Gene Engineering Division
RIKEN BioResource Research Center

o RIKEN DNA BANK clone name : pELN-2 (Porcine elastin 2)

e
@ Clone ID = RDB _ 15986
@® Lot g 15986-_ A8Fi
@ DNA Concentration . 25 nanogram/microliter
@ Volume . 40 microliter
@® Form 2 DNA solution in TE buffer
@ Host . DH5 alpha
@® Culture g LB medium
@ Antibiotics i 100 microgram/ml Ampicillin
@ Purification : QIAGEN QIlAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder =
"(NEB#N3200L), a
250 ng/well é

[=]

(5]

L

Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRI : 71 kbp
BamHI : i kbp
EcoRI+BamHI : 5.0, 2.1 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A GST-M_F Sequence - E -
Sequence - B pJB8-Forward Sequence — F -
Sequence - C ColElori_F Sequence — G =
Sequence - D pGEX-ptac_up—F Sequence — H -

APPROVED BY :

http://dna.bre.riken jp



» Applied

D05595A4-1_A8Fi_GST-M_F_E02_14_ABI24 Inst Model/Name 3500/3500 Instrument

) Biosystems D05595A4-1_A8Fi_GST-M_F Jul 04,2018 02:18PM, JST

SIN G:263 A:225 T:271 C:453  primer name A GST-M_F KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp _ , Pts 1151 to 10616 Pk1 Loc:1128 Spacing:9.68 Pts/Panel1350
KB14.1.8 Cap:14 5' ATATTAGATACGGTGTTTCG 3 Version 6.0 HiSQV Bases: 984 Plate Name: 20180704 _kitaku2

(€ TT'G & Tie e GTTGATTTTCECTTIAGC GC TACC TG TGC TG A ..H‘Oq_m_nm.. GATCGTTIATGTCAT CATATTT TGGTGATCATGT C|

10 19 28 37 46 55 64 91 100 109

1142 s Q ru.}
/ Db
0 é N /

SCATCCETG RAECTTC ._.,D..ﬁ.w,m.m_._. TGACGCTCTTGATGTIGTTTTATACA TG G- ACGETC ﬁ@.ﬂﬂﬂﬁﬁmm TEEG TTCCE TTAGT "D &ETTTT CGTATTG GETATE

118 127 136 145 154 163 172 181 190 199 208 217

1142
571
0 A | | |

CCac TTG AT GTACTTG TCEAGC GTATATAGCATGGCC TTTGCAGGGLC TG GC GECACGEGT TTGATGET 6GC GACCA T CETCE TCGGAT|ICTGGTTCCGCGI

226 235 244 253 262 2401 280 289 298 307 316 325 334

1142 Hoombn site
0

GG ATCCIGG AGGGGTCCCAGGGGCTGT ﬁnﬁ GGGGGAGTTCCCGGAGGCEGTCTTTTTCCCAGGGGCTGGTCTCGG Omnﬁwmmm GGAGGAGC %DDDODOHQO GGC GCC

W&Elwuﬁ 352 361 370 379 388 397 406 415 424 Mw il 442
1142 ———  Jorcine elaylyl 2 ﬁ _ ‘ E& Dew wethylation
’ bloc ked by
Sl h
O e e = = . T __
C CCAAGCOAR GTE TEE BAGEGEE TEGE GG CGCTGGCCTTGGGGC GGGCTCGGGGCCTTTCCTGC "GGCGCCTTCCCAGGGGCTCTGGTGCCCGGCG GCGTG GC TG ACGCG
451 460 469 478 487 496 505 514 523 532 541 550 559
Kl
1142
571
o ] JV Y A k . ke ! is | A
GC GG CAGCOTAT CCTGECTGCCAAGEC TCGTECCGGG CT TEGCGGCGTTE GTEG TG TCGGCGGCTTAGG AGTGTC TACAGG TG CAGTEGTACC TCAACTCGG AGCAGY
; — 568 577 586 595 604 613 622 631 640 649 H 658 667
NofL Kpn
1142

oottt o o e
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Applied

,_W_Om<m.nm3m D05595A4-1_A8Fi_GST-M_F_E02_14_ABI24 Inst Model/Name 3500/3500 Instrument
- D05595A4-1_A8Fi_GST-M_F Jul 04,2018 02:18PM, JST
S/N G:263 A:225 T:271 C:453 KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp Pts 1151 to 10616 Pk1 Loc:1128 Spacing:9.68 Pts/Panel1350
KB 1418 Cap:14 Version 6.0 HiSQV Bases: 984 Plate Name: 20180704 _kitaku2
GTTGGAGCTGGCGC G GCCAGGG GTACCAGGTGTGGGGCTCCCAGGTGTCTACCCTGGTEGGAGTGCTCCCGGGLCACAGG AGCTCGGT TCCCAGGTGTAGG
676 685 694 703 712 721 730 739 748 ~ 757 766 775
Smal Soc
1142
571
o A
0 M 4 b oA AN Y00
GETEC TECC TS 6EGET I"ECCAC TG GAACAG G AG TCAAGE € CAAGE CUCC AGE TGC AGG TECAGCTIT TTEL TGE TECCALE ACTT GG ACEE TT TGE & 66
| 784 793 802 811 820 829 838 847 856 865 874
1142
o e
TCEGCAL CETE G AG TECCECE TEE6E TACECEATE Goctacte G T ©C A GEREE TE G T AL AL G Croe & T
883 892, | 901 910 928 937
|
1142 —> Qorcine elagtiv 2
| 571 "
0 ; OO o™ DR QOO IOODOCODOS
gtAaGEagde T TATEGE T6 ECCEC G688 ABLCC GG €6 TITC TCCC TEE WE TCCBGE €8 TE €4 & Tee T8 e6 f1c
991 1000 1009 1018 1027
1142
571
O = —
G CcC G G G c G C: G CIGE TTT €¢ T G TC T & GG CCG G T T G GG G G cC C G GG A G cc T RIEE E
1072 1108
1142
571
0
1142
571
0 e
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. Applied

W-Om<MHm3m D05595A4-1_A8Fi_pJB8-Forward_F02_17_ABI24 Inst Model/Name 3500/3500 Instrument
D05595A4-1_A8Fi_pJB8-Forward Jul 04,2018 02:18PM, JST
SIN G:24 A:28 T:29 C:56 primer name B : pJB8-Forward KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp _ _ Pts 1149 to 10596 Pk1 Loc:1126 Spacing:9.6 Pts/Panel1350
KB1418 Cap17 5-ACGAGGCCCTTTCGTCTTC -3 Version 6.0 HiSQV Bases: 991 Plate Name: 20180704_kitaku2
| AL C T1G GCCTICG CG ﬁHmemHD TGG C TGCGEC ECCG ACACCCG CC CACCEG C TG ALGCGCLCCTIG ACGGGCTIG TCTGCTCCCGGLCATCCGC TTACAG AC GCTGT
1 10 19 28 37 16 55 64 73 82 91 100 109
1302
651
GACCGTCTCCGGG AGCTGCATG TGTCAG Omdﬂﬂqﬁ CCG TEATCACCG CGCGCG AGGCAG HADO,HO GTCAGTCACG A"TGCGGCCGC TCG AGTCG Oﬂnmmm .ug_ﬁ
118 127 136 145 154 163 172 181 190 199 208 17
Aot] Xhol Sall a1 EcoRL
1302
651 »
0 . J | \ /\ W | \ \ \
ZILCACTTTCTCTTECGGCCACAG G TTTCECCCAGGCAGGCCCCACCT TGGTATCCCAGGGCTCCCAGGGCCCE TCCG GGGCTTG GG AGGTTTGCCACC TTCCCAGGCCCE
ﬁwm 235 244 253 262 271 280 289 \@EHK tﬁﬁxw\ 307 316 325 334
L8 29T ’ 4
{ ? (114N
1302 Porcine edaytin L
‘8 éé%%géagé%%%i \
[ CLGCGCCGCCACCTGG G TAGGAG 2CRGTCC GECAGHREETTEE TEGCGACTEE TC.C O‘.H,.Omm TGGCC TGGTG 0400“._, GGACACCTCCGAGGC O GCGGCACCAT
343 352 361 370 379 388 397 406 415 424 433 442 4
L2302
651 »
0o | . A . . » | | — | \
"ATTTGGCTGC TTTAGCAGCGGCAGC CGGGGACACACCTCC GGCTCCAGCCCCTGG CAGC TEC G GEECEE ETCCOAS TECTOCEERCTCCCUC GACEBHE CTG
151 460 469 478 487 196 505 514 523 532 541 550 559
1302
. NN é
10
GG CAGCTTTGE GCAGCGGC TTIGGC G GCAGCAGGTCCGAC TCCTGCCACACCACCTGGGATACCAGETCCGCECC TETE € cgeegerTee GGGCCCCGGLCCGCCLECCAT
568 577 586 595 604 613 622 631 640 649 658 667

,\w% i Apal

1302

5%3%%?2%%%
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» Applied

 Biosystems D05595A4-1_A8Fi_pJB8-Forward_F02_17_ABI24 Inst Model/Name 3500/3500 Instrument
D05595A4-1_A8Fi_pJB8-Forward Jul 04,2018 02:18PM, JST
S/N G:24 A:28 T:29 C:56 KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp Pts 1149 to 10596 Pk1 Loc:1126 Spacing:9.6 Pts/Panel1350
KB 1.4.1.8 Cap:17 Version 6.0 HiSQV Bases: 991 Plate Name: 20180704 _kitaku2
TT TG GCTGEC TTTAG CTGECOECCCAGGE GTCCAGE TACTS CACIC TG GCEE GCCAGG CACCAGCAC CARCTEC TEEMGGARACEE CEGEAECARCTOG
676 685 694 703 712 721 730 739 748 757 766 775
1302
0o | )
TCCGGG CECCBGOAGGARGCCCCAG CAG CAGO LT CTGGE CTTTGGCGGC TGCCT TAG CAGCAG TTTGEECTGCAGCCGGGG CCCC TG CTCC Lot
784 793 802 811 820 829 838 84" , 856 865 377
> _ «__Porciue elastiu
1302 . N I

651 .
lo ) 0 X% X0 0M AL AT so O00000d K2 \b@»: ‘?P.L?‘»?

CACCGCCAGGGC CAATGCC TGCCGGGG AGCC ACACCGACGCCGEGGGE AG CC AC CCG CG C CGEE6 G CCACACGEGAC GCLCGGG G CCC AC e d

883 892 901 910 919 928 937 946 955 964 973
1302
(ot ) -
0 ?‘?‘s‘b‘r‘b‘b@ Ji \ &8, 0» o ~‘r ‘V' A D A O ‘00 D SO0
3 AC GCECEGEE AGCEA CAREE TG CCCAGGG CCC T G CCEE CTEGG CCEEGEC TTT GEGCC GG C C TTGG CGCGGC TG C ~GCC TG C«
982 991 1000 1009 1018 1027 1036 1045 1054 1063

TG & G CCTTCC T cc ccc TGGGE C g TG € TL € G F C GG G c C cce TIGG A TE c TG C 1 Te .

1872 1081 1090 299 1108 1L 1126
1302
651
0 R P S P A S - S D sl T P e
2
113}
1302
651
0

Printed on: Wed Jul 04,2018 04:33PM, JST Electropherogram Data Page 2 of 2



» Applied

D05595A4-1_ABFi_ColE1ori_F_G02_20_ABI24 Inst Model/Name 3500/3500 Instrument
W_Om<m.nm-.=m D05595A4-1_A8Fi_ColE1ori_F Jul 04,2018 02:18PM, JST
SING16A17T:20C:26  primername (, : ColEfori_F KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp . _ Pts 1247 to 10588 Pk1 Loc:1224 Spacing:9.58 Pts/Panel1350
KB1.4.18 Cap:20 5-AGCTTCCAGGGGGAAACGCCTG-3 Version 6.0 HiSQV Bases: 928 Plate Name: 20180704_kitaku2
GE - ‘CG CCTTGCGEGC GTCBGATTTT TGTGATGC TCGTCAG GG GGGLCGGAGCCTATGG el M ellal il 0 CGCEGECTT TTIACGGTTCCTGGEETTTTEET GG
1 10 5 28 i 46 55 64 73 “ 82 91 100 109
|
1232 |
616

0 g a0 !E.b...o.’b.b bbo"Ebﬁ.‘E’%&.«E’»p -;.:_— ; \

CCTTTTGCTCACATG TTCTTTCCTGCGTTATECCCTGE ATTCTGSTGG AT CCGTATTACCGCCTTTGAGTG mﬂqo TACCGCTCGCCGCAGCCG CGACCG 2GCGLCAGCG

118 127 136 145 154 163 172 181 180 189 208 217 226
1232
616
10 YANEY . 2 LAV L

OA,O GTG~ AGC GAGG "GCGG GAGCGECTGATGCGEGGTATTTTC TCCTTACGCATCTGTGEGGTATTTCACACCGECCAT _._._.H.OG,Q CAC GATEG TG GCGC g eTTres

235 244 253 262 271 280 289 298 307 316 325
Ja H E:a.??

1232 L A

5 \ , :.::::E_::r.::rs EE::E.

CGGTATGGCATG ATAGCGCCCGG G O GTC TTCAGGGTGGTG TGTG - ACCAGT CGTTATACGATGTCGCAGAGTATGCCGGIGTCTCTTATCAGACCGTTTCCCG
43 352 361 370 379 388 397 406 415 424 433 451
1939 =
616
10 g Al
. CGTGGTG CCAGGCCAGLCACGTTTCT GCG CGCGGG GTGG GCGGCG ~TGGCGGAGCTG Ll ﬁ qqﬁﬁﬂ CCGCGTGGCAC OHOOODOOG
460 469 478 487 496 505 514 523 532 541 550 559 56
1258
o Wi
0 — JVYYVEIVY » . :
CAGTCGT TGLCTGATTGGCGT TGCCACCTCCAGTC TGGCCC TGCACGCGCEGTCGC TTGTCGC GG CGATTASR T TEEE0 G ATE CTGG GTGCC m“m GT GG TE
8 577 586 595 604 613 622 631 640 649 658 667 | 646
N
1232 s

616

ra ::EE::?EE.EF;::Fk.r A A el e A o :E.f?b, A
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> Applied

W_Om<mﬁm..=m D05595A4-1_A8Fi_pGEX-ptac_UP-F_H02_23_ABI24 Inst Model/Name 3500/3500 Instrument
D05595A4-1_A8Fi_pGEX-ptac_UP-F Jul 04,2018 02:18PM, JST
SIN G20 A:25T:30 C:28  primer name [ : pGEX-ptac_up-F KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp . _ . Pts 1132 to 10641 Pk1 Loc:1109 Spacing:9.56 Pts/Panel1350
_Am,_.jm Cap:23 5- AAGGCGCACTCCCGTTCTGG -3 Version 6.0 HiSQV Bases: 994 Plate Name: 20180704 _kitaku2
TAATRACGG TTCTG GCRATATTCTE TG A6 CTC[TTG6 ACAA T TA ATOA LG GIC. PEG T TGTG TGG ~A|TTGT GAGCGGATAACAAT TT CACA CAGG
10 19 28, 37 46 55 64 100 109
[
c »ﬂ\xmﬂ®¥\ Iz IIL
“ tac p -1 perstor
5 é%%é%%gééé <<<<§§s>>
0 VW
CRGTATTCR T TCCCCTATACTAG GTTATTGG TTAR GECTE TTET CCCACTCG ACTTOCTTTTGGAATATC TTGAAG AGAGCAT TTG TATG
118 127 136 145 154 163 172 181 190 199 208 217
N o
1276 Q @/ \
638
0 / | \ ‘
FCGCGATE BAGEGTGATAAAT GEE CAAAD TP GA AT TG GE TTTCGAGT T TCCCAATCTT COTTAT TATATTGATEG TGATGTT TTAACACAGTETATEGCLA TCAT
226 235 244 253 262 271 280 289 298 307 316 325 334
1276
638
0 A A
CGTTATATAGCTG ACRAGCACAACATGT TG GGTEGGTTGTCCAAAAGAGCGTGCAGAGATT TCAATGC TTGAAGGAGUGETTTTG GATATTAGATACGGTGTTTCGAGAATTG
343 352 361 370 379 388 397 406 415 424 433 442 4!
1276
638 [
0 — » N b /\
GA TATAGTARAA GACTTTGC ETETE 6TTGATTTTC TTAGCAAGCTACE TG AAAT BGOT G ATGTTCGAAGATCGTTTATGTCATA? CATAT TT TGE TG ATCAT
51 460 469 478 487 496 505 514 523 532 541 550 559
1276
638
0 |
GTAACCCATCC TGACTTCATGT TETATG ACGCTCET TGATGT TG TT TTATACATGG ACCCAATETE CCTEGATGCGT TCCC A G T T T CIET AT TC 1
568 577 586 595 604 613 622 631 640 649 658 667

1276

=y T T s
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. Applied

W_Om<m.nm:._m D05595A4-1_A8Fi_pGEX-ptac_UP-F_H02_23_ABI24 Inst Model/Name 3500/3500 Instrument
D05595A4-1_A8Fi_pGEX-ptac_UP-F Jul 04,2018 02:18PM, JST
S/N G:20 A:25T:30 C:28 KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp Pts 1132 to 10641 Pk1 Loc:1109 Spacing:9.56 Pts/Panel1350
KB1.4.1.8 Cap:23 Version 6.0 HiSQV Bases: 994 Plate Name: 20180704_kitaku2
_ GCTATE GCALT T TG ATA AGTAGCT TG TCCAGCAAGTATATAGCATGGCCT I TG CAGGGC TECCAAGUCACGTTTG GTGETEGCEACCATCLTE GA S 5 G
676 685 €94 703 712 721 730 739 748 757 766 775
=
1276 =

T T e Ty L T e

GATCTGGTTCCGCGTGEGATCCGE AGGGGTCCC GGGGC TGTTCCTGG GGGAGTTCCCGG QQOOHOH.M.WHA_QGOD GGGGCTGGTCTCGG ~"GGCCTGGG GG
784 793 SamHI |82 811 820 829 838 847 856 865 874
. Le, 99 J }
--3 3;? site N > DPorcCiNe elast
1276 h P € olas™)

638

0 ) 0 0N O ) e D ’ D0y S 000 AN

GGAGCACTGGGCCCTGGAGGC GCChACCEC GCLCCAGG TGTC GG AGEGGEGCTCGCAGGCGCTGG mnqﬂmmﬂ_m_.mn GGG CTCGGGGG CC TTTCC

883 892 301 910 \ 919 828 937 946 i 955 964
Gt A cCG o CClA L wa.\o,_Sn
1276 bs ¢ gynomym) ; .
 “elagtiv

638
0 RWKE,&A XS AA DDA

2 6 &G iGECE'TTT .6 & GGGCEG C TC TCEGEG TG CCC GGG OODOOO TIGGG C TG C G C GGG CcCccG C G CECT T G e TG € T'E& cCc. GG C Eg

982 991 1000 1009 1018 1027 1036 1045 1054 -5~

1276
638
0 & o.«.‘ 5o CAXZ HW-‘..’.P }.5.";1&»)19»‘). ool BTV 2O DA

TG Cc GGG C TTITCG Cc GG CcCG TITGGG T G TG T €€ GG cC G G CIE b i A G m 1G T G T (e G G G T'G & G

1032 1081 1090 1099 1108 1117 1126 1435

1276
638
0 QLIS L IR et o N o o pevos e a A Y. - i
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