p Gene Engineering Division
RIKEN BioResource Research Center

o RIKEN DNA BANK clone name : pMK377 (Hygro-P2A-mCherry2)
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@® Clone ID : RDB _ 16815

@® Lot : 16815 _ A8Lp

@® DNA Concentration . 25 nanogram/microliter

@ Volume . : 40 microliter

@® Form = DNA solution in TE buffer

@ Host . DH5 alpha

@® Culture - LB medium

@ Antibiotics 5 100 microgram/ml Ampicillin

@ Purification o QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRI : 438 kbp
BamHI : 48 kbp
EcoRI+BamHI : 32,16 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A pUC-M13_-100 Sequence — E -
Sequence — B reverse Sequence — F =
Sequence — C HygR-C_F Sequence — G - _
Sequence - D = Sequence - H = },-%i
(

APPROVED BY : \1




Applied

w_0m<m.nm=..m D06157B2_A8Lp_1_pUC-M13_-100_G07_19_ABI24 Inst Model/Name 3500/3500 Ins
D06157B2_A8Lp_1_pUC-M13_-100 Feb 22,2019 02:35F
SIN G:319 A:256 T:164 C:z primer name 4 : pUC-M13_-100 KB_3500_POP7_BDTv3.mob Feb 22,2019 03:14F
KB1.4.18 Cap:19 Version 6.0 HiSQV Bases: 941 ‘ i Plate Name: 2019022
[ SAGGUIC AGGCG ATT A(G TTG GGTACGCCAG GG TTTTCCCAG TCACGACG T TG T CGACGGCCAG TG AGCGCGCG|TAATALG nam‘.na TAGG|GCG AATTGG!
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NP A S Na N ...s:&.‘l!:..E.E:E: AV AT VA
mmmnoonﬂnnjhm GGTCGACGGTATCG AT GETT TC GC CAC GCCTG CTCACCGCGACGTCTG TCGAG OHHZ_.OJ.O TCG: ? GTTCGAC
118 27 [ 136 145 172 181 190 199 208 217
LEH Xhpl? Sall Clal Lindli mm&ﬁw kﬁw L 2
1158 v\%
579 ——» —
0 YWY . | |
"CTCCGACCTG ATGCAGCTCTCGGAGGLGCE GAATCTCGTGCTTTCAGCTTCGATGTAGGAGGGCGTGG AT ﬂm%ﬁnﬂmmmmmq . TAGCTGCGCCGATGGTTTCTAC
126 235 244 253 262 ) 280 289 298 307 316 325 33
1158
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; URRRN | VU VA VWU YN ‘
TCET TAT:GTTTATECGEGGCACTTTGE Hnomnooomn CEEBGATTCEGE AGTGC T TG RE AT TGEGGAATTCAGC GAGAGC CTGACETAT TGCATC TCCCBGCCGTEGCACAG
343 352 361 370 379 388 397 406 415 424 433 442
FeoR]
1158
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o W)Y \ | AURRRARRKATTRATAN
CACGTTGCAAGACCTGCLC TG AAACCEGAAC TGCCCGCTEGTTCTGCAGCCGGTCGLCGGAGGCCATGGATGCGATCGCTGCGGCCGATCTTAGCCAGACGAGCGGEGTTCG
460 469 478 487 496 505 m\H/»\ \H 523 532 541 550 559
, <t co
1158 .mv H
579 » —
o {0 PN
TTCE GAC CGCAAGGAATCGCT CAATACACTACATGGCGTGATT TCATATGCGCGAT TGCTGATCCCCATG TGTATCAC TGGCARACTGTGATGGACGACACCGT
568 577 586 595 604 613 622 631 640 649 658 667
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" Applied

N p D06157B2_A8Lp_1_pUC-M13_-100_G07_19_ABI24 Inst Model/Name 3500/3500 Ins
v Blosystems D06157B2_A8Lp_1_pUC-M13_-100 Feb 22,2019 02:35F
S/IN G:319 A:256 T:164 C:235 KB_3500_POP7_BDTv3.mob Feb 22,2019 03:14F
KB.bcp Pts 1565 to 13008 Pk1 Loc:1542 Spacing:11.6 Pts/Pal
KB1.4.1.8 Cap:19 Version 6.0 HiSQV Bases: 941 Plate Name: 2019022
CGTCCGTCGCGCAGGCTCTCGATGAGCTGATGCT TTGGGCCGAGGACTGCCCCG ARG TCCGGCACCTCETGCACGCGGATTTCGGCTCCARCAATGTCC

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

5GAC TGGCCGCATAACAGCGGTCATTGACTGGAGCGAGGCG ATGTTCGGGG ATTCCCAATACGAGGTCGCC & qﬁaﬂoqqnﬁ.mm GG CEC
784 793 802 811 820 829 838 847 856 865

1158
5749

TTGGCTTGTATGGAGCAGCAG ACGCGCTACTTCG G CGG GGC TCC GG AGC TT G C G A TCG ockE ¢ 66 € TECC GGG TG T T T
892 901 910 919
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|52 Applied D06157B2_A8LP_1_reverse_G04_19_ABI24 Inst Model/Name 3500/3500 Ins

ms
W.Om<m.nm D06157B2_A8LP_1_reverse Feb 21,2019 02:00F
S/N G:140 A:83 T:87 C:11 Ul_.:m_' name m . reverse KB_3500_POP7_BDTv3.mob Feb 21,2019 02:27F
KB.bcp ' ; Pts 1566 to 12991 Pk1 Loc:1543 Spacing:11.62 Pts/Pa
-GGAAA gy .
KB1.4.1.8 Cap:19 e EARETAFEALEAT-S . Version 6.0 HiSQV Bases: 956 ‘ Plate Name: 2019022
TGCC A4 T12A'CC TCiC Th7AG GG #AC GCTG G AECTCCACCG CGG TGGCGGCCGL TCT CTAGT GG ATCC[GGCGCICTGCACCAG CGCC[CTTG TACAGC
1 10 19 28 37 46 55 w“ 82 91 100
—_— a3 \E\é}w\ I Not L X ws $ me m“:: HL ‘
12352 T T T Y | B -
616 "
i
0 SO YR 3 (V) | .
T CATGCCGCCGGTGGAGTGGCGGCCCTCGGCGCGTTCGTACTGTTCCACG ATGGT GT AGTCCTCGTTGTGGGAAAGGATGTCCAACTTG ATGTCGACGTTGTAGGCGC
118 127 136 145 154 163 172 181 190 199 \ 208 217
Sall

GCTGCACGGGCTTCTTGGCCTTGTAGGTGGTCTTGACCTCS Ono CEGTAGTGGECCGECCG TCCTTCAGCTTC mnnqnﬁmﬁqﬂﬂm TETCGECCETTIC OOOOOOODAOOH
226 235 244 253 262 271 280 289 298 307 316 325

1232

- AL A AN A

JTACATCCGCTCAGTGGAGGCCTCCCAGCCCATGGTACGACACTGCATTACGGGGE CCGTCGGAGGGG GTTGGTGCCGCGCAGCTTCACCTTGTAGATG O:umﬂnm%

343 352 361 0 379 388 397 406 415 424 433 442
Neo
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CCGAGGAGTCECTGEGGTCAC GG TCACCACGCCEGEC CGTCETCG LG T T.CA TE ﬂﬂﬁmﬁ%ﬂﬂﬁ vy L\A GECE TCE GGGIE GGACAGCTTC GTAGTCGGGGATGTCCG
51 460 469 478 487 496 505 514 523 532 541 550 £

1952

. ) MV \

3GTGCTTCACGTAGGCCTTGGAGCCGTACATG CTGAGGGGACAGGATGTCCCAGGCG GGGCAGGGGGCCACCCT TG GTCACCTTCAGCT TG GEGGTET GG
568 577 586 595 604 613 622 B31 640 649 658 6€

1232
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Applied

- D06157B2_ABLP_1_reverse_G04_19_ABI24 Inst Model/Name 3500/3500 Ins

) Biosystems D06157B2_ABLP_1_reverse Feb 21,2019 02:00F

SIN G:140 A:83 T:87 C:113 KB_3500_POP7_BDTv3.mob Feb 21,2019 02:27F

KB.hcp Pts 1566 to 12991 Pk1 Loc:1543 Spacing:11.62 Pts/Pai

KB1.4.18 Cap:19 Version 6.0 HiSQV Bases: 956 Plate Name: 2019022

, CT CGC TAC GGGC GGCCETEGECCC TCGECETUGATOTCEAACTEG TG GCEGTTCACE G AGLCE NECATE TG CACR T'TG GCGCATGAARCTCCT TGATGATG
676 685 694 703 712 721 730 739 748 757 766
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CEGECGCTTCTEL EEE CGATTTG TGTAC G CCGC G ACAG TCCEGGC TCE GG T C GEG A CG TT 6 CG TCG € AT
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Applied D06157B2_A8LP_1_HygR-C_F_H04_22_ABI24 Inst Model/Name 3500/3500 Ins

'Biosystems
y D06157B2_A8LP_1_HygR-C_F Feb 21,2019 02:00P
SIN G:231 A:217 T:162 C:213 primer name ﬁ : I<@W|OI_H KB_3500_POP7_BDTv3.mob Feb 21,2019 02:27F
KB.bcp , , Pts 1561 to 13059 Pk1 Loc:1538 Spacing:11.7 Pts/Par
KB1.418 Cap:22 S-RAIAACACLEGTEATTEACTS -3 Version 6.0 HiSQV Bases: 938 B Plate Name: 2019022
TTT CGGeG (C T/17¢CC A TACG AGGTCGCCAACAT CTTCTTCTG GAGGCCGTGG TTGGC TTGTAT GG AGCAGC AG ACGCGC TAC TTCG 4G CGG ~GGCATCCG G 4G (
1 10 119 28 55 64 73 82 o1 100 10

Hyg R
/ . [\ | MYV VY

_ GG TCGCCGCGGC TCCGGGCG TATATG CTCCG CATTGGTCTTG ACCAACTCTATCAGAGCTTGGTTGACGGCAATTTCGATGATGCAGC TTGG GCGCAGGGTCGATG
118 127 136 145 154 163 178 181 190 199 208 217
1176
588
0 i
GCAATCGTCCGATCCGGAGCCGGGACTGTCGGGCGTACACAAATCGCCCGCAGAAGC GCGGCCGTCTGG ACCEATGGCTGTGTAGAAGTACTCGCCGATAGTG GARACT:
26 235 244 253 262 271 280 289 298 307 316 325 334
1176
588
o\ VI
CCCAG CACTCG TCCGAGGGCAAAGGAATCAGGAAGE GGAGCTACTAACTTCAGCCTGC TG AAGCAG GCTGGAGACGTGGAGG AGRACCC TGG ACCTAGATCTATGG TG
343 352 361 370 379 388 397 406 115 424 433 5/ 442
L |I||ll-l_ ka ! ffllll_
11986 7

Mmm » \ —

GGC GAGGAGGATAACATGGCCATCATCAAGGAGTTCATGCGCT TC GGTGCACATGG AGGGCTCCGTGAACGGC CACGAGTTCG AGATCGAGGGCGAGGGCGAGGGC
460 469 478 487 496 505 514 523 532 541 550 559

B 4 Q&NN@\Q\
s | | \ Jm ) Vi 9Vl

CCTACGAGGGCLCACCCAGACCGCC GCTGAAGGTGACC GGGTEGECCCECL TEGECCCTTICGC CTGGG ACATCCTG TC CCCTCAGTTCATEGTACG G TCCAAG GCCT
568 577 586 595 604 613 622 631 640 649 658 667
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. Applied D06157B2_A8LP_1_HygR-C_F_H04_22_ABI24 Inst Model/Name 3500/3500 Ins

£+ .0 Biosystems
y D06157B2_A8LP_1_HygR-C_F Feb 21,2019 02:00F
S/N G:231 A:217 T:162 C:213 KB_3500_POP7_BDTv3.mob Feb 21,2019 02:27F
KB.bcp Pts 1561 to 13059 Pk1 Loc:1538 Spacing:11.7 Pts/Pat
KB1.4.18 Cap:22 Version 6.0 HiSQV Bases: 938 Plate Name: 2019022
GCACCCCGCCGACATCCCCGACTACT TGAAGCTGTCCT TCCCCGAGGGE T TCAATTGGGAGCGCGTGATGAACTT CGAGGACGE GCGGCEBTGGTGBACTC
i76 685 694 703 712 721 730 739 748 757 766 77

1178
o %ggzg%?%%%g%?%%
ICCAGGACTCCTCCCTGC A6 G ACGGCGAGTTCATC GEICAAGCTEOGOGE CACCAAC ITCECE TCCGACEGECE CEE T TG CAGTG TCE
784 793 802 811 820 829 838 847 856 865

H,Hmmm_moqmmm G oL 'TCCAE TG GCGG ATG T n.n‘mnm G G nmmnmnonamw GECG C G AG !
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