P Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : pStMuPEP1 (WT)

B
® Clone ID . RDB _ 15713
® Lot - 15713 _ATlc
@® DNA Concentration 2 25 nanogram/microliter
@® Volume : 40 microliter
& Fprm . DNA solution in TE buffer
@® Host ‘ DH5 alpha
@ Culture s LB medium
@ Antibiotics i 100 microgram/ml Ampicillin
@ Purification s QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder 15713 _
(NEB#N3200L), e
250 ng/well 8 %
5% % %
_5 A 0

Erectrophoresis : 100  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Bglll 4 5.8 kbp
Pstl : 43,15 kbp
Bglll+Pstl £ 40,6 15,04 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A pBR_BamHI_R2 Sequence — E -
Sequence — B laclpro_F Sequence — F -
Sequence — C = Sequence - G =
Sequence — D - Sequence — H - ™y

APPROVED BY :

http://dna.brc.riken jp



Applied

Biosystems D05129A1_A7Lc_1_pBR_BamHI_R2_A11_02_ABI24 Inst Model/Name 3500/3500 Instrument
D05129A1_A7Lc_1_pBR_BamHI_R2 Jan 10,2018 10:08AM, JST
SIN G292 A:386 T:311 C:35 e name A - oBR_BamHI_R2 KB_3500_POP7_BDTv3.mob Jan 10,2018 10:34AM, JST
KB.bcp . Pts 1358 to 13147 Pk1 Loc:1335 Spacing:11.83 Pts/Panel1350
KB14.18 Cap:2 5'-ATGTCGGCGATATAGGCGC-3 Version 6.0 HiSQV Bases: 999 Plate Name: 20180110_mix
_ TC T G CC G G:T T TCCA G IC mq _ﬁ GG (C/(G TGCG ICCG G CG TAG AGG ITCG 2G ATC TCG ATCCCGCG T TACGAC TCACTATAGG|GG TTGTGAG
_ 1 10 _ 28 34 46 55 wm_ﬂ 64 3 82 9L 100
1 - iwl_ﬂqwubu_aomww. Lo Oﬂm_\l.ov.
1274 - ‘
Z R g.i.. z. i il
O — m’ 3 \\ »/’ = \1"' »- Al ’ B ’ ’ \ A
CGG AT AAOOQOHGH G T T TG TT T B4 gl N GG AGATATACATIRTGITATAAGC TAG TACCTCAGATTGATACCAGAGACTGTGEGCLCE GCAGTGLCT GG
109 136 145 154 Hm.w.m&,L\ 172 181 190 199 208 217
RBS 7 PEPTof GomA (WT)
1274 AEOI4133.2.( 270715 -~ 27/241h)
637
o — i ———
CATCTGTTGC GCATTACGGAT CTAATTACTCTATCGCTTATCTGEG GG CTCTCAAAGACTAAC GCAGGG [ CAGCTCTTGGCATTGTTG GCTGCTE ! G
226 235 244 253 262 27 280 289 298 307 316 325
1274
Sl E ) i | , sttt
o NVWIN WA TR AN AN A AU WAV WA Al AN E: ANVWWIAAWY
TTAGGCTTTG CACGCTCTAT GGC GGATATGACGCTTTTTGATTAT TGATTTGRCCTATECC TTTTATEGTCEATGTGATT CGTC TGCAGCATTATT?
334 343 352 361 370 379 388 397 406 415 424 433 442
| 1874
637
0 . A A \
IGTCGTCTATGGCAGCCAG TAATCAGCTGATTATTGGAGATCCTGATCCTTCAGTT GGTG ACTAGG AT GAGT .G G \CEETTTC TCAGAGTG GACAGGCCTTGC
451 460 469 478 487 496 505 5314 523 532 541 550
1274
% %ggggé%&%gé
0 WV
TTTTELCTAGC PECTCAGECT T GCCTCAT LGGT m\._n CCACCACCACCACC 0‘0._0400 Cc CCTTEGCGECCGCACTEG AGCACCACCACCACCAC EACTT
559 568 577 586 595 2 Nw 604 613 622 — 631 640 649 658 667
N\Q mx I mﬂoﬁ Wﬁ.pua.. 7 3&@\ \/\me XT%H
1274 4 i
637 :
0 N WA AAVWAMVAN NN AN NAMANANN WM
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Applied

D05129A1_A7Lc_1_pBR_BamHI_R2_A11_02_ABI24
Biosystems D05129A1_A7Lc_1_pBR_BamHI_R2
SIN G:292 A:386 T:311 C:354 KB_3500_POP7_BDTv3.mob

KB.bcp
KB 1418 Cap:2

Pts 1358 to 13147 Pk1 Loc:1335
Version 6.0 HiSQV Bases: 999

Inst Model/Name 3500/3500 Instrument
Jan 10,2018 10:08AM, JST

Jan 10,2018 10:34AM, JST
Spacing:11.83 Pts/Panel1350

Plate Name: 20180110_mix

7 SAGATCCGGCTGCT G GCCCG* GG GCTGAGTTGGCTGC TGCCACCGCTGAGC T CTAGCAT CECCCTTGGEGELCTET CGGGTCTTGAGGGGTTTTT
676 685 694 703 712 721 730 739 748 787 766 5
= T terminetor
1274
637
0 Eggéiégégg%g NOOSACACAAN NN NN NN N
GICTG GGLGG WCTATATCCGGATT GGCG TGGGACGCGCCCTG TAGCGGCGCATTAAGC GCGGCGGGTGTGGTGGTTACGCGCAGCGTGACCGCTACACTT
784 793 802 811 820 829 838 847 856 865 874 883
637
0 0 gg%ﬁéég%
G QL BC CEECC TAGC G ECCE ETEC T TTEGE T T TTECO TT LT THC TC BCCACE TTCECE GECTITE ECE & BC GCTE T TCEHEEEET TCCO TIr &
892 901 910 919 928 937 946 955 964 973 ; 982
1274 |
637 |
0
3GG TT CCGGA TTT AGTGCTTT AC GGC A2CC TCG ACCCC P CTITG ATT eFG T 6 ATEEE IT C ACIEG TAG TEGG EE TCG CCC TG 776G
991 1000 1009 1018 1027 1036 1045 1054 1063 102
1274
637
0 "=~ S i TN 4 VO = = e e e e e e e
& CATTTTY GEEL € ITTE AEE IT 6 G 1T € ciG TT € T TT T ET G G T ITET T i T T CE (et}
1081 1090 1098 1108 17 1126 1135
1274
631
0 = —— s EE S e T —_—— e — T e e e e
TG G CLC AC G i
1144 @
1274
637
O ———
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Applied

D05129A1_AT7Lc_1_laclpro_F_C11_08_ABI24 Inst Model/Name 3500/3500 Instrument
Biosystem S g i
ystems D05129A1_A7Lc_1_laclpro_F Jan 10,2018 10:08AM, JST
SING:379A294 T:289C:389  primer name B : laclpro_F KB_3500_POP7_BDTv3.mob Jan 10,2018 10:34AM, JST
KB.bcp . _ \ Pts 1341 to 13013 Pk1 Loc:1318 Spacing:11.74 Pts/Panel1350
KB1418 Cap8 5'-GACACCATCGAATGGCGC-3 Version 6.0 HiSQV Bases: 996 Plate Name: 20180110_mix
! o GG T & TATTICGG ]mﬂmnhmm _ GG IiG1C TTAGGG TGGTG »g CCA G'T CGTTATACG ATGTCGCAGAGTATGCCGGTGTCTCTT
1 10 19 28 | 37 46 55 |Starl 64 73 82 91 100
—> |ael
1434 _ » ¢_9n wéss.m%
917 f»
A [ _. eVl .!E:.—: A W _.;EE:.E,
0 & VAN AV VYW T WY A A
TCAGACCGTTTCCCGCGTGGTG CEAG GCCAGTCCACGTTTCCTGCG “CGC GGG GTG G GCGGCG ATGGCGGAGCTG TTARCAT TGTC CCGCGEGTGGCAC
109 118 127 136 145 154 163 172 181 190 199 208 217
1434
T
0 \ /
nACTGGCGGGC CAGTE GT TEGETEATTGGCEC TTEC GACC TECAG TCTGGCCETGCACGOGCEGTESE ATTGTC GCGGCGATT TE TCGEEEEGATE CTGGGTGC(
226 235 244 253 262 201 280 289 298 307 316 325
1434
o AMNWAANAA T
3 mnmgmmemmqmeom TGGTAG GCGGCGTCG’ GCCTGT GCGGCGGTGCAC TET TECTLCBEGC CGCGTCAGTGGGCTGATCATT ACTATCC GCTGG ATG
334 343 352 361 370 379 388 397 406 415 424 433 442
1434
TLT
0 %i%i???é;g%g& a??%i&égéég
CCAGGATGCCAT TGCTGTEGAAGE TGEGCCTGEGCACTAATGT TCCGEGCGTTATTTCT TGAT GTCTCTGACCAGACASGCCATCE AT TATTTTETCCERATG GACGGT
451 460 469 478 487 496 505 514 E23 532 541 550
1434
717
0 g%%?%;%gg%%g%i??
CGACTGGGCGTGGAGCATCTGGTCGCAT TGGGTCACCAGC TCGCGECEGCTGTTAGBGL GEGLECAT T GTTCTGTCTCGGCGCGTCTGCGTCTGGCTGGCTGGCAT TAT
559 568 ST 586 595 604 613 622 631 640 649 658 667
1434
17

0 g%%é%ﬁ%%ééé%%g)g
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Applied

D05129A1_AT7Lc_1_laclpro_F_C11_08_ABI24 Inst Model/Name 3500/3500 Instrument
tems = T e e
w_0m<m e D05129A1_AT7Lc_1_laclpro_F Jan 10,2018 10:08AM, JST
S/N G:379 A:294 T:289 C:389 KB_3500_POP7_BDTv3.mob Jan 10,2018 10:34AM, JST
KB.bcp Pts 1341 to 13013 Pk1 Loc:1318 Spacing:11.74 Pts/Panel1350
KB1418 Caps8 Version 6.0 HiSQV Bases: 996 Plate Name: 20180110_mix
_ CTCACTC GCAATCAAATTCAGCCGATAGCGGARACGGGAAGGC GACTGGAGTGCCATGTCCGGT TTTCAAC CCA TG ¢ T GE TEAATGAGE GCATCCTTECEACTE
676 685 694 703 712 721 730 739 748 757 766 775
1434
717
0 N N T N S N P N O A s SN eV ) VU 5V AN TV 2 B YV Ve el Ve e Y O S VoY 4 VoV N £ YoV N eV 0 T s YV I L e NV 0 Y
CCATGCTGGT TGCCAACGATCAGATGGCGC TGGGCGCAATGCGCGCCATTACCGAGTCCGEGGCTGCGCG TTGGETGCEGGATATC TCGGTAGTGGGATACGACGATA
784 793 802 811 820 829 838 847 856 865 874 8€
1434
7/ 4
18
TEG GACAGCTCATGTTATATCCCGCCGT TAACCACCATCAAACAGGATTT TCGCC TGCTGGGGC CCAGCGTGG ACCGCTTGCTGCAACTCTCTC
i3 892 901 910 919 928 937 946 955 964 973 9
1434
717
bl e e D e S e e i~ 2~ P P O e — ey <
mmmn% GG C GG T GARA GGG C TEASCTE I GECE GTE TCACTEE TG ARAARG 7 YAA CC gct TEE €8 CCC o
82 991 1000 1009 1018 1027 1036 1045
1434
Tilad
O s . - = E = - e ——— e ————
TE T ECEE 5 6 CGE TT GG CCEG TITCA T A TG CCAG CC TGEG CCA CG E GG T T E£EE B C TG G G (q
1072 1081 1090 1099 1108 1117 1126 1135
1434
i
0 =
1434
TLT
L0
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