@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),

250 ng/well

(ko)
100
80
40
30
15

12
1.0

05

Erectrophoresis :

p-2 Gene Engineering Division
RIKEN BioResource Research Center
P. RIKEN DNA BANK clone name : Dyrkla/pCAGEN
RINZH
BrC
@ Clone ID - RDB _ 12851
® Lot - 12851 _A6lg
@® DNA Concentration 2 25 nanogram/microliter
@ Volume 2 40 microliter
@ Form i DNA solution in TE buffer
@ Host DH5 alpha
@ Culture : LB medium
@ Antibiotics 100 microgram/ml Ampicillin
@ Purification . QIAGEN QIlAprep Spin Miniprep kit

Restriction enzyme

100

12851

uncut
EcoRI
b Notl
EcoRI + Notl
, BamHI

RURURTEL LIN

Expected size of fragment

EcoRI 7.1 kbp
Notl 71 kbp
EcoRl + Notl 48, 23 kbp
BamHI 5.3, 1.4, 0.3, 0.04 kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A pAxCA _F1 Sequence — E -
Sequence — B pCA-bgter Sequence — F s
Sequence — C Dyrkla_F1 Sequence — G -
Sequence — D Dyrkla_F2 Sequence — H -

APPROVED BY :

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

=
oA

191.3

http://dna.brc.riken jp



~ Applied

w_0m<m.nm=._m 12851_12851_A6lg_pAxCA_F1_D04_04_ABIO8 Inst Model/Name 3500/3500 Instrument
12851_12851_ABlg_pAxCA_F1 Jan 28,2019 01:53PM, JST
SIN G:44 A:66 T:45 C:54 primer name A : pAXCA_F1 KB_3500_POP7_BDTv3.mob Jan 28,2019 02:29PM, JST
KB.bcp g g Pts 1434 to 15105 Pk1 Loc:1411 Spacing:13.09 Pts/Panel1350
5'GGC £
KB1.4.1.8 Cap4 TTCTGGCGTGTGACCGGC3 Version 6.0 HiSQV Bases: 1071 Plate Name: 20190128_dnabank
G CTTCCCC TG C TACA TCRMT(ATGCCTTCTTCTTTT TCCTACAGCTCC TGGGCAACGTEGCTGGTTATT GTGC TG TCTCATCATTTT GGCARAGAATTIC GCCACYET QCAT G
i i 1 31 a1 51 61 Tl 81 21 - 101 N 11
P s 01 dob,;
1302 Pyrk 5
651 »
0 [\
GAGGAGAGRCTT CAGCATGCAAACCTT CATETGTCCE GO T TGCACCGTCGTTCTCAT TCCATGCTGCTGGCCT TCAGATG GCTGCACAGATGCCCCACT CACACCAGTACAGT
121 131 141 151 161 il 181 191 201 211 221
1868 A > Prla, NH- 0078%0. 2
0 i NN
GACCGTCGCCAGCCGACCATAAGTGACCAGCAGGBTGTCTGCCTTACCATATTCTGACCA GATTCA GCAACCTE TAACTAACCAGGTGAT GCCT GACATTGTCAT GTTACAGAG
231 241 251 261 271 281 291 301 311 321 331 341
1302
O -
GLGGATEC focy CeT TCEGTEATCCA GCARCTEETCETCTE AG ACTE TCTEGTE CACTTEATC GICATAT TAATEA GG TTTAC TA TG C
351 361 il 381 391 401 411 421 431 441 451
1302
0 A
AGACAC CAACAGGGCCAGGG GGACGAT TCCAGTCATAAGAAGGAGC GGAAGGTTTACAAT GATGGTTH TEATGATAACTAT GAT TATAT TGT C GGEE
461 471 481 491 501 511 521 531 541 551 561
1302
%???i%é%is%g%%
0
TG GAT GGATC GGTATG TCGACTCE T TAATA EGC GGTTCATTTG GACAGGTTGTGAAAGET TATGACA GAGTG GAGC TG GGTCGC CATT TEA LTS
571 581 591 601 611 621 631 641 651 661 671
Hindm
1302
631

ot ool

M

_u::ﬁma on: Mon Jan 28,2019 04:57PM, JST
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~ Applied

w_0m<mﬁm_5m 12851_12851_A6Ilg_pAxCA_F1_D04_04_ABIO8 Inst Model/Name 3500/3500 Instrument
12851_12851_A6lg_pAxCA_F1 Jan 28,2019 01:53PM, JST
S/N G:44 A:66 T:45 C:54 KB_3500_POP7_BDTv3.mob Jan 28,2019 02:29PM, JST
KB.bcp Pts 1434 to 15105 Pk1 Loc:1411 Spacing:13.09 Pts/Panel1350
KB14.1.8 Cap4 Version 6.0 HiSQV Bases: 1071 Plate Name: 20190128 _dnabank
\CAAGAAAGCGTTTC TGAATCAAGCCCAGATAGAAGT GCGGC T GCTT.GY TEAT GAAC CLCGACACTG TGAAGTACTACATAGTECATTTC CECCACTTTATGT]
681 691 701 711 721 731 741 751 761 771 781 791
Sacl
1302
651
0 é%é%g%g
ITCGAARACCATCTCTGT TTAGT T TTGAAAT GCT GTCCTATAATCTC TATGATTT GTT GASG CACCARACTTCC GAG GGGTCTCTTTG ¢ TAK CACGAAAGT TTECEC
801 811 821 831 841 851 861 871 881 891 901 <
1302
- Al SN0 e 0000000000000 0000 3000000 X 0006C 0000000l
TGTGCACAGCATTGCTTTTTCTT GCGACTCCAGA ACT TAGTATC T TCACTGTGACT TA AAGCCTGAGAACATCCT TCTGTGT AACCCC AAA C GGAGTGCARATCRA GATT G TT
111 921 931 941 951 961 971 981 991 1001 1011 1021
1302
651
0
G ijmm,.mo GC TCTT GTCAGTT GGGGCAG & GGATATACC A GT (T1ATT CAG AGTCGCTTTTATC GG TCTCCA G A GGTGC T AC TG GG TG CC
1631 1041 1051 1061 1071 1081 1091 1101
WIS
1302Pyrkla :
651 AM-; : —~
0 4 y g >
STATC GAGATGE T 6 TECE TTEE ATGTIATIC T T TG TG CACAG T4 TAL BE © Ter ge T cal TG TG C A TIG | +TC
1131 1141 1151 1161 1171 1181 1191 1201
1302
651
0 Y~ Hﬁl’n’l’l\r‘*’?ﬂ\\r}i M&%’&‘L@‘&;ﬁ*ﬁg}’% e o -\i‘.”’n‘!tﬁlﬂ%ﬂ'ﬂmwﬂ’h}
G TTE AG TG AR ATT . A AATA T ETT B © :
1211 1221 123
1302
651
0 Y S el A Sty =

Printed on: Mon Jan 28,2019 04:57PM, JST Electropherogram Data Page 2 of 2



S/IN G:17 A:21 T:18 C:18

>uv__mn

) Biosystems 12851_12851_A6lg_pCA_bgter_C05_03_ABIO8

12851_12851_A6lg_pCA_bgter
KB_3500_POP7_BDTv3.mob

Inst Model/Name 3500/3500 Instrument
Jan 29,2019 01:49PM, JST

primer name mw :pCA-bgter Jan 29,2019 02:22PM, JST

KB.bcp . ; Pts 1452 to 10000 Pk1 Loc:1400 Spacing:14.06 Pts/Panel1350
KB14.1.8 Cap:3 5' ATTAGCCAGAAGTCAGATGCTC 3 Version 6.0 HiSQV Bases: 558 Plate Name: 20190129_dnabank
CGCCC'G AAGTACCATA AT TT TT GGCAGAG GG GITCTCAGTGGIATTTGT GAGCCAGGG CATTG GCCACACCA GCCACCACCT TCT GATAGGCAGCCTGCACCTG AGGAGTGC,
1 1 21 31 il 51 61 oL 81 91 101 111
| Nw%&nm
980 '
|
490 »
DY e \ | W VAT TV 1Y
GGCCGCTCRAATGTAGICACGAGC TAGCTACAGGACTCTGTT GCACAC CTCCTGTCATGGGAGACTCTTCTCTATCASCCCCTTGTCTCATCECCAGATETCCTTEAGTCATET
121 ek O G 141 NheXl 151 161 171 181 191 201 211 221 231
ZQ%H w2697 w 26330t o (Ala to ml\b
980 b Pyrkla  mu_00p8 70,2
z?%i Ui
0 . A
TGTGCAGGACCTGTATTAGCAG TTGGTAT ET TGGATGTCCAGC TATGCCAGTCTCTTGGCGGGEATTGGAGTAGACGGTCAARTTAACGTC CATAGCTCCATTCTGT(
241 251 291 281 291 301 311 321 331 341
980
I UM Il
0 : : AR
TCAAAGTCCAA GGTGTTAGCAGCCACTGGGC GGTTC TGATAGGCCTGATTGCCT TGATTACCAGTAGAGG AGGARGATGTCGAGGARGAAGTTGTTGAGGAAGACAGGG A
351 361 371 381 391 401 411 421 431 441 451
980
o e W |l )
o LW WY | W VN VU P VAN |
G TCATGGAGTGGTGACTGTGECEAACCTCCAT TCCTGGGTAGAGGAGC TAT TT GTTGGAGAATTGTAGACCCTTGGCCTGG TCCGGTTACCCAAG GCTTGCTGTCCA TG
461 471 481 491 501 511 521 531 541 551 561 571
NegL
980
490
0 AR b ‘ . BEE S , _ (V') . XY
_GTGGTGGTGETGGTGIT GGTGGTGG,CA T G TR ICAGACCCTET CTTTTGT TCG
581 so1 601 611 621
2235,
980 %\SN a, \<1l [

2 %%gu

_u::,mn_ on: Tue Jan 29,2019 04:07PM, JST
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Applied

Biosystems 12851_12851_A6lg_Dyrkia_F1_F04_06_ABIO8 Inst Model/Name 3500/3500 Instrument
12851_12851_A6lg_Dyrkia_F1 Jan 28,2019 01:53PM, JST
SING:12 A:17 T:13 C:13 primer name C : Uv%_.ﬂ a_F1 KB_3500_POP7_BDTv3.mob Jan 28,2019 02:29PM, JST
KB.bcp ; ; Pts 1410 to 15346 Pk1 Loc:1387 Spacing:13.21 Pts/Panel1350
KB 1.4.1.8 Cap6 SCTCTCTGTGGACTTGATCAAS Version 6.0 HiSQV Bases: 1029 Plate Name: 20190128_dnabank
TIC(AGIGITAATIIG AG G T TITC 1A AL G AAGC G A GRCACCAACA GGG CCAGCG GG ACG AT T CCAGPERTAAGAAGGAGC G GAAG GTTTACAAT GAT GGTTAC GAT G AT
1 | ik 3 41 51 61 71 g1t 74, 91 101 111 i
_ |
1300 “ ) > Dyrkloy , NH 007800, 2
B0 St ‘ ,
0 b, e X000 S\ WA ..ts.LtL | A
GATAACTAT GATTATATT GTAAAARAC G GGG AAAAGT GGAT GGATC GGTATG TCGACTCCTTAATAGGCAAAGGTTCATTT GGACAGGT TGTGAAAGCTTATGACAGAGT
21 131 141 151 161 171 181 191 201 211 221 231
Hind®
1300
o L ?%%%%%é;g ggég%%%égggg
0 | i
G GAGC AT GGGTCGCCATTAALATCATCAA GAACAAG AAAGCGTTTCTGAATCAAGCCCAGATAGAAGT GCGGCTGCTTGAGCTCATGAARCAAACACGACACT G/
241 251 261 271 281 201 301 311 321 331 341
Sacl
1300
i%%éggiggéig?éi%zé%i s . A AN
GTACTACA TAGTGCATTT GAAACGCCACTTTATGT TTCGARACCATCTCTGTTTAGTGTT TGAAATGET GTCCTATAA TCTCTATGATTTGTTGAG AAACACCA AC TTC CGAG
351 361 S5 381 391 401 411 421 431 441 451 a¢
1300
GGGTCTCTTTG CTAACACG GTT TGC GCAACAGATGT GCACAGCATTGC TTTTTCTTGCGAC TCCAGAAC TTAGTATCATT CACTGTGACTT GCCT G AG
i1 471 481 491 501 511 521 531 541 551 561 571
1300
o %&%@2@%%%%?% N
CCTTCTGTGIAACCCC CG GAGTGL TGTTGATTTTGGCA GECTCTTGTCA CTT G GGGCAGAGGAT ATACCAG TATATTCAGA GTCGCTTITTATCG GT CTCCAG
581 591 601 611 621 631 641 651 661 671 681
1300

T T T T L T T T T T T T
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. Applied

' Bi osystems 12851_12851_A6lg_Dyrk1a_F1_F04_06_ABIO8 Inst Model/Name 3500/3500 Instrument
12851_12851_A6Ig_Dyrk1a_F1 Jan 28,2019 01:53PM, JST
SIN G112 A:17 T:13 C:13 KB_3500_POP7_BDTv3.mob Jan 28,2019 02:29PM, JST
KB.bcp Pts 1410 to 15346 Pk1 Loc:1387 Spacing:13.21 Pts/Panel1350
KB1.4.18 Capb Version 6.0 HiSQV Bases: 1029 Plate Name: 20190128_dnabank
GGTGCTACTGGGA ~TGCCTT 7T GACCTTGCTATCGACAT GT GGTCCCTTEGCATGTATCTTGG T TG? TGCACAC TG GAGAGCCTCTGTTCACTGCT CCCAATGAGGT CC2TT
691 701 711 721 731 m\_ 741 751 761 771 781 g 801
L
1300 Pyrkla, 1 A S
650 |
: N\
0 \ . . A Y ANATHA SN Mate AN oo Doy
GAT GA AT TAGTGGAACGICTTGGGCATCCCCACC TG CTCATATTCT TGACCAAGCACC GAAAGCAAR ¢TTCT T'T CAG GT TECC CGATGE ECACT TG GAGCTT GAAG
811 821 831 841 851 861 871 881 891 901 911 921
1300
650
0 Loa o
GATGGAAAAC GGGACTAC AA CCACCA GCAAACCC GTAAACTT(AMA ATATTC TITGAAATAGIAACA G AGGACCITGGCGGGC GECCET GCTEGGG ATC GGGTCIT ACT GTAGCT(
931 941 951 961 971 981 991 1021 1031 1
1300
650
0 N AN S A AT A Y e e A D D s M Y o Wt = o Ve W sV s O O 0 A W P e T S tt U P e e P O P v
CTICTTGAAGTICAAAGACCTCITTTT AAGGITEC T GATTIAT (A CCCCC AC TC GCGATTCAALGCTT ATT ITBCGCCCT GCAGCHAC A GTTTTTT(I(AG GAAG ACA GCIGGH
041 1051 1061 1071 1081 1091 1101 Eda 1121 1131 1141 1151
1300
650
0 T e AP Y ) T W e O O P S A A WA S = i W i =2V o o O AW 00, O A A VAT Y S oSS A Wit VOSSP N~ =
T AR G TACHCAATLTE C TTA CAA GETGETE TG TA CCAAG Cefc TGEEC ATTGE ¢ TCCCT (EAGTCE 'T € A GE CACE AGE T CCEA G- tA CEETTCEC
1161 1171 1181 119 1201 1211 1221 1231 1241 1251
1300
650
0 N A Ot Vo N - O S RPN = e S~ PNV -~ oAV A e SV A Vo S PR S S AL BRSNS NN PREaSAV-SN
T © c ¢ kg a1 eTE e TETE € T GTB G¢ cc «© G
1261 1271 1281 129:
1300
650
0 St g = e A T e PP -V o W -V - O sy~ =

Printed on: Mon Jan .mm_moam o.n_.m.:u_s_ JST Electropherogram Data Page 2 of 2



» Applied

) Bi osystems 12851_12851_ABlg_Dyrk1a_F2_B05_02_ABI08 Inst Model/Name 3500/3500 Instrument
12851_12851_A6lg_Dyrk1a_F2 Jan 29,2019 01:49PM, JST
S/N G:28 A:34 T:25 C:32 primer name © : Dyrk1a_F2 KB_3500_POP7_BDTv3.mob Jan 29,2019 02:22PM, JST
KB.bcp _ — Pts 1411 to 14779 Pk1 Loc:1388 Spacing:12.93 Pts/Panel1350
KB1418 Cap:2 5TAACCCCAAACGGAGTGCAATZ Version 6.0 HiSQV Bases: 1040 Plate Name: 20190129_dnabank
A WG TNG(G GAAGC TCTT G TLHXCCGTTGG G GCAGAGGITATACCA GTATATT (A GAGTCEGC TTTIATCGGTCTCCAGAGGTGC TACTGGG ARTGCCT TATGACCTTGCTATCG
1 11 21 N 31 41 51 61 T 81 91 101 111
IR
1128 > &\ln_D\ NH-00780p. 2
i
564
|
0 = Y e ONTA XRG W ,o ) | » [\ 1) — »
CATGT GGTCCCTTGGATGTATCTTG GTTGAAAT GCACACTGGAGAGCCTCTG TTCAGTGGTGCCAATGAGGTCGATCAGAT GAATARARTAGTGGAAGTCTTGGGCATCCTAC
121 131 141 151 161 i il 181 191 201 211 221 2
1128
564 »
0
CTGCTCATATTCT TGACCAAGCACC GAAA GCAAGAAAGTTCTTTGAGAAGTT GCCCGATGGCAC TTGGAGETT GAAGACCAAACATGGAAAACGGGAGTACAAACCACCAG
31 241 251 261 271 281 291 301 311 321 331 341
1128
564 »
O =
G AAEEC G T CTTCATAATAT TCTTGGAGTAGAAACAGGAGGACCTGGCGGGCGGCGTGCTGEGG AATCGGGTCATACTGTAGCTGACTAC TTGAAGTTCAAAGACCTCATT]
351 361 371 381 391 401 411 421 431 441 451
1128
564
o\
“TAA GGATGCTT GATTAT GRCCCCAAAACT CGGATTCAACC T TATTATGCCCTGCAGCACAGTTTTT TCAAGA? CAGC TG ATGAAGETACC NCAAGTAACAGTGTGTC
461 471 481 491 501 511 521 531 541 551 561 g
ﬂn\,‘.IH Wﬁ;\rﬂ
1128

S \ MV

TAC CAGCCCTECGATEGAGCCA ETETECASTCTTEAGGLACTACCTECGAGCACC TECTCRAGETCAGEGTIGEATCELTCG GG CGAGT CAGTG GG AGAGCCAGGTCGGATCC
71 581 591 601 611 621 631 641 651 661 671 68

__(_ _, " @.lﬁl_\l WD (] ‘l__ ~.|

1128

o AN Y I )

Printed on: Tue Jan 29,2019 04:07PM, JST
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- Applied

Biosystems 12851_12851_A6lg_Dyrk1a_F2_B05_02_ABI08 Inst Model/Name 3500/3500 Instrument
12851_12851_A6lg_Dyrk1a_F2 Jan 29,2019 01:49PM, JST
S/N G:28 A:34 T:25 C:32 KB_3500_POP7_BDTv3.mob Jan 29,2019 02:22PM, JST
KB.bcp Pts 1411 to 14779 Pk1 Loc:1388 Spacing:12.93 Pts/Panel1350
KB 1418 Cap:?2 Version 6.0 HiSQV Bases: 1040 Plate Name: 20190129_dnabank
CGACGCAC CAGCATCGACACAGCGGTGGACACT TCGCTGCTGC TGTCCAGGCCATGGACTETGAGACACACAGTCCCC GGTGCGC CAGCAGTT TCUG GCTCCTCTG GGATGU
1 691 701 711 721 731 741 751 761 771 781 791
Neol
1128
564
o OV (VWYY A 000N 00 (N oo
TCAGGCACTG AAGCTCC TACACA AGTCACT GTTGAAACTCATCCTGT TCAAG AGACAACCTTTCATGTAGCCCCCCAGCAGAACGCATTGCATCAT CACCATGG AAACAGTTC
801 811 821 831 841 851 861 871 881 891 901
NeplL
15128
564
0 () (0 OOy A 0000 0 » X oocd ) Soal X000 000 Qoo
CCATCACC ACCACCAC CACCATCACC ACCACCACC ACCATECGACAGCAAGCCTTGGGTA ACCCEGACCAGG CC AA CGGTCTACARATTC TCC FACAARAT AGCTCC TCPACT C
911 921 931 941 a[n.T/' 951 961 971 981 991 1001 ——— 1011
Ncos/ I
—-
1128 b , w22 - P
__V‘_,h«__; ;s MM ¢ e
564 ,
0 : \
GG ATTC TATGGAGGIT GGCCACAGTCACAC TCC ATGACATC C TG TC TTCC TCAACAA C TTCTT € TCG ACATC Tr ¢ TCC TCTACTG G T AATC BJ ce¢
1021 1031 1041 1051 1061 1071 1081 1091 1101 LTI
1128
564
0 > . :
30 BA TCAA & € TATC ACARA GCGGCECCAGTI G © TG CITA GA C T GGG C T ITCEG ATA G A T & ARG CC T AT GG €& ITT
1121 1131 1141 1151 1161 1171 1181 11
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