P Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : pMFGhB7-1 (CD80)

RINZH
B RC
® Clone ID . RDB _02977
@ Lot E 15968 _ ABF6
@® DNA Concentration 2 25 nanogram/microliter
@ Volume * 40 microliter
@ Form . DNA solution in TE buffer
@ Host i DH5 alpha
@ Culture = LB medium
@ Antibiotics = 100 microgram/ml Ampicillin
@ Purification 2 QIAGEN QIAprep Spin Miniprep kit
@ Digestion by restriction enzyme
2-Log DNA Ladder 02977
(NEB#N3200L),
250 ng/well -
5} Q @ [}
) E 2 8 =
100
80
40
30
15
1.2
19
05
Erectrophoresis : 100  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
Ncol ] 7.0 kbp
Xbal d 42,16, 12 kbp
Nhel : 42,28 kbp
kbp
kbp
@ Confirmation of the insertion sequence
Sequence name Primer name Sequence name Primer name
Sequence — A pMFG_F Sequence - E Reverse2
Sequence — B pMXs-3LTRup_R2 Sequence - F =
Sequence — C M13fwd Sequence - G -
Sequence — D pMFG_1 Sequence — H =

APPROVED BY :

http://dna.brc.rikenjp



, Applied

m_0m<m._nm=._m 02977_D5679_ABF6_1_pMFG_F_A07_01_ABI24 Inst Model/Name 3500/3500 Instrument
SNGRATSTE2080  primername 4 pMFG_F k6. 3500 POP7 EDTAMOT Jin 132018 0437PM, T
B 1418 Capt 5+ CTTCTCTAGGOGCCOATATG -3 gic s ' tisay sases: s6s Plte Name: 20160615, dnabink
T T "EEUGLEE CAECCEE EE € TI6 T JAGT T CEE TG AL COTG ACATE 2 leTTAG TAACAG GECC TR THTCEAAL OT CAC T TACA GiS/C TG TG/ TA ST TAG TLCAL |
1 9 17 25 33 a1 49 sh 65 73 81 89 97 105 1
1124 ~ |
. NS A A .Ei.tl.—.....r.c;f.: e A A ;:::EE i
GPLETGE AE ACCTE 76 ¢ S ELAG L TAGC CTGGACCGACCGE TEETACCTICACCE TTACCGAG TCGECGACACAG TG TG GG TECGE CG ACACCAGAC TA
b 121 129 137 145 153 161 ;ow r 177 185 193 201 209 217
1124
- ,=E:E_E.ar?:.s_sz::_:;::: :.E,::::?:Eé,.:E.sas.,._::
1124 k » »
i :E:&E:EE ::.:5.::_:E:.EEE:::E:E ;:,E:L..r::::::f_-.,;:
N 7 Qs\:ywmm — 353 XMMH 2.8 o 3G6; wj. \e&\“\mfm wwwu IOMMOV \/\Sw Q%wn\MM , 425 433 441 449
= bl ::.:..:r:::&r.:s.s,;_srE.:.E_E:_E,::::E:E.;E._, ol
1124
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. Applied

FONE ._w_0m<m.nm=..m 02977_D5679_A8F6_1_pMFG_F_AQ07_01_ABI24 Inst Model/Name 3500/3500 Instrument
, 02977_D5679_A8F6_1_pMFG_F Jun 13,2018 04:.09PM, JST
SIN G:52 A:73 T:62 C:90 KB_3500_POP7_BDTv3.mob Jun 13,2018 04:37PM, JST
KB.bcp Pts 1528 to 12355 Pk1 Loc:1505 Spacing:10.83 Pts/Panel1350
KB1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 956 Plate Name: 20180613_dnabank
TGATCCTEGCTET GCGCCCATC TGACEAGG GCACATACGAG TEGTGTT GT TCTG AAGTATG AG ACECTTTCAAG C GGG AACACKC TG GCTE GTGACGT1
373 681 689 697 705 713 721 729 730 745 753 761 769
1124
562
T:Ch G TL GCTEACT TOCE TACACC TAC TATATCE TG AET TTG TT €6 ok TATTAGAAGGAT TTTGCTCAAC CTCTGGAGG T TT
777 785 793 801 809 817 825 833 841 849 857 865

TC CAG EEeeTE CE TG TCEeTE ¢TTT 56 B 5NA TG G AG A G i i T&GECATEA AL & N TS (1 U 2 il G THEne T & g TG G (
873 881 889 897 905 913 921 929 937 945 953
G ol
1124
-~ ?D@?US@Q@O%?@@O/
0 \\1v@AVnwyumxvmmxvoAvmuAv0nxw\|uAnHuwmvoAvmmnummwAumumvmhvnymm
g o TGE TG TT G C G C C TGEE 2 R R ol T T G E ARh € € ok nC .Q.\n_ﬂ DT B TG T iz TTE TTC TTE T
961 969 a7 985 993 1001 " —Ow;ﬂ _Hoom LOTF 10
1124
562
0
T
33
1124
562

1124
562

- — —— —
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Applied 02977_D5679_A8F6_1_pMXs-3LTRup_R2_B07_04_ABI24 Inst Model/Name 3500/3500 Instrument

' Biosystems 02977_D5679_A8F6_1_pMXs-3LTRup_R2 Jun 13,2018 04:09PM, JST
SIN G:149 A:264 T:329 C:284 primer name {3 : pMXs-3LTRup_R2 KB_3500_POP7_BDTv3.mob Jun 13,2018 04:37PM, JST
KB.bcp Pts 1559 to 11919 Pk1 Loc:1536 Spacing:10.97 Pts/Panel1350
KB1.4.1.8 Cap4 5- TGGGGTCTTTCATTCCCCCC-3 Version 8.0 HiSQV Bases: 887 Plate Name: 20180613_dnabank
o @4 TC TT TTATTTIATCE TATG GC TECG B 2T CCH .w TACAGGG CGTACACTTTCCCTTCTC TICPE TCAT TECTCET TETETE TE TEEA TETTE GG GE GC &\
1 10 19 28 3 ; 55 64 78 82 91 100 1C
] _wmrs,_IH : _.NFM |
1164 i nicmasn B~ mﬁ@%bu\ M_ocs /¢l 3
582 ,
9
o LOR o0 W e %%%g%;%%g
CSTAGGTCAGGCRGCATATCAC \TT CCAT TTAC TG AGAT TAAGGTAAT GGCCCAGGATGG G AGCABGT TATCAGE \AT GCTETTGCTTCETTGT AT TCCAGT TG
19 118 127 136 145 154 163 172 181 190 199 208 217
1164
582
O < . — —
TCTGATTCACTETT TGTCCATACTTGATGAGACACATGAAGC TG TGGTTGG TTGT CATAT TGARATCCAGT TTGE TGC TAACAGCATAGAGCTCAGTTTCAGG ATCTTGGE
226 235 244 253 262 271 280 289 298 307 316 325 334
St
1164
S ; Mt o il E i
: A WAV AN AV WA A A N U A A o AV A VT :
ACTGTTGTGTTGATGGCAT TTAATTCTTCTCCATTTTCCAACCAGGAGAGGTGAGGCTCTGE | 3C 0T BOAG ACCTTEAGT TTATCCTTCTAATAT TAGAAGTTG GAF
343 352 361 370 379 388 397 406 415 424 433 442 4
1164
582 —
0 — A : i
"TTCAAAG TCAGATATACTAGGT GTAGGGAAGTCAGC TTTGAC TG ATARC GTCACT TCAGCCAGG TGTTCCOGC T TGAAAGC GTCTT TT TCATACTT CAG AACAACACAC TC
151 460 469 478 487 496 505 514 523 532 541 550 559
1164
582
0 gﬁ%%&&s
GTATGTGCCCTCGTCAGATGGGECGCAGAGC CAGGATCACAATGGAGAGGTTATT GATGGTCCGGTTCTTGTACTCG GGCCATATAT TCATGTCC
568 577 586 595 604 613 622 631 640 649 658 667
CcoRV
1164
582

0 gg%z?%?%?)%%%b)b}g%
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> Applied

. ' Bi osystems 02977_D5679_A8F6_1_pMXs-3LTRup_R2_B07_04_ABI24 Inst Model/Name 3500/3500 Instrument
o 02977_D5679_A8F6_1_pMXs-3LTRup_R2 Jun 13,2018 04:09PM, JST
SIN G:149 A:264 T:329 C:294 KB_3500_POP7_BDTv3.mob Jun 13,2018 04:37PM, JST
KB.bcp Pts 1559 to 11919 Pk1 Loc:1536 Spacing:10.97 Pts/Panel1350
KB 1.4.1.8 Cap4 Version 6.0 HiSQV Bases: 887 ‘ Plate Name: 20180613_dnabank
JCAE ACATCATAG TCAGECACCATTTTCT TCTCCT TETGCCA GTAGATGEG AG TTTMGTGECERGE T.C TIC CAG CATTGTGACCACAGGACAGBECE TTGC
676 685 694 703 712 g -3 730 739 748 757 766
1164
582
O a6 o e e BN o N . ' i & Gl o s SR . i I VO L s - VA~V - A <t I ORO Vg . — < VeV o VO i > R =~ <t P — s == e el
CACTTCTITTCACT PCCTTGEGETCACG TGCATAACACLE TG ARCAG G TG AG AAAGACLCAGEGCAGCACC GAGC TG A G TTGAGGTATH
775 784 793 802 811 820 829 838 847 856
1164 hB9 - nmw%o\m\liw
582 —
Q P i P e e S e P e i e e e e -~ e i - ey, =
G ACACTIPG GA TGG TG ATG TT CCCC TG €C TCCG TG TG TGEG CCCCATGE TG TT C TA GAA GG AAT GG T CC ACCC CCCCG
&kwwﬂmﬁ_ 874 883 892 901 910 919 937 946
. |
1164 7
582
O T — —————e———
& €¢ TITCAE B TGS GG CGE B CEE TGE'T i G EETG C6 T G G TG G GG
955 964 973 982
1164
582
o =
T Bk G €
1018
1164
582
0
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» Applied

W.Om<mﬁm3m 02977_D5679_A8F6_1_M13fwd_EO1_05_ABIO8 Inst Model/Name 3500/3500 Instrument
02977_D5679_A8F6_1_M13fwd Jun 20,2018 02:06PM, JST
SIN G:43 A:71 T:81 C:83 primer name  C : M13fwd KB_3500_POP7_BDTv3.mob Jun 20,2018 02:46PM, JST
KB.bcp _ Pts 1434 to 13156 Pk1 Loc:1411 Spacing:11.94 Pts/Panel1350
KB1418 Caphb - GTAAAACGACGGCCAGT-3 Version 6.0 HiSQV Bases: 997 Plate Name: 20180620_mix
ﬁ GT GGA EGGA TRC ‘TAATICATICCC CT ¢ T AT AT GCAT TT GACTTGT TCTATGCCCTAGGGGGCGGEEG GG AAGCTAAGC CAGC TT TTTTTAACATTT TGTT
1 \ 19 28 37 46 55 64 73 82 91 100 109
1112
556
0 [\ [\
T CA P T T GCACAGATGTTTTTAT TTCATAAGGGTTTCAAT GTGCATG AATGCTGCAATATTCCTGT TACCAAAGCTAG TAT T TA GAT CGTGG ~AAT
118 127 136 145 154 163 172 181 190 199 208 217 22¢
1112
| %g%?%%g%%%?g
0
TACTTAG AGTT TETEGTCATT EGTTTCCT TCCTCAG TT GAE CAT TGCGCTGCTGAG GCCAGTTT ATCTGTCAG GATC TTTCCCATTATGC CAGTECATATT
; 235 244 253 262 271 280 289 298 307 316 325 334
115022
556 »
0
ATTACTAGTCAAT TAGT TG AT TTT.TAT T TTTGACATAT GACCCCACCTGTAG GTTTGECAAGE TAGCTTAAGTAACGC CATT TTGCAAGGCATEG AATA G|
“;W. I 352 361 370 379 388 397 406 415 424 433 442 451
pe Nhel
1112
\ Ny
0 \
TAACTGAGAATAG GT TCAGATCAAGGTCAGGAACAG ATGGAACAGIC TGAATATG GGCCAAACAGGATATCTGTGGTAAGCAGTTICCTGCCCCGGETCAGGGCCAAG?
460 469 478 487 496 505 514 523 532 541 550 559
1112 wr.ﬂ R
0 | |
CAGATGGAACAGC TGAATATGGEGCE CAGGATATC TGTGGTAAGCAGT TCCTEECCCOR G CTCAGBGOT TGGTCCCCAGATGCGGTCCAGCCCTCAGCAG]
568 577 586 595 = 04 613 622 631 640 649 658 667 67
Wnc_ﬂdw
0 \ Vv W
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Applied

W.Om<mnm=._m 02977_D5679_A8F6_1_M13fwd_E01_05_ABI08 Inst Model/Name 3500/3500 Instrument
02977_D5679_A8F6_1_M13fwd Jun 20,2018 02:06PM, JST
S/N G:43 A:71 T:81 C:83 KB_3500_POP7_BDTv3.mob Jun 20,2018 02:46PM, JST
KB.bcp Pts 1434 to 13156 Pk1 Loc:1411 Spacing:11.94 Pts/Panel1350
KB1.4.1.8 Cap5b Version 6.0 HiSQV Bases: 997 Plate Name: 20180620_mix
FTTCTAGAGAACCATCAGAT GITTCCAGGE TECCCCAAGGACCTGAAAT GACCCTGTGCECTTAT TTGAACTAACCAATCAGTTECGCT TCTCGCT TCTGT TCGEGCGCTT
B 685 694 703 Vi 721 730 739 748 757 766 775 78¢
Xbal
1792
o> oy’ )|
MY MY () A0 A0
CTECTCCCCEAGE TCAAT AGAGCCC AACCCC TCAC TCGGEGCGCCAGTEC TCCGATTGAGTGAGTICG CCCEGGEGTACCCGTGTATCCAAT €€ e T
| 793 802 811 820 829 838 847 856 865 874 883
Sacl Snea l T.G?H
112
o el et o ek OO0 D000
0 et 3%
GCAG TTGCATCCGACTTGTGEGTCTCEGCTEGT TCCT TG GG AGEGTCTECTE TG AGTGATT C'TA $ ECE TCAG BGEEEEETE TT TG sGLG C T
892 901 930 919 928 937 946 955 964 573 982
1112 iy ——
556 _ v
o Dooe 000 06N 000608EAX K 3000000e0 A0 Y0000l 56X D0 o0
CGTCC GG TEEGEC AGACCCCE TG ECCAGGEGE ACCEALCG AELE AGE CCGEG GG T G C TGEG CCAG C ¢ T TC TG
991 1000 1009 1018 1027 1036 1045
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>_u_u__mn

) Bi osystems 02977_D5679_A8BF6_1_pMFG_1_F01_06_ABIO8 Inst Model/Name 3500/3500 Instrument
02977_D5679_A8F6_1_pMFG_1 Jun 20,2018 02:06PM, JST
S/IN G:21 A:32 T:25C:36 primername £ : pMFG_1 KB_3500_POP7_BDTv3.maob Jun 20,2018 02:46PM, JST
KB.bcp i Pts 1452 to 9396 Pk1 Loc:1429 Spacing:11.88 Pts/Panel1350
m 7 = 1
KB14.1.8 Capb TGCTGGACTAAGTAGAGAG-3 Version 6.0 HiSQV Bases: 674 Plate Name: 20180620_mix
[N ddeldae CACEGGC T(GTIT AGT/ACT CTPGITCATG TCAGGG TCAGGG AFAGTTTACAAGG GGCGGGGGTGCCCCATATAAG AT CTCATATGGCATATG GGGGCGCC TAG

1 11 21 3 I 41 5 61 71 81 o1 . 101 111

_ Wm%b. Ndel Ndel

1306 727
_ (Tramcat
653 b
0 0 () ‘ |
G GGAGTG AGGGCTGG AT GGGAGG *TCGAGGCGGGGTCG CGAGGAGGTTC GGGGG AGAGACGGGGCGG ATGGAGG GAGGAGGCGGAGGCTTAGGGTGTAC
121 131 141 151 161 171 181 191 201 211 221 23
1306
653
0 : A |
GGGC TTGACCCAGGG AGGGGGGTC!: G e GECTTCCCAGE TCADGATGTAGGGEGRACC TG GTECTGGGTGTECCATGEGGGCCAGG TG GACCTTGATCTTAACCTGG(
1 241 251 261 271 281 291 301 311 321 331 341
1306
653 » »
T TGAGGTCTCGGTT GGTGCCGTC TCGC GGCCATCCGACGTT GEGTTGGCCATTCTGC O OO G GGT CCAACGTEPCT TCTT GACATCTACCEGACTGEGTTH

351 361 371 381 381 401 411 421 431 441 451

Vot

= %%gé | ::E.:::::FEE_EE:?r:::::::EE::EEL::

TEAGE GATCCGETEGACATE TTTECCAGTSE ACET GGTC?Z B GGG LGTGGT CA GTCT OOOOOOQOOPO T SAG AC TACAG ANCACARGTCAGACAG
461 47 481 491 501 911 531 ™= 541 55 561
3 1 al
a9 [tre tod ) A
1306 i ate
5 \ %ﬁéé
GACAACACAGAACGATGCTGCAGCAGACAA GAC GCGC GGCGLE GCTTEEETCCE ehstc Ge T CAGACGGAGGCGGGAACTGTTTTAGGTTC TCGTCTECTAY
571 581 _v..ﬂ.:mwu. 601 611 621 631 641 651 661 671 68
y

1306 MMLV ¥

= o ot o e Sty
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\E mwwu_nmmﬁmam 02977_D5679_A8F6_1_pMFG_1_F01_06_ABIO8 Inst Model/Name 3500/3500 Instrument
o 02977_D5679_A8F6_1_pMFG_1 Jun 20,2018 02:06PM, JST
KB_3500_POP7_BDTv3.mob Jun 20,2018 02:46PM, JST

S/N G:21 A:32 T:25 C:36
Pts 1452 to 9396 Pk1 Loc:1429 Spacing:11.88 Pts/Panel1350

KB.bcp
KB14.1.8 Cap6 Version 6.0 HiSQV Bases: 674 Plate Name: 20180620_mix
ICAGAACCACAT ATCCETE CTET Q_
11 691 701
MMLT ¢ !
1306 '
653 _
0 S 9 _ . :
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» Applied

W_Om<m.nm=._m 02977_D5679_A8F6_1_Reverse2_E07_13_ABI24 Inst Model/Name 3500/3500 Instrument
02977_D5679_ABF6_1_Reverse2 Jun 13,2018 04:09PM, JST
SIN G152 A:368 T:241C:345  primername [ Reverse2 KB_3500_POP7_BDTv3.mob Jun 13,2018 04:37PM, JST
KB.bcp . , Pts 1506 to 12562 Pk1 Loc:1483 Spacing:11.0 Pts/Panel1350
KB1418 Cap13 5'- GCGGATAACAATTTCACACAGG -3'  yersion 6.0 HiSQV Bases: 854 Plate Name: 20180613_dnabank
C(TG e CAITAE G A TTG GTCG ICC i 3 G T G TG ~ GACTCTETC TC CiC COTE ACRAC TG PG ECE B EC TG TTGE CTCTCAC' TAECA T-AZ T
1 9 1R 2 33! 41 49 57 65 73 81 89 97 105
|
]
DE?@% YY)
W_H TATACAC A CACACACACACACACACACACACACACACACACACACACACACACAATCATACACAT AACACAATCACACACACACACATG CAC T CACACACACACAC
113 121 129 137 145 153 161 169 T 185 193 201 209 217
1246
623 — » »
. 3 | \ VRN
T E TCAATCAA TC7T T TATAEC L BMTGATAGC TCATACCTGT TCTTAGATGTGGGAAGGCTALR ACAG CAGGLE TAGCGEGATGACTTE GGTCACCCTGGG TTAY
225 233 241 249 I 265 273 281 289 297 305 313 32 329
1248
> WA E: Il : W : :: — E » » » EE E: : E ey
o NVVANAAN N : AN\ :: VAV . LT AU W /N
JAGAG TAGC TAATAGTCTAGC TTG : TAGTGT AT ETTTAAI A % 7 A ; L X : TGGAAGACAGAGG
337 345 353 361 369 377 385 393 401 409 417 425 433 441
105
Ml
0 _ »»L; »::»» ) | il »
BCAF : AAT \ GTAG G CC! TG GAGATACTATCTT AT TAGAARATATTTATG ACACATTCT GAATACTCCATGTTT TTTCAAGG AGCCA TG T t
449 457 465 473 481 489 497 505 513 521 529 H i 545 553 3
1246
623
0 A e
S Ll GTACTATGGCCATTT TGTA-ZE TACTTAAG 4 3 AAACC TTAATTT TG ATACATGCTGCATGITGA GAC OCCOG ETEARGEGCGTAGTCAAT CALTERAG
561 569 377 585 593 601 609 617 625 6B3 641 649 657 665
/
1246 =— FLTR
. Gt
AVAY
2 gl g ol e
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» Applied

W_Om<m.nm3m 02977_D5679_A8F6_1_Reverse2_E07_13_ABI24 Inst Model/Name 3500/3500 Instrument
02977_D5679_A8F6_1_Reverse2 Jun 13,2018 04:09PM, JST
SIN G:152 A:368 T:241 C:345 KB_3500_POP7_BDTv3.mob Jun 13,2018 04:37PM, JST
KB.bcp Pts 1506 to 12562 Pk1 Loc:1483 Spacing:11.0 Pts/Panel1350
KB 14.1.8 Cap:13 Version 6.0 HiSQV Bases: 854 Plate Name: 20180613_dnabank
\GGAGACCCTCCCAAGG AACAGCGAGACCACAAGTCGGATGCAACTGC AAGAGGGTTTATTGGATACACGGGTACCCGEGGCGACTCAGTCAATCG GAG GACTG GO
673 681 689 697 705 713 721 729 737 745 753 761 769
1246
0 g@@ﬁ%@o@@%&%ﬁg&x@%@%ﬁ%@%@?
¢ HEEOE 28 T6A BEEGTTGTEREE TE TTT T AT TCGGGG AGCAGAAGCGCGCG CAGA2RGCGAGA? TT GGTITAG TTC
777 785 793 801 809 817 825 833 841 849 857 865 {

GGG TC gt L ol G TCC TTGGGG CACCC TGG 7 TCTG TGEG TTC TCT ) GGG CT G cC G C TCT GGG &

881 889 897 905 913 921 945 253

T ETE TE e T 66 e c TG G (e G GG C 7 G ceTG € T [ G GG A T T & TGT T G cce T i bl (& G C T G
969 977 985 993 1001 009 1017 1025
1246
623
0 Ao " NN T e e i R I ——aa
T G ; e G T CcC T G C: g TG G (8 G C & G : C: "TEE G T (e} C G ;
1033 1041 1049 1057 1065
1246
623
0 e ——— e O e e e ————— e e
1246
623
Q — —— —
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