P Gene Engineering Division
RIKEN BioResource Research Center

clone name : pELN-1 (Porcine elastin 1)

P. RIKEN DNA BANK

RUKZH
BRC

@® Clone ID RDB _ 15985

® Lot 15985 _ A8Fi

@® DNA Concentration 25 nanogram/microliter

@ Volume . 40 microliter

® Form DNA solution in TE buffer

@® Host DH5 alpha

@ Culture LB medium

@ Antibiotics 100 microgram/ml Ampicillin

® Purification QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder B
(NEB#N3200L), 3
250 ng/well 3

o

]

w

(kb)
10.0
8.0
40

30

15
1.2
1.0

0.1

Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer

Restriction enzyme Expected size of fragment

EcoRI : 7.2 kbp
EcoRV : 12 kbp
EcoRI+EcoRV 4.0, 3.2 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.brc.riken jp



"\ Applied

D05595A3-2_ASFi_GST-M_F_A02_02_ABI24 Inst Model/Name 3500/3500 Instrument
B ms e g

losyste D05595A3-2_A8Fi_GST-M_F Jul 04,2018 02:18PM, JST
SINGBEABIT103C154  primername A |  GST-M_F KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp ; I . Pts 1159 to 10569 Pk1 Loc:1136 Spacing:9.61 Pts/Panel1350
KB 1418 Cap:2 5' ATATTAGATACGGTGTTTCG 3 Version 6.0 HiSQV Bases: 979 Plate Name: 20180704_kitaku2
[ TR & T ¢ TE: TE ”Q%Hm 7T PReT TA GC G:C TACCTG TGCTG TGTTCG GATEGTTTATGTEAT CATA TTT T GCTGATCATGET Lol
il 10 9 28 37 46 55 64 73 82 91 100 109

%Eé%é%% A %i?

7 N N

) p%éf TV Ty

TEATCET G ACTTEATGT TE TALG CECTCTTGATE TTG TT TTATACATGG C EE TETGCCTGEE AT GE G T'TC GO TR GTITTETEDITT CGTAT TG GCTATC
118 127 136 145 154 163 172 181 190 199 208 217
1122

561 —
0 | \ | V) A VYUYV |
V. CCAC TTGAT GTACTTG E TCCAGC GTATATAGOCATGGECCTTTGCAGGG CTG GC GCCACGTTTG GTGGTGGCGACCATCCETCC “__,Omm .daﬁq‘ﬂﬂﬂﬂwﬁﬂDOOA
226 235 244 253 262 271 280 289 298 £19F] 316 _uNm 334

i il 4. S - - L| Hiombin <ite

o | \ I

7 GGATCCIGGAGGGGTCCCAGGGGCTGTTCC TG GGGG GTTCCCGG "GGCGEGTCTTTTTCCCAGGGGCTGGTCTCGG AGGCCTGGG AGG CGAGCACTGEGGCCCTGGAGGCAAGLECH

w,»w 352 361 370 379 388 397 406 415 424 433 442
| BamHI [ ° o Aol
N _— @9\ ne fq.&f B a- p Pewm ...&*\E._s)
| 1122 , blocked by
7 561 —

0 . . L&
T CCCAAGCC GETG TCGGAGGEBCTCGEC CGCEECToECCTTGE GGGC GEGCTCGGGGECTTTCLTIGE CGEGE GTTEEE mmmmoqddmmﬂmnﬁnOOOmmomﬂmmOHm CGCGEC
7 451 460 469 478 487 496 505 Nvm:I. 523 532 541 550 559
iHHNN
7mmH

0 A | _ /\

CCG CAGCETAT GCTGCTGCC mmﬂ%mmemnOmmmo,m_qmmooOnmﬂdmmqmoamﬁnmmnmm044 CGGAGTG TCTACAGG TGCAGTGGT CCTC CTCGGAGCAGG
7 T 568 577 586 595 604 613 622 631 640 649 658 667
\<m.2. X\uxH
ippmm

e ottt e o
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Applied

) Bi Om<mam3m D05595A3-2_A8Fi_GST-M_F_A02_02_ABI24 Inst Model/Name 3500/3500 Instrument

D05595A3-2_A8Fi_GST-M_F Jul 04,2018 02:18PM, JST

S/N G:86 A:81 T:103 C:154 KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST

KB.bcp Pts 1159 to 10569 Pk1 Loc:1136 Spacing:9.61 Pts/Panel1350

KB14.18 Cap2 Version 6.0 HiSQV Bases: 979 Plate Name: 20180704_kitaku2

_ GTTGGAGCTGGCGC G ~GCCAGGG GTACCAGGTG TGGGGCTCCCAGG TGTCTACCCTGGTGGAGTGCTCCCGGGCACAGGE AGCTCGGTTCCCAGGTGTA GGG
676 685 694 703 702 721 730 739 757 766 775

%§§ﬁ§ WPOH

1122

: D T O L L e e e e

GTGCTCCCTGGECGTTECCALTE & CAGGAGTC GG CC \WGGCCCCAGG TGGEAGGTGEGAGC TTTTGLETG G TCCCAGGAGTTGGACCCTTTGGAGG T
784 393 802 811 820 829 838 847 856 865 874

Dﬂﬂnnnnhnﬂmmmmﬂ CECEATC GG CACCKL GCTGCCAGGE TGG CTACGG eETEECECTAL
892 1 901 910 918 928 937 946

L~ S tnd
1122 > DPorcine dagt
561 !
; -
| T O\m‘ooq,q_quOnnn_dmm G G GTGGE C TGEGG CG CC GC GGG £ GG C TGGG T CC C C GGGG C GGGGG TTIT CC T C ¢
973 982 991 1000 1009 1018 1027 036 1045

1122
561
0 20 0 N K AN Socd Do X D 27 o - s e e

2 GTCT G C G C G C G c G C G CC G Cg - GG CC G CC G C T f AT ¥ T G GG TG T c

1054 1063 072 1081 1090 10989

1122
561
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) Bibsystems D05595A3-2_A8Fi_pJB8-Forward_B02_05_ABI24 Inst Model/Name 3500/3500 Instrument
D05595A3-2_A8Fi_pJB8-Forward Jul 04,2018 02:18PM, JST
S/N G:36 A:38 T:35 C:89 primer nameR : pJB8-Forward KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp _ _ Pts 1159 to 10434 Pk1 Loc:1136 Spacing:9.51 Pts/Panel1350
KB1418 Cap5 5-ACGAGGCCCTTTCGTCTTC -3 Version 6.0 HiSQV Bases: 990 Plate Name: 20180704 _kitaku2
'ATCGC T¢CG TG C 'GGGG TC(ATGG C IGCGC(CCCG C OOODQA“ CAC CCGC TG ACG G CC.C 16 CGEGGCTIG TETGGTEECE G EATECEGLE T TACAG & GCTGTG
1 10 19 28 BT 46 _mm 64 73 82 91 100 109
I
1256 |
628 _
O N eV AV A N ol et el el W A0 W
CCG TCTCCG GG AGCTGCATG TGTCAGAGGTTTTCACCG TCATCACCG CGCGLCGAGGCAGATCGTCAGTCAGTCACG TGCGGCCGC TCGAGTCG ﬁﬂﬂmmm BT
118 127 136 145 154 163 172 181 190 159 208 217
Notl Xhol ST " Sual Ewok
1256 Le, 2313
628

0 A A

ACTTTC TCTTCCGGCCACAGGATTTCCCCAGGCAGGCCCCACCTTGEG TATC CCAGGGCTCCCAG GG CCECCTCCG GGGCTTGGGAGGTTTGCCACC TTCCCAGGCCCCLCAG

3 235 244 253 262 27, 280 289 b _»H*mmm 307 316 325 334 3¢
1256 ﬂexss@ m\:S,:s i %a:\w% pé L —
628
0 A ::E,.::..E::_ yl :..:.EE,EE?FF: .,_,_EEE AW
CGCCGCCACCTGGG TAGGAGACAGTCC GCCAGGEBC CT TG GTGCGACTCCTCCE GTGGG TGGCCTGGTGACTCCTAGG ACACCTCCG AGGCCAGEG GCACCATATT
13 352 361 370 379 388 397 406 415 424 433 442 451
1256
628
b | I f ] W VS
TCGGCTGCTTTAGCAGCGGCAGCCG GGG ACACACCETEE GGCTCCA.GCCCCTGG CAGCTCE GGEC EGCCC g TOCEAG BC ETCES nqononmo BEEE CTGGGC
460 469 478 487 496 55 514 523 532 541 550 559 568

L oy

GCTTTGGCAGCGGCTTTGGCGGCAGCAGGTCCGACTCC TGCCACACCACE TGGGATACCAGLC TCCGCCC G AT CT €€ giggec T € EEBCCCCGGCCGCCECATAT

577 586 595 604 613 622 631 mﬁw@,\l@ 649 mwm\w‘UQH 667 676
1256

o | Vg Y, %%B%f%%@é%é%
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Applied

w_0m<mam3m D05595A3-2_A8Fi_pJB8-Forward_B02_05_ABI24 Inst Model/Name 3500/3500 Instrument
D05595A3-2_A8Fi_pJB8-Forward : Jul 04,2018 02:18PM, JST
S/N G:36 A:38 T:35 C:89 KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp Pts 1159 to 10434 Pk1 Loc:1136 Spacing:9.51 Pts/Panel1350
KB1.4.1.8 Cap:b Version 6.0 HiSQV Bases: 990 Plate Name: 20180704 _kitaku2
TTGGCTGCTTTAGC TGCGGCCAGGGGTCLCAGGTACTGCACCTGECCCCCC GCCLGG CACEAGE AL E g TEE TCCAGG CGeCLGGEGCACC G G T
685 694 703 712 721 730 739 748 757 766 775
1256
P Py
0 S% Y
CiCG GGAAEGE OB CCAGG CCCCAGCAGUAGCCTC GAAC TEGEEC TT IC GCGGETE COTT GCAGAT TTGELCTGCAGC EGEGE cLEet T6 6 .
784 ' 829 838 847 856 865 8¢
.
1256 Porcine elagtin L
628
0 \ :
[ ACACCG CCAGGG CC bRk TGCCEEE AGCCACAEDGACE GGG AGCCACALCCE ACGC CGECG AGD BACACCEALE €€ GGG |
910 928 937 946 964
1256
628
0

cACCG CGCC GGG GCCACACLC TG CCAGGG CCC T G CCG &
%82 1000

C TTTGEG £ 66 € THECC TTTTGG L£6 G CC T
1027
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" Applied

D BlbEystems DO5595A3-2_A8Fi_ColE1ori_F_C02_08_ABI24 Inst Model/Name 3500/3500 Instrument
_ DO5595A3-2_A8Fi_ColE1ori_F Jul 04,2018 02:18PM, JST
SING28A32T:35C:53 primer name  ( : ColEdori_F KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp . . Pts 1130 to 10520 Pk1 Loc:1107 Spacing:9.47 Pts/Panel1350
KB1418 Caps8 5'- AGCTTCCAGGGGGAAACGCCTG -3 Version 6.0 HiSQV Bases: 1000 Plate Name: 20180704._kitaku2
i GT GGT CGCA T CIGCCG TToG chce T TG AC TIG AGCGICG ATTT TTG TG ATGE TCG TLAC GG GEGCGE 26 LE TATEG SCGCCAGC CEEGG ECTT IT TACGGTT
1 10 19 ” 28 37 46 55 64 T3 2 L= il 100 109
| B
1446 Col E1 o)
193 » -
o Aoa0ee LAl VWA A iMoo AN
| CCTG GCECTTTTGC TG GEET TTIGETCACATGT TETTTEC TG CE TTATCEECL TG TTCTGTGGAT CoGTATTACC GEE TTTGAGTGAGE TGATACE G CTCGE CEGREAG BCY
118 127 136 145 154 163 172 181 190 199 208 217
1446
723
SAACGACCGAGCGCAGCGAGTCAGTGAGCGAGE ! GCGG GABCGCCTGATGC GGTATTTTE TCETTACG CATC TG TGC GG TAT T TTICACACEGCEAT TTCCIGACACCA TCG
226 235 244 253 262 271 280 289 298 307 316 3R5 334
1446 Ly
723 »
o ‘ VWY | | ! [\
TGGCGC A\WCCTTTCGCGGTATGGCATG ATAGCGCCCGG GAGAGTC TTCAGGGTGGTG ATIGT G CCAGT CGT TATACGATGTCGCAGAGTATGCCGGTGTCY
| 343 352 361 370 379 388 397 406 415 424 433 442
foe I ot 7 > lac |
1446 ac mv pro poter 1
724
) | , ik \ WY
ICTTATCAGACCGTTTCCCGCGTGGEGTGAACCAGGCECAGGCGCACGTTTCT GCG CGCGGG ~A AGTGGAAGCGGCGATGGCGG AGC TG TTARCATTCCC CCGCGTGGC
451 460 469 478 487 496 505 514 523 532 541 550 559
1446
ek
0 ‘ .; ) . »
ACE CAACTG GCGG GCAAACAGTCGTTGLCTGATTGGE GT TGC CACC TECAGTCTGRGCCC TG CACGCGECCGEGTCEE ATTGTCGCGGCGATT TCTCGCGCCGATC a
568 577 586 595 604 613 622 631 640 649 658 667
1446
ek

0 A . VIV VAWV YV A
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. Applied D05595A3-2_A8Fi_ColE1ori_F_C02_08_ABI24 Inst Model/Name 3500/3500 Instrument

w_0m<mnm=._w D05595A3-2_A8Fi_ColE1ori_F Jul 04,2018 02:18PM, JST
S/N G:28 A:32 T:35 C:53 KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp Pts 1130 to 10520 Pk1 Loc:1107 Spacing:9.47 Pts/Panel1350
KB 1418 Cap:8 Version 6.0 HiSQV Bases: 1000 Plate Name: 20180704 _kitaku2
TG 66 TGCC AGLC G TG G TG GT GT C:GATE GTAGARCGAAGCGE LG TC GAAGC CTGT G UG GCGE PECACART C TTETCCC GERAR CECETE AGTREC GETCATEAT T
676 685 694 703 712 721 730 739 748 757 766 775
M1
1446

. .F.»ttz.?.r;: . 0 [\ \ A ™YY g

CTATCCGCTGGATGACCAGGATGCCATTGCTGTGG GCTGCCTGCACT TETTCEGGEGESTTIAZTTC R TGATGE TETETEACCAGAGCGAC CCRATE

784 793 802 811 820 829 838 847 856 865 874
1446
723
0 »0’. QA ‘ A X ‘ O e, () 2090009 QO X P 5
TAT TATTTTMC TCCCATGAAG ACGG TACGCG ACTGGGCETGE AGCATCTGEETCG CAT TGGGG TCACCAG C T CG CEEC TG €Gccc

883 | 892 901 910 919 928 a37 964
1446
723
0 - \vQwﬁ((uAxw&wJ\vcmxxyu0A«Jnayxom&wumvrunAMVMUAfzohs\voAwMuwuybmanMWMNMMuwmmmmww
T GTIC TN L TCE GCCGE G PO ITE OB T« TEeeE & TEE € TG & € i O TC T & C T GGG G AT C AT T CAG G CC GG b LG )
973 982 991 1000 1009 1018 1027 1036 1045 1054
1446
T23
0 aad )t.kl.r‘n.’.r.‘lﬁbh.v"‘.\)r. s \’.’...r’\.arbal»’.‘q"tﬂ..\"yf..\?0|...\l.0slt.. O i s it P e AL S
C CCG : {64 G G G G CiG | C TG G G TCG C TC T CE G G T. . 27T L $ G : o g 2 TCT G [ode
1063 1072 1081 1090 1098 1108 y
1446
723
0 mrs ome e e e e N e N T e e e e S D
1446
i
0 —
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Applied D05595A3-2_A8Fi_pGEX-ptac_UP-F_D02_11_ABI24 Inst Model/Name 3500/3500 Instrument

'Biosystems
y D05595A3-2_A8Fi_pGEX-ptac_UP-F Jul 04,2018 02:18PM, JST
S/N G:188 A:221 T:267 C:260 primer name D . pGEX-ptac up-F KB_3500_POP7_BDTv3.mob Jul 04,2018 02:45PM, JST
KB.bcp _ - Pts 1129 to 10484 Pk1 Loc:1106 Spacing:9.44 Pts/Panel1350
KB1.4.18 Cap:11 5-AAGGCGCACTCCCGTTCTGG -3 Version 6.0 HiSQV Bases: 975 Plate Name: 20180704 _kitaku2
:GG(GEG C TA T nomq.qn,wmmn__ TAT T:C TG TG AGC TG|TTG ICAATTAATCATCGE GCTCG IATARTETCTIEG TGTGAGCG GATAACRA|I T TCACACAGG
1 10 19 | 28 37 46 55 64 73 82 91 100 il
|
1142 ! .}»o \\uwxapmx\ lac Qﬁeﬁhow
| g ;
2 2asavoe e SNV :.::;..::E AW W e VA
_ A gT aa@iunnoa TACTAGGTTATTGG TTAAGGGCCTTG TG CAACCCAC TCGACTTCTTT TG GAATATC TTGAAGA? TAT G ARG AGCATT T'GTATG]
09 118 127 136 145 154 163 198 181 190 199 208 217
_ N i
1142 7 @v S \
571
ICCEGATG AAGETGAT TERCE o CT T TEA AT PGB C T T T EGAE T TTECCAATE T TCE T TAT TATAT T GATGGT AT T IAAAT TAACACAGTCTATGE CCATCAT
226 235 244 253 262 271 280 289 298 307 316 325 cH
1142
571 :31:
.Ino A e i — —
€6 TTATATAGC TGAC CATGTTGGGTGGTTGTCC GAGCG TGCAGAGATT TCAATCGC TTGAAGGAGCGGT TT TG GATATTAGATACGGTGTT TEGAGAATTE
34 343 352 361 370 379 388 397 406 415 424 433 442
1142
571 » » —
0 VY VYV | LUV TV A JTEVY VY
CATATAG TA! GACTTTG CHlEE TS GT TG AT TTTS T TAGE GCTACCTG!? TGC TG A” TGTTCGAAGATCGTTTATGTCAT CATATTT TGGTGATCAT
451 460 469 478 487 496 505 514 523 532 541 550 55¢
1142
o Wil PNt A
o\l _ | |
GTAACCCATCCTGACTTCATE TTGTAT GACGCTCTTEATG TTIGTTTTATACAT GGACCCAATGTGCC TGGATGCGTTCEC TN BT TET T CGGTATT G
3 568 577 586 595 604 613 622 631 640 649 658 667
1142
&L
= oo Voo ot s
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 Applied

 Biosystems D05595A3-2_A8Fi_pGEX-ptac_UP-F_D02_11_ABI24

D05595A3-2_A8Fi_pGEX-ptac_UP-F
KB_3500_POP7_BDTv3.mab
Pts 1129 to 10484 Pk1 Loc:1106
Version 6.0 HiSQV Bases: 975

S/N G:188 A:221 T:267 C:260
KB.bcp
KB 1.4.1.8 Cap:11

Inst Model/Name 3500/3500 Instrument
Jul 04,2018 02:18PM, JST

Jul 04,2018 02:45PM, JST
Spacing:9.44 Pts/Panel1350

Plate Name: 20180704 _kitaku2

GE TATEIC BATC TTGE AT GTAGCT TG TCCAGC GTATATAGCATGGCCTTTGCAGGGLC TG GCPR GCCACGTTTGGTGGTGGCGACCATCCTC Tl
676 685 694 703 712 721 730 739 748 757 766 1
1142 !
571
W &gggﬁ W
G GATICTGGTTCCGCG TG GATCCIGGAGGGGTCCCAGGGGCTGTTCCTGGGGGE AGTTCCCG G QQOD%O T'T" TT TEE & DOOGO%QO TCTCGGAGGCCTGGG
15 784 @v 802 811 820 829 838 847 856 865
o e i@!wy siTe i - ~ — @...T\_ L
1142 @osc;so ewust
> ) / ) ) )
o e 00 N WieaYl X000 X 00000000 AN
“GG GGAGCACTGGGCCCTGG AGGC GCC CECC 0.0ﬁ,,rlmﬂ;. TCGG GGGCTCGC mmﬁmﬂémmuo CCTTGGGGG C GGG CTC G GGG C T
874 883 892 901 910 | 919 928 937 | 946 955 964
= & r | ~
1142 LA ] .~ Porciue
mv:SQ? | P
W
0 . OO > AN oo ol A OO0 S XK XK O SR &
Aﬂﬁ TGEC GG € G ECE T T'E € GGGGG C TC TCGGG TG CCC GGG CCGCEG C G TCG G TG C G C GCG ﬁomn.u G (35 iy T G e TG € T C
973 982 991 1000 1008 1018 1027 1036 1045
1142
571
0 K0 Do XX SOAK DAL XA NSO S D0 0T A TIOTCT
G CC T cC TG [ GGG (6 4] T G CC GG cC G T GCG TT &8¢ TG T & G_G& C G G [T L T G G G TG G TT © I o
1054 1063 1072 1081 1090 1089 1108
1948
571
R T D P = R e Ol e
1142
571
0
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