Gene Engineering Division

RIKEN BioResource Research Center

=
®

o
ol

P RIKEN DNA BANK

clone name : pBRPyCAG-KIF9(2)-1P

@ Clone ID

® Lot

@ DNA Concentration

@® Volume

® Form

@ Host

@ Culture

@ Antibiotics

@ Purification

@ Digestion by restriction enzyme

2-Log DNA Ladder

(NEB#N3200L),
250 ng/well

(kb)
10.0
8.0
40
30

15
12

1.0

01

RDB _ 10847

10847 _ A8Et

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

100 microgram/ml Ampicillin

QIAGEN QIAprep Spin Miniprep kit

uncut
Xhol

—
p—
—
—
—
—
—
-
el
—
-

10847

BamHI
Pstl

it 1 TR A

Erectrophoresis :

Restriction enzyme

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

Expected size of fragment

Xhol 8.1 kbp

BamHI 55,22, 03 kbp
Pstl 54,217 kbp

kbp

kbp

@ Confirmation of the insertion sequence

Sequence name

Primer name

Sequence name

Primer name

Sequence — A pAxCA _F1 Sequence — E -
Sequence - B CSII-CMV3’ Sequence - F =
Sequence — C CMV_en R Sequence — G =
Sequence — D BGH_rev2 Sequence — H =

APPROVED BY : ~—
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» Applied

W_Om<m.nm3m 10847_10847_A8Et_2_pAxCA_F1_C09_09_ABI24 Inst Model/Name 3500/3500 Instrument
10847_10847_A8Et_2_pAxCA_F1 Jun 13,2018 04:09PM, JST
S/N G:296 A:404 T:333 C:665 primername A : pAxCA_F1 KB_3500_POP7_BDTv3.mob Jun 13,2018 04:37PM, JST
KB.bcp . Pts 1534 to 12115 Pk1 Loc:1511 Spacing:10.71 Pts/Panel1350
KB1.4.1.8 Cap:9 5- GGCTTCTGGCGTGTGACCGGC -3 Version 6.0 HiSQV Bases: 956 ~ Plate Name: 20180613 _dnabank
j GGTTTGTC "MCA 16 T TCATGCCTTCTTCT TTTTCCTACAGC TCCTG GG CAACG TGC TGG TTAT TGTGCTG TCTCATCATTT TGGCAARAGAATTCCTCGAGATCTGCCG TG
1 0 19 28 37 46 55 64 73 82 91 100 T 109
_ s : !
EcoRT  Khol mm
1938
. i
B con WA A A
GecccGeACCKT) TCCGCGGE CGCCTACATGG ACT TCEGTGGCTGCCCAG TG TC TGGTTTCCATCTCCAACCGCGCCGCCGTGCCGGAGCACGGGGGCGCTCCGG AAGCCGAGY
118 |\ 127 Zo+ﬁ 136 145 154 163 172 181 190 199 208 217
WJWQ..
1938 > wkUT , NM.olve38.¢
%é%?éégéiggég%éé%zggég%s
IGECTEEG ACTACE TG AGCBEB AGETEACE ACACGGTGACCCEGEGE ALACCT GG ARGEATTAT TECACGETE ETCAC TATC GCEAAGAGETTGTITGGACETC 1
226 235 244 253 262 271 280 289 298 307 316 325 334
\F\PH
1938 5
o A/l i ool sl
A W AN il A AP AN ALY AR o AAAANA AN A WAAN WV At
CCGACCCATCCAGACCCCCTCGE TETGCAGE GACAGTE TGGAGAGTCCCGATG AGGATATAGGATCCGACAGCGACE TG ACCACCGAATCTE GGTCEAGTCCTTCLCACAGLE
343 352 361 370 379 388 397 406 415 424 433 442 4
WSEIH
1938
GG AGGAGAGACAGG ~TTCTGGCAGCGCGCCCAGCCCACTC TCCCTCCTCCAC TC TGGAGTGGCTTCGA AGGGGAAACAC GC CTCCG AARAGAGGCACAAGTGCCCCT
51 460 469 478 487 496 505 514 523 532 541 550 559
1938
- %ggéégégéé%%%%
TG GC TE TE 66 GTCTATGG? TECTECCATE TT ECCOATTACAGAG TGCATACAGG TCAACGGCECTT TCEC TECACGTGGECLAGAC TGCET T GTT(
568 577 586 595 604 613 622 §31 640 649 658 667
1938
R
0 T L A L YA A ) L L vt
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 Applied

W_Om<m.nm_.:m 10847_10847_A8Et_2_pAxCA_F1_C09_09_ABI24 Inst Model/Name 3500/3500 Instrument
10847_10847_A8Et_2_pAxCA_F1 Jun 13,2018 04:09PM, JST
S/N G:296 A:404 T:333 C:665 KB_3500_POP7_BDTv3.mob Jun 13,2018 04:37PM, JST
KB.bcp Pts 1534 to 12115 Pk1 Loc:1511 Spacing:10.71 Pts/Panel1350
KB 1418 Cap?9 Version 8.0 HiSQV Bases: 956 Plate Name: 20180613_dnabank
7 T TCGCGCTCGGATGAGGCTGACCCGECACTACCGGACCCACACTEGGE ? GCACTTCCETTECCCAQTG TE TG AG CAGATTCATGAG GAGTGACCATCTC
676 5§85 694 703 712 721 730 739 748 757 766 g
1938
. E%%%ggé&?gégggg
GCATGCCCGGCGTCAC! €T TC CATCGT T GGCTCTTGCCAGCCCCTTG IGAGGTTGACCGGTECGGCCGY.
F5 784 793 802 811 820 829 838 865
NetZ
1938 wkK, NH-
969
0
ITCEATARGETRCATATC AT TCE 6 CCECE CECLETEr T TEEE J CoCCOtEToEEC TAA G E T FAL TIOEE BL G G CCCG C TITEG
874 883 _ 892 Eo T 901 9o 919 928 937 946 964 {
HindT  EoRV  El0 |
1938 _
969
o -
CEE TG TERE T e TQEATALE TF i ol il et ¢ Ta 1T € ECEE T &
373 982 991 1000 1009
1938
969
0 e =
e TG TEE T CC AT GG CG vG:E € A TT €€ IT G G G A
1054 1063 1072 1081
1938
969
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. Applied

BiBystems 10847_10847_ASEt_2_CSI-CMV3'_BO6_06_ABI24 Inst Model/Name 3500/3500 Instrument
10847_10847_ABEt_2_CSII-CMV3 Jun 05,2018 05:03PM, JST
SIN G:37 A:36 T:36 C:47 primer name @ CSI-CMV3 KB_3500_POP7_BDTv3.mob Jun 05,2018 05:31PM, JST
KB.bcp ; Pts 1600 to 12337 Pk1 Loc:1600 Spacing:10.96 Pts/Panel1350
KB14.18 Cap6 5-GGCTTCGGCCAGTAACGTTAGG-3' Version 6.0 HiSQV Bases: 944 Plate Name: 20180606_dnabank
CG GGGG n T T PTG T AT C GET T A,OD.OOOGOOOO CEG 61T B OOHIOIG GG GGCTG GCAAGAGCCTT TTTTGATCTCTTGATCATGCTGGG ATGG |
1 10 | _ Qﬁ/d-u.w —l_;SQE. 28 7__ * .leq 46 ~ ‘N.Mmﬁ* 64 73 82 91 100
' o ) v} \
| 1124 _w , \ s\rw;a. NM_olvE3E . u

o O SO00astacnoaen e U d i .-g..,‘..f ;EE:.E...:,;E::.:s

'CGGTGTGACGC CGGGCATGC TTGGTGAGATGGTCACTCCTCATG TCTCTTCTCACACAGTGGGC CG G/ O.ﬂmﬂ.ﬁﬂ]ﬂﬂnhn GTGTGGGTCCGGTAGTG GCGGGTC

* oottt il

1124

- ,_...::,__,:E,E,:=.E.,.E::_::?EEE_.:_:.EE?E__.__L_E:_:__,:_5___:..__,;_.::

TCCCACAGCLACTG TAGGGGCACTTG TGCCTCTTT TCGGAGGCGTG TTTCCCCTTLG GCCACTCCAGAGTG GAGGAGGGAGAGTGGGCTGGGC GCGC TGCCAG AATCCTGTC

= ot oA bt
B A R L

| 562
o IV o ViMosnain
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» Applied

) Biosystems 10847_10847_A8Et_2_CSII-CMV3'_B06_06_ABI24 Inst Model/Name 3500/3500 Instrument
10847_10847_AB8Et_2_CSII-CMV3' Jun 05,2018 05:03PM, JST
S/N G:37 A:36 T:36 C:47 KB_3500_POP7_BDTv3.mob Jun 05,2018 05:31PM, JST
KB.bcp Pts 1600 to 12337 Pk1 Loc:1600 Spacing:10.96 Pts/Panel1350
KB14.1.8 Cap6 Version 6.0 HiSQV Bases: 944 Plate Name: 20180606_dnabank
IAGGTAGTCGCAGC CGCTCGGC TTCCGGAGCGCCCCCGTGC TCCGGCACGGCG GCGCGGT TGGAGATGG C/CA GACAC TG G G CAGCE ACG AAG TCLAIG TAG GY
7 676 685 694 703 712 721 730 739 748 757 766
1124
562
0 \ OO Y
GGCCECOEE @mmqmnmmmnm CGGCAGATCTCGAGGAATTCTTTGCC TCATEAGACAGCALC TAACCAGC om,::mnnn GG AGCTGT
775 \m 793 802 811._ R1 820 829 838 847 g56 865
No¥ T 530 W@.m\m..l_l XhoL tco ’
1124 s?f*:.
562
GAAG AIGGGCATGAACATGG TTAGCAGAGGCTCTAG AG CCGCCGEE TCACACGCCAG GCCBAACCCCGECC CTEGCCCE GGT € CC
883 910 919
1124
562
0 e
G CCC GTTCC €CCC C GGE GGEGGAL G CGCCCE GF C& {0 (4 21
973 982 991 1000 1027 1036 1045
1124
562
0
M OEE B0 66 (1
1054 1072 1081 1090
1124
562 -
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Applied

A w_0m<mam:‘_m 10847_10847_A8Et_2_CMV_en_R_C06_09_ABI24 Inst Model/Name 3500/3500 Instrument
- 10847_10847_A8Et_2_CMV_en_R Jun 05,2018 05:03PM, JST
SIN G:157 A:261 T:269 C:309 primer name (. :CMV_en_R KB_3500_POP7_BDTv3.mob Jun 05,2018 05:31PM, JST
KB.bcp _ TGGG-3 Pts 1477 to 12299 Pk1 Loc:1454 Spacing:11.0 Pts/Panel1350
KB 1418 Cap9 5-GGAACTCCATATA : Version6.0 HiSQV Bases: 970 Plate Name: 20180606_dnabank
TGGG TT:? G TTECTAT T T CTH G CTAG TC T L TERTCG 206G ATG ATATCA|GATCCAGACATG ATAAGATACATTGATGAGTTTGGAC CCAC CTAG
5 110 19 P8 37 46 55 pe 3 82 91 100 109
| HCMVIE sadl Ry -
1198 e SV40 plA)

599
0 OO0 Y
STGCAGTG : TGETT TATTTGETG TTP6E T ATGC PTATTGETTTATETGE'T CCATTATE? GCTGC T % C GTT TTCGATTCAGCTTCAG GATG GCG
118 127 136 145 154 163 172 181 190 199 208 2177
1198 ST U0y p(A) —>
599
0 [\ Y\ |
G AGGGCCTCC CACAGT T TTTECTERE GRE TE T TR TA G ATGTCAAGTCAGTT GC .G G GTGACTE®: GG AQ CECABETHE BEETECBACATEE TE T TTAAY
226 235 244 253 262 2L 280 289 298 307 316 325 334
\ A
QTO:\:\) Cri
1198 {
599
0
TTAGTTGCTAGGC ! CTGECETC GAGRAGE GCAGBTE TG GTTTTGC GAGG GC GECTETECACC CAGG CCTEG GAATGTCAGTE TGGEG T TT TGE GGG GC» : G(C
343 352 361 370 379 388 397 406 415 424 433 442 4
1198
599
o 1l I
CETCTLCAC CEAGHCETEE AATE TTTC EAGCE TCATTAC TATGACAACAGC TG T TTITTTTTAGTATT GCA G mmﬂﬂODQOOOO0.0H.DOOOHOOGOM_% .CTCT GG AG
460 469 478 487 496 505 514 523 532 541 550 559
m \jﬁw
1198 ol {owma OV =
599 »» » /
5 ‘ WY |
G GAGAGGCTTCCAGAGGCAACTTGTC CAGGACTGGCGCCTTGGAGGCGCTGTGGGGCCACCC TTGATATAATT GC CC C! CEGE CTET TEECBECT @
568 577 586 585 604 613 622 631 640 649 658 667
1198

o [, | NV W i A WY W W Y s Ay
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» Applied

w_0m<m.nm3m 10847_10847_AB8Et_2 CMV_en_R_C06_09_ABI24 Inst Model/Name 3500/3500 Instrument
10847_10847_ABEt_2_CMV_en_R Jun 05,2018 05:03PM, JST
S/N G:157 A:261 T:269 C:309 KB_3500_POP7_BDTv3.mob Jun 05,2018 05:31PM, JST
KB.bcp Pts 1477 to 12299 Pk1 Loc:1454 Spacing:11.0 Pts/Panel1350
KB 1.4.1.8 Cap:9 Version 6.0 HiSQV Bases: 970 Plate Name: 20180606_dnabank
JATTTCAGCCTCACCAC TATGTGAATATAGC TGAARTACACAGTT TAT TG i CATTAATT TCLAGT TACAE TCTTTGTTT TTCR GCE EITCGAT TG
676 685 694 703 712 721 730 739 748 757 766 775
1198
. %%é%é&%ﬁ% o ptopolir e
0 o e
GAGTATGAGTATT G2 PTETCCE PETEGC e T AT T EEC T TE R L TE e G EAT ITIECE TN CC R G T TITIGEC TCACEE CEERGETE
784 793 802 811 820 829 838 847 856 865 874
1198
o Y ggg&é@?@@i&@%@?é
0
TEELG G GTTGGGETGCACGAG TGGGE T TAC CTEG ATETE GTG GTAZ T PTEG AL AGTTTTE C
883 892 901 910 919 928 937 946 955
1198
599
0
CCCCE G £8 T rTTCC re'are acc ac TriTiYT AG T € v g T TG TTEGE €©6G € GG 7T e T GE &G T e A d
964 973 982 991 | 1000 1009 1018 1027 1036
, |
1198 L l?ww _
599 _
0 ol = TG \‘V@tﬁ) { RS S 2ol e N R e D
GG T e e ¢ G BAG C g e @ STEeE g B8 ¢ T o g 0 fE & OB G T CG T
1045 1054 1063 1072 1081
1198
599
G GG ¢
1090
1198
5889
0
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Applied

L\ Bi Om<m.nm3m 10847_10847_A8Et_2 BGH_rev2_D06_12_ABI24 Inst Model/Name 3500/3500 Instrument
10847_10847_A8Et_2_BGH_rev2 Jun 05,2018 05:03PM, JST
SN G231 A187 T:189.C:392  primer name §) : BGH_rev2 KB_3500_POP7_BDTv3.mob Jun 05,2018 05:31PM, JST
KB.bcp _ ! Pts 1468 to 12263 Pk1 Loc:1445 Spacing:10.88 Pts/Panel1350
KB 1.4.1.8 Cap:12 5'- TATTAGGAAAGGACAGTGGG -3 Version 6.0 HiSQV Bases: 953 Plate Name: 20180606_dnabank
gACh T ‘miAG GC'CGGGGG G a CARCAG ATGGCTGGC2ACTAGARGGCACAG TCG AGGCTGATCAGCGAGCTCTAGATCATC GATGCATGGGGTLG TG
1 28 37 a6 55 64 73 mwavhﬁw* 91  claT100
( bGH 2(A) Sack m2thylated)
601
0 _ ) ,
CGCTCCTTTCGGTCGGGCGCTECGGGTCGTGGGGE GGGCG|TCAGGCACCGGGCTTGCGGGTCATGCACCAGGTGCGCGGTCCTTCGGGCACCTCGACGTCGGCGGTG ACGG
109 118 1% 136 14 154 163 172 181 190 199 208 21
| 1202 k| P uro R

.l ) ) RN i

IGAAGCCGAGCCGCTCG TAGAAGGGGAGGTTGCGEGGCGCGGAGGTC TCCAGGAAGGCGGGCACCCCGGCGCGCTCGGCCGCCTCCACTCCGGGG AGCACGACGGLCGCTGLCC
7 226 235 244 253 262 271 280 z58 298 307 316 325

1202

- ) fl

GACCCTTGCCCTGGTGGTCGGGCG AGACGCCGACGG TGGCCAGG CCACGCGGGUTCCTTGEGGCCGGTECGCBCGCCAGGAGGCCTTCCATCTGTTGCTGCGCGGCCAGLCCGGG
334 343 352 361 370 379 388 394 406 415 424 433 442

1202

o , Wl \ Uil

ACCECTC CTCGGCCATGC GCGGGCCEGATCTCG GCGAACACCGCCCCCGC TTCGACGCTCTCCGGCGTGGTCCAGACCGCCACCGCGEGGCGCCGTCGTCCGCGACCCACACC
451 460 469 478 487 496 505 514 523 532 541 550

< |l Wt A

TTGCCGATGTCGAGCCCGACGCGCG TG AGG GAGTTCTTGCAGC TCGGTGACCCGC TCGATGTGGCGGTCCGGATCGACGGTGTGGC GCGTGGCGGGGTAGTCGGCG
559 568 577 586 bEs 604 613 622 631 640 649 658

1202

. YV N WYY MW Y iy VY
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» Applied

10847_10847_AB8Et_2_BGH_rev2_D06_12_ABI24 Inst Model/Name 3500/3500 Instrument
w_0m<m.nm=..m 10847_10847_ABEt_2_BGH_rev2 Jun 05,2018 05:03PM, JST
S/N G:231 A:187 T:189 C:392 KB_3500_POP7_BDTv3.mob Jun 05,2018 05:31PM, JST
KB.bcp Pts 1468 to 12263 Pk1 Loc:1445 Spacing:10.88 Pts/Panel1350
KB 14.1.8 Cap:12 Version 6.0 HiSQV Bases: 953 Plate Name: 20180606_dnabank
CGCGGCGGCGAGEGTGCGTACGGCCCTGGGGACGTCGICGCGGG TEGGCGAGGCGCACCE TGGGCTTGTACTCGG TCATYGGTITGTGGCCATATTATCATCG TG |

667 676 685 694 703 712 721 730 739 748 757 766

1202 Fare R < 2 IRES

o Nl , T T e

I TT-7 TC GG RCE CGTCCCCGTGGTTCGGGGGGCCTAG GG TTYT T TR GO TER (70 ACAC TG T GCATGTGCACCG GGCCCCAG
715 784 793 802 811 820 829 838 847 856 865
1202
. %@%%ig;%o%@%%
Ly
0 SEUQ
TEE € Hmmmm‘me CETTETEBGEGGE € e & T e GEEECC T TE T T6 T ESC TTG A bl i
B74 883 | 892 901 910 918 928 955
1202 _
601
0 (000N I0ONX T Ko~
& T T ‘@' C TE o CG TGGB CAC TGGEGEGE TITG TG CC G CCe T TTG € GG TG T T € TIIT T o CG T GG L B M L e 2}
964 973 982 991 1000 1009 1018 1027 1036

TT GG G G G G
1063

1202
601
I - e
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