P Gene Engineering Division
RIKEN BioResource Center

P. RIKEN DNA BANK clone name : pCMV/SV-Flag-Lats2-KD

RIKZH
BRC

@ Cione ID RDB _ 12214
@® Lot 12214 _ ABAj

@ DNA Concentration 25 nanogram/microliter

@ Volume 2 40 microliter

@ Form DNA solution in TE buffer

@ Host DH5 alpha

@ Culture : LB medium

@ Antibiotics 2 100 microgram/ml Ampicillin

@ Purification QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder 12214 ¢
(NEB#N3200L), _ @
125 ng/well + I +
4 3 8 E 3
(ko) 5 X @ x
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8.0 :
i 50
30 20
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0.4
Erectrophoresis : 92  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Restriction enzyme Expected size of fragment

Xhol 7.8 kbp
BamHI 7.8 kbp
Xhol + BamHI 46, 3.2 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A CMV-Forward Sequence - E -
Sequence - B GNP _primer#10 Sequence — F =
Sequence -~ C Lats2#11 Sequence - G —~

Sequence - D

Sequence — H

APPROVED BY :

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




Applied

e A oS 1 5 s S0
SIN G20 A:24 T:17 C:22 primer name A : CMV-Forward xmlummoo|mO3_|[m3<w3oc Jan 28,2016 11:00AM. JST
KB.bcp 5'-GCACCAAAATCAACGGGACTT-3' Pts 1415 to 13145 Pk1 Loc:1392 Spacing:11.66 Pts/Panel1350
KB14.1.8 Cap:2 Version 6.0 HiSQV Bases: 965 . Plate Name: 20160128_bank
Hm.mm HAHDﬁﬂqnmthMOmﬁﬂ “T Hm < _— .H_wmm GCGGT D.@MOG TGT ODWMHOOQ mO&mM% TH T D.mm G OOHHMM TGGCT ﬁwM GAG OHODOD CTGE ET APDO@.H_O GE.TT Mhuw
1152 "
e _ iz S o
o NSO N oo My L.::.L.:: ot A A
@\ T quq CcCG n.ﬁOHwﬂmH T OQOHLGM cece mMmq.bﬁnﬂ C.EF Hmmum : qumm ACG OOHwﬂHm ﬂ \Omm'mﬂﬂ CLTG mu.mmmﬁo G O.ﬁeﬂ,ﬁﬂnHDMHﬂq C O.H_.Hmw.nmﬂ CT GG
1152 HindTE teA BamtL Lags2 Be-017IL2, 437,
i :::LE:::.:EE::_EE:_EEE»F :EE._:::%z_:.:, ol
mmwm.mﬂﬁmmnw.pmbﬂm Hﬂmﬁmmwm G .ﬁﬂnwmmm mmmmanmw GC mnmomwo ccC mmm%,mﬁﬂm.nﬂnmwﬁwmowmnﬂmﬂuh%qoqmmm OMHm C mgmwmomﬁw~000.wwmhm TGCC ubwmu,m
1152 »
:FE?EE. I ,»E&E:E?EE:.: :::::.;:E;: E:.:E.::::EE;:E:
352 361 370 379 388 397 406 . hHmOﬂﬁﬁ%O Mmmbm %hﬁMwa ,.;Onnh_anNDHOOOH ﬂwmﬂwmﬁﬂ OQ@M

1152

a Wttt _.E,:.,:.Eazgézsis.:,s_Ess

TCAGGCACTTCGGCAGCTGCAG AGGTG CCGGCAGATGCTTCAGGAGITGGT G TGCGGGATGTGACCAGGAG AT GGLECTGECAGAGCGCTC GCAGACGGGCAGTAGG

469 478 487 496 505 514 523 532 541 550 559 568
1. 1552,
S >>\ %Z/\Sz«,
GTATCG GCTGCCTTGGAGTACATCAGT TGGGCTACCTGGACCCCAGG TGAGC AGATTGTGCG AG TCATC?E GCAGACCTCCCCAGG? GGGCCTGGCGCCC
577 586 565 604 613 622 631 640 649 658 667 676
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Applied

' Bi osystems 12214_12214_ABAj_CMV-Forward_A02_02 Inst Model/Name 3500/3500 Instrument
12214_12214_ABAj_CMV-Forward Jan 28,2016 10:35AM, JST
S/IN G:20 A:24 T:17 C:22 KB_3500_POP7_BDTv3.mob Jan 28,2016 11:00AM, JST
KB.bep Pts 1415 to 13145 Pk1 Loc:1392 Spacing:11.66 Pts/Panel1350
KB 1.4.1.8 Cap:2 Version 6.0 HiSQV Bases: 965 Plate Name: 20160128_bank
CCCCGGTGACTCGGCGGCCCAGT TTCGAGGGCACAGGGGAARGCAC TCCCATCCTACCACCAGCTGGG TGGTGCARACT ACGAGGEGCCCCGCCGCACTGGAGGAGATA

685 694 703 T2 gl 730 739 748 757 766 775 784

CCGCGGC TATTTAGACT TTCTCTTCCECTGERGCCGEAGCEGGEGCACECACGGTEGECCCAGGCTCACCAGEATCC TEEC AnGEGTACAGCACAGCAGT ARG AGCC
793 802 811 820 829 838 847 856 865 874 883 892

ETGC GCACTTT CCGGGCACACACL T Hmm_O.H.OD.H.mm TCATCTACTATCGG

918 f 937

GACG CCACC G T &GECCTTA TTTECA G C TGCG CC G CCCC 2 CGE TGEG TECC TC CC G CC G C T G c TITT CE T G £ C TG €C &G G (

1000 1009 1018 1027 1036 1045 1054 1063 0
1152
576
T i T W T PR A e D el FRNIIA PSR sk
i B8 T C cC TG CC C& € CEC CiC hoG T CG E GG e o CE @& € <ol i i G GG C8 € A £ € AT z AC 1 T
1081 1090 1099 1108 1117 1126 1135 1144
1152
576
31 IGTGT T T G G G G C
1153 1162
1152
576
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Applied

Bi osystems 12214_12214_ABAj_pMAMneo_Reverse_EQ04_13 Inst Model/Name 3500/3500 Instrument
12214_12214_AB6Aj_pMAMneo_Reverse Feb 09,2016 02:25PM, JST
S/N G:525 A:398 T:432 C:585 primer name B pMAMneo-Reverse KB_3500_POP7_BDTv3.mob Feb 09,2016 02:51PM, JST
KB.bcp i . Pts 1464 to 12807 Pk1 Loc:1441 Spacing:11.32 Pts/Panel1350
KB1.4.1.8 Cap:13 | SR CETTASAEE T A SATETOTGTARCES Version 6.0 HiSQV Bases: 942 Plate Name: 20160209_bank

TG TCE A G/MIATG ‘TCICAC CACAG G TRAAG G T'TCCT TCAC G ATCCT G TAG CAT TTA GG TEACAC TATAGAATAG G GEEC ETCTAGATECATE C TECG AG TG C GEELG.T
1 } 10 19 28 37 46 55 64 73 82 91 100 200

| X ba L Xhol Notl

1180 iﬁ?%.ﬁ.:

S ..g...::..,.E,..::._.:: LV .;a 0 e

GCTTGTCEBACGGAGCTCEG TTCGGATCATCT GCAG TTTCGAGGITTNCACG TACACCGGETGGCAGCEC TCG GCCGCACCTTCC GTCCGCATCCCCTGGGTCTGCACT

HH@O mFHHm qumn\oﬁ!\h 136 145 154 163 m\PA.\M M..quzg\cﬁ&n“wmw | ﬁ\Ou 190 199 208 217
. Err?:.::::r.:E:r LUl EE:::E::.?EE:::E::E:E:::L.:EE
226 235 244 253 T_m_cm_._m mﬂ 2 u 280 289 298 307 316 325 33

1180 L AGa, Synony™
- :EE:E: :.E.::E.FE::EF:EF3 :;EFEE:.: Fr:»::».:E._:_.;::r
1180

& oot oo oo oo,
1180 L

- 5%??%%?@%@%&%%%%«

GCTTCGTGATGAGGTCTC GGEGCCTCAGC GCTGAGCCTCACCT GCGTAGGGATATGCAGCE TGCTCTCCCAGTT GATCACCT TCAGETGCGTCTCTGTGGEGGEGTGEGGEG GECG
J 568 577 586 992 604 613 622 631 640 649 658 667
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Applied

Biosystems 12214_12214_A6Aj_pMAMneo_Reverse_E04_13 Inst Model/Name 3500/3500 Instrument
12214_12214_A6Aj_pMAMneo_Reverse Feb 09,2016 02:25PM, JST
S/N G:525 A:398 T:432 C:585 KB_3500_POP7_BDTv3.mob Feb 09,2016 02:51PM, JST
KB.bcp Pts 1464 to 12807 Pk1 Loc:1441 Spacing:11.32 Pts/Panel1350
KB 1.4.1.8 Cap:13 Version 6.0 HiSQV Bases: 942 Plate Name: 20160209_bank
G GGLGBCTGCCCAACCAGCATETC GAGAATCACAGC GG AGCGE TCCACCAGT CACAGAG GTEEGTE TACCGET TTE GG BAG GCACCTECGGAGEG AT GT
676 685 694 703 742 721 730 739 748 757 766 775
1180
590
0 »‘?‘.’P’i»‘.’?& b.o».»..??‘.#’? 485 b b.o.b».»’o.'»’b.brO»o.o.O?.h.0»0.0.0»0.0» O o
P TG CTETCCC CACRAL AGAAT CTCCCAGE CACE T TG G TG CTE CTT CTEC G ECETUTEETECAGEETUT I TAACE FE TETUCACAG CGACAG TT 6.6 g
784 793 802 B11 820 829 838 847 856 865 874
1180
590
0 P.p'».h"?‘r’ POB‘;..D’)V.)OP.PO).» P'»‘.Ob‘b’bbﬁb'h}.b XA b’?.b‘k’?’hb".;?.k‘?’d’ﬂ?‘)Of‘b‘p XA IAHK Secraramal oo XS ™ <
TCC TECCAGCAGETEACCEGEEC TCOATECTETCC I T T ATG TG TTCCC TTT CTEG TAG TAC IT GG ,S__qoqo G TCC RCCC TG T CC&ET 1
883 892 901 910 919 928 937 946 \ ﬂ 955 964 97
M-
1180 [R5 !
. |
590 2% Loy,
O FLPS D "I”.W‘n‘}"‘.ﬁr > >lX .‘r"."l‘}r’\1}..&"’1?.”‘!&:’:’}'-""’1!'“ 'un.'r .i‘.’l”‘v’”‘_v.‘."ll.‘1..‘.'1.'1"...;’W".!r T
GCAGA GG CC \A GETEHITEAGE T TATE B €& AT C& AGEE TCG TG AG TATES TT 6 TEC G ¢ T G e PEC C G 4 & 1
3 982 991 1000 1009 1018 1027 1036 &
1180
590
:b - - S - - e O e e O R Sl . i e~ = T O i e i U et
CG € T g ® & B G C € i € T 66 GE G G T g T BT & 66 TGG 14 G
1054 1063 1072 1081 1090 1099 141
1180
590
0 e ———————— = —a——— e —— e mam— —_—
C G G ¢ & B . G T
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1180
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0
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Applied 12214_12214_ABAj_Lats2#11_H07_22 Inst Model/Name 3500/3500 Instrument

Biosystems
y 12214_12214_A6Aj_Lats2#11 Feb 03,2016 05:45PM, JST
SING:48 A:75T:73C.78 primer name ( Lats2#11 KB_3500_POP7_BDTv3.mob Feb 03,2016 06:11PM, JST
KB.bcp 5-CACGTGGAGAATGTCATCAA-3' Pts 1404 to 13045 Pk1 Loc:1381 Spacing:11.51 Pts/Panel1350
KB 14.1.8 Cap:22 Version 6.0 HiSQV Bases: 980 Plate Name: 20160203_mix
CA CAGEE CCAGICCE (G GC *ACAG € TG € 6 CAGT TGEBRCE GCTE GGCTC TG TGAG GLCGAGCAGH AGCAG BTG AGEARGATCE T TACCAG AAGEAGT CTAACTAL]

i; 10

! HZJ 37 46 55 64 73 82 g1 100 109
{

MM 0aall, 2182

1242 ) Lak9 2

621 A\

0 A {4 48!
\Oﬁmmﬂﬂm G.GGGCC G ATGG AC GTCCATGTTTGTG e GIACTCTAGGCATCGGTGCCTTTGGGG GTEGTEBCETCGEGC TTGT GCTGGACACTCACGCTC

118 127 136 145 154 163 172 181 190 199 208 Z17

1243

621 »

0 _ A
"GTARCGCCATG GACTCTCAGGAAGAAGGATGTCCTG CCGG T GTGGCCCATGTCAAGGCTGAGAGGGECATCCTGGCTG GCAaGAC TGAGTGGGTGGTC (24
226 235 244 253 262 273 280 289 298 307 316 325 334

2 , T o e

TC TACTACTCCTTCCAG GACAAGG ACAGCCTGTACTTTGTGATG GACTACATACCAGGCGGGG ATATG AT GAGCCTGC TGATCAGGATGGAGGTCTTCCC TGAGCACCTGGCCY

343 352 361 370 379 388 397 406 415 424 433 442 45
1.2:42
621 » » —
, A\ LV \
TEC TTC TACATIGCAGAGT TEAE ECTGEGECCATTG GTGTCCAC GATGGGCTTTATCCACCGGGACATCAAGCCTGAC CATACTCATCGACCTGGATGGTCATATT
1 460 469 478 487 496 505 514 523 532 541 550 559
1242
) %%ggéggggé%%ééggg
GCTGEAC mn..w TTG GECCTCET GEAC TG GATTCAGGEGTGEGAC T CACAA TTEC GTACTACC LLGG G CCACATGAGACAGGACAGCATGGAGCCCGGTGACCTCTGGEG
568 234? 577 586 595 604 613 622 631 640 649 658 667
1242 DA

I L e o A N T
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Applied

: i 22 Inst Model/Name 3500/3500 Instrument
Biosvstems 12214_12214_ABA|_Lats2#11_HO7_
¥ 12214_12214_ABAj_Lats2#11 Feb 03,2016 05:45PM, JST
SIN G:48 A:75T:73 C:78 KB_3500_POP7_BDTv3.moh Feb 03,2016 06:11PM, JST
KB.bcp Pts 1404 to 13045 Pk1 Loc:1381 Spacing:11.51 Pts/Panel1350
KB 1.4.1.8 Cap:22 Version 6.0 HiSQV Bases: 980 Plate Name: 20160203_mix
CGAT BTTTE CAACTG T CGETGTE GACACAGGETT BACCET GG AGCAGAGEE CECAGRAAGCAGCACCAGABE TECEC TG GCACATTCTET T GTCGEEGACALD il
676 685 694 703 712 721 730 739 748 757 765 775
1242
621
0 %&%%?é%?/%&%ﬁgg{é
C AT CGIC T ECEEAG BT GETTC T.E §GC GGGET~C/ CGC GCTCTGTG-CTGGTGG-GCGTCGGTGTG ~ATTC TCTTTG " GATGC TCCGTT GGG CLGEEGCCTTT
784 793 802 11/ ! 820 829 838 847 856 865 B74 883
f
1242 N !
621 . ~2979
0 OO O X 000 PO VAT 0 0000000 o by, PO 0D 0.0 VU Ol DOl A av.
C/TEEE € OD/C AC DICICCA CAG ACA G CA GE TG CETG ATCAACTGEE AGAGCACGEC TEECATATCCEC TAC GCA GGTGA CEGCTCAGCGETG : i
892 901 910 919 928 937 946 955 964 973 982

e GA & TCATC CG GECTETE € 'T:GE GE G CTGAC TG CC G CC TGGG C A GG TGGGGG C A TG ST g GG CA C cc C GG 1
991 1000 1009 1018 1027 1036 1045 1054 10¢€
1242
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0 e s A e e T I D e N o G i~ S =N, ..t‘!‘"\h)l’fh"’n.’\h%‘f\.
T C T C C C T C G CC T i cc G TG c A2 CC GG GG CC A GG CC TG (i3] & 9 & T CC G T C G C
3 1072 1081 1080 1099 1108 1127 1126
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g & T T IE C TG (
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