. CCECCGECACLCG
121 131 141 151 161 171 181 191 201 211 224
Smal
1144

> Puro R

o

- Nl .::::?:E:?z,é.,,ss:Eszs.;:s,_;.._,..E._E__,._,._a_,

o ,,._E;;:::.:_:.?:.:. I : ol e

sAAGGCCTCLCTEGGC GCUGCACEGEE CC GGAGCCCGCGTGGTT nﬁqmﬂﬁu? CCGETCGEGCGEGTECTCEGCCCGACLC? Oh GGG C GGGTCTGGGCAGCGCCGTCGTGCTCCCCGG
461 471 481 491 501 Al 521 531 541 551 561

1144

AGT G GAGGC GGCCGEAGCGLGCCEGGGETGUCCLCEBCETTCCTEGAGACCTCCGLEGC CLLEGC CCTCCCCTTCTACGAGCGGC TCGGCTTECACCGTCACCGCCGACGTEGAGGT
571 581 591, 601 611 621 631 641 651 661 671

1144
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Applied

Bi osystems 12854_12854_A4lo_2_SV40pro_F_V2_B01_04_ABI24 Inst Model/Name 3500/3500 Instrument
12854_12854_Adlo_2_SV40pro_F_V2 Jan 08,2019 01:56PM, JST
S/N G:21 A:18 T:16 C:28 KB_3500_POP7_BDTv3.mob Jan 08,2019 02:39PM, JST
KB.bcp Pts 1600 to 13681 Pk1 Loc:1600 Spacing:12.32 Pts/Panel1350
KB 1.4.1.8 Cap4 Version 6.0 HiSQV Bases: 1026 Plate Name: 20190108 _mix
. GCCCGA AGGACCGCGCACC TGG TG CATGACCCGECAAGCCCGGTGCE TG ACGC CCGECCCACGE ACCC GCAGCGCCC GACCGAANAGGE AGCGOACGACCCCATGGCETCC C
681 691 701 711 721 731 741 751 (76l 81
1144 furo R > !
. Ké\/\g
0 45%\59&@% Y\ AN
GCCAC CCGG GGC GECCCCEGCCEACCCCBCACCCGCCEEC GAGGECCACCGACTCTAGAGGATCATAAAT CAG CCATAC CAC ATITIGTA GAGETTTTACTTGC BAT
791 801 811 821 831 841 851 861 871 881
1144
572
O — — —_— —
CETC ECATACEE ICECTEC TGARREC TG e AT \ ATCGAATGC TG TTIE TTE TTA AL TTTET T'TAA TTGE c'T TGGGT T A C TARA GCA
901 911 921 931 941 951 961 971 991 1001
1144
572
0 e AR e e N e D S e N oL o
TOA CCATC & TIT TCCA € i GOCIT TTTT TTTTC AC T G CARA AR TTT A TTGK GCCFTTTTATTICAA GGG TIT A TTIGGTCICTIC ATGGARACGA CGGG A |
1021 1031 1041 1051 1061 1081 1091 1101 T 1
1144
S
0 = : : : o, . PN :
IA CRA T TTTTG \ Tomean TTTHT A G € T G GEGG G T 1C CC ((C GC GCCAC /CA (AT TTT C CC C CCG CG AAj (A GTG
1141 1171 1181 1191 1201 1211
1144
52
0 =
IGETCCAC AL TFC T & 6
1221 1231
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