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@ Clone ID

® Lot

@ DNA Concentration

@ Volume

® Form

@ Host

@ Culture .
@ Antibiotics @

@ Purification .

RDB _ 13953

13953 _ A6Bi

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

LB medium

25 microgram/ml kanamycin

QIAGEN QlAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder
(NEB#N3200L),
125 ng/well
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Erectrophoresis :

100

Restriction enzyme

Expected size of fragment

Xhol 6.5 kbp
Pstl 6.5 kbp
Xhol + Pstl 42 23 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A CMV-Forward Sequence — E -
Sequence - B BGH_rev2 Sequence — F =
Sequence - C pAxEF_R2 Sequence - G N
Sequence — D - Sequence — H -

APPROVED BY :

nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
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M Applied

m_Ome.mﬁm:..m D03129A2_A6Bi_1_CMV_Forward_E10_13 Inst Model/Name 3500/3500 Instrument
. D03129A2_A6Bi_1_CMV_Forward Mar 02,2016 02:08PM, JST
S/N G:666 A:646 T:432 C:900 primer name } . CMV-Forward KB_3500_POP7_BDTv3.mob Mar 02,2016 02:34PM, JST
KB.bcp 5. GCACCAAAATC : Pts 1357 to 12840 Pk1 Loc:1334 Spacing:11.36 Pts/Panel1350
KB 14.1.8 Cap:13 AACGGGACTT-3 Version 6.0 HiSQV Bases: 991 Plate Name: 20160302_mix
TG T(A C TICG CCCATTG iGG6CA ATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAG CAGAGCT[C TC TGGCTAACTAGAGARACCCACTGCT TACTGGCT TAT ¢
i} 10 19 ! 28 <l 46 55 64 Cacl 73 100
| J a
CMN
1254 [
627 _
0 S AZOYEDNINI N, . )
ZEAAATTAATACE AC TCAC TATA GG GAGACCCAAGE TE G TAG CATCLATCAC CATCACCAT CACATEG ACGAGAAGACCALE 66 CTGEE GEGELGELE ALG TG GTG GAGEE)|
109 118 127 136 145 154 163 72 181 190 199 208 217
Gtart
1254 b HiS 5BP tag
627
0
CCTGGCCGGCGAGC TGEAGCAGC TGCGGGCCAGGE TGGAGCACCACCC TCAGGGCCAG CGGG AGCCCGGCEGCEGCGGCARAG CCGC TGCTGCTAAATTC GAACGCCAGCH
226 235 244 253 262 271 280 i 289 298 307 316 325
P - o
1254 S g
627
0
CATEGACAGCGGATC T CCAGETCTGE AAGTT CT G T TCCAGRE CCCC GARAACC TCTAT TTTCAGGSTAC CACAAGTTITGTACAAAARAAGC AGGE TC CACEATC GG AACCATETE

334 v T e -y 361 370 379 388 397 attRds 415 el 424 433 442
# , ,-,--f----rr:l-;--,-r-rpll. s = — X CLorffs (CSAP

1254 KoL GacT CoaT “accel Neol ——> g5,

. WY \ | \

CCCGGGGAGCGGGGTGAAGAGCGAGTACATG GCGC TACCAGG AGCCGCGCTGGE AGGAGTACGGGLCCGTGCTACCGCGAGCTGCT GCACTACCGCC TAGGCC GCCGGCTG
451 460 469 478 487 496 505 514 523 532 541 550

1254

o Ao o e e v oo gl

CTGGAGCAGGCGCACGCGCCCTGECTCTGGGRACGAC TG GG GCCCGGCCGGLCTCCTCGGAGGACTCGEGGLGTCGTCAGAGTCGTCGGGCGLCCEGGGEGCCCCGCALCCOGE TG
559 568 57 586 585 604 613 622 631 640 649 658 66"
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> Applied

A D) Bi osystems D03129A2_A6Bi_1_CMV_Forward_E10_13 Inst Model/Name 3500/3500 Instrument
) D03129A2_A6Bi_1_CMV_Forward Mar 02,2016 02:08PM, JST
S/N G:666 A:646 T:432 C:900 KB_3500_POP7_BDTv3.mob Mar 02,2016 02:34PM, JST
KB.bcp Pts 1357 to 12840 Pk1 Loc:1334 Spacing:11.36 Pts/Panel1350
KB14.1.8 Cap:13 Version 6.0 HiSQV Bases: 991 Plate Name: 20160302_mix
CGCCCCGLCCECTCGCCCCCGCCEECCGTAGAGLCGGCGACCCAGEAGGAGCGEGG AACGECE GG ECEUGCGEEL CUCGEAGGAGEAGGACGECGGABGCCGGEGACGCGE
7 576 685 694 703 712 721 730 739 748 757 766 71
1254
627
0 [\ 0\ () oo Vel e
4G GCCGAGGACGCGGERAEGEACGUGBECTCTGCCAGCAC TECCAG TECAAAGATGTAGAAGATARACC TG ARCAACAARACCAGAACARAGAGAGAC T GACAAATCAGCEDAC
5 784 793 802 811 820 829 838 847 856 865 874

CAGTACTGAGCCTCGACAGCAACCAAG TS BCT TATTT GETAGABS AC A GERAARAGE GETCE AGTCCEC PARBGATCAT CGAGT AAARRE T'ABAR G4
883 892 901 910 919 928 937 946 955 964 973
1254
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0
g GCATCCATTTGCTCTITT ATGG CTGGGG AG €A G ACCCHG ATAC G G © G GACTCAC A CG TC TG TG C G G& T
982 997 \\ovo 1009 1018 1027 1036 1045 1054 1
N, [
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» Applied

D03129A2_A6Bi_1_BGH_rev2_F10_16 Inst Model/Name 3500/3500 Instrument
W_Om<m.nm=._m D03129A2_A6Bi_1_BGH_rev2 Mar 02,2016 02:08PM, JST
S/N G:433 A:337 T:426 C:585 primer name @ : BGH_rev2 KB_3500_POP7_BDTv3.mob Mar 02,2016 02:34PM, JST
KB.bcp 5. TATTAGGAAAGGACAGTGGG -3' Pts 1352 to 13097 Pk1 Loc:1329 Spacing:11.56 Pts/Panel1350
KB 1418 Cap:16 - B Version 6.0 HiSQV Bases: 987 Plate Name: 20160302_mix
CGGT T (G TA G A GCICGG GG G iGEGGCA ACAACAGATGGCTGGCAACTAG AAGGCACAGITCGAGGCTGATCAGCGGGTTTAAACG GGCCCTCTAGACTACT(TT Gl
1 10 9 m_w 37 46 _mw 64 73 82 91 100 maom ST
I
1160 : Gad gt
580 /[ ! »
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0 T A-—VE%. ‘v N ’ b‘. A ! ‘. | A , i »’ i
SCACTT TG TACAA G, GCTE GETCTAGATAAGC TCT TGCCGAATAGCACC TCATGTAT TCTGTCATCCATEGGTTCTCTEAGGAGGAAGCCTTCATCTTITCTGTTCTTCTCC
105 ptkgs 118 Samiz 127 136 145 154 163 172 ’ﬂlpmp NeoT 190 199 208 217
chorfdb [ C5 AP ¢ o
1160 AMA B2 Pro,synonyfm

N (&9529T

2 i D

CATCCACAGAGTGAGC TCGCTGCCTTTGAGC CCAGTTTCCTTTTTITCCACCTGTETTCTGTTETTIGGCTEGT TGCTGATTCATG

TCTCGTGCACAGGAGCGGRCGC?

226 235 244 253 262 271 280 289 298 307 316 325 3
Sacl
1160
580
0
CAGACGT TGTGAGTCTTC TG GCTTCCTGTATCGGTCTGTTTTTCTCCCCAGCCATAAL GAGCAALTGGATGCTTG TTTTCTTTTATTTTAC TCGATGATCTTTG GGGACTTTT(
34 343 352 361 370 379 388 397 406 415 424 433 442
1160

o | ot

SACCGCTTTCCTGTTTCCTCTAGCARATAAGGCACT TGGTTGCTGTCGAGGC TCAG TACTGGTGGGTGATTTGTCAGTC TCTCTTGTTC TGGTTTGTT GTTCAGGTTTATCTT
451 460 469 478 487 496 505 514 523 532 541 550 55%

1160
580

0 A

CTACATCTTTCAC TGGEAGTGCTGGCAGAGCCGCGTCETECGCGTCCTCGGECCTCLGCEGTCCCCEGLCCTECGLEGTCET GCTCCTECLGEGGEGEGLCCECGLGEGRECCGLECET TCLH
) 568 Bl 586 585 604 613 622 631 640 649 658 667
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» Applied

A\ D03129A2 _ABBi_1 BGH rev2 F10_16 Inst Model/Name 3500/3500 Instrument
il w_0m<mﬁm3m D03129A2_A6Bi_1_BGH_rev2 Mar 02,2016 02:08PM, JST
S/N G:433 A:337 T:426 C:585 KB_3500_POP7_BDTv3.mob Mar 02,2016 02:34PM, JST
KB.bcp Pts 1352 to 13097 Pk1 Loc:1329 Spacing:11.56 Pts/Panel1350
KB 1.4.1.8 Cap:16 Version 6.0 HiSQV Bases: 987 Plate Name: 20160302_mix
3CCTCCTCCTGGGTCGCCGGC TCTACGGGCGGCGGGGGCGAGGGCGGGGCGCACCGGGGETGCGGGGCCCCCGGCGECCCGACGEACTCTGACGACGCCGAGTCC TCCG AGG

676 685 694 703 712 721 730 739 748 757 766 715
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GCCGGCCGGGCCCCAGTCGTCCCAGAGCCAGGGCGEGTGLCGCCTGLCTCCAGCAGCCGGLCGGECCTAG GCGGTAGTGCAGCAGC TCGCGGEGTAGCACGGCCCGTACTCLC Y

784 793 802 811 820 829 838 847 856 865 874 883
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F[CCCAGCGEGCEGGC TECTEGEGTAGUCUGE TTCATGTAC TCGLELTE TTCACCECGLC TCCCEGGGG ACAT|IGG TTECCATGGE TGG QOOHOOHHHHHH GTAC g IT G TEY
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ETACCC TG AAARATACA GGTTTTC GG CCCC TGG AACAG CTPETCC MG AGIC TCG AGATCEE GTG TCCATG TEC TIGE €6 5 T T AG
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|
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 Applied

D03129A2_A6Bi_1_pAxEF_R2_G10_19 Inst Model/Name 3500/3500 Instrument

' Biosystems D03129A2_A6Bi_1_pAxEF_R2 Mar 02,2016 02:08PM, JST

SIN G:84 A:83 T:91 C:124 primer name ¢, @ pAxXEF_R2 KB_3500_POP7_BDTv3.mob Mar 02,2016 02:34PM, JST
KB.bcp 5 -GATGAGTTTGGACAAACCAC-3' Pts 1337 to 12897 Pk1 Loc:1314 Spacing:11.43 Pts/Panel1350
KB 1.4.1.8 Cap:19 Version 6.0 HiSQV Bases: 1006 . Plate Name: 20160302_mix
GG GGG ARATGC TTTIATTT G TTTGT GATGCIATTGCTTIAT TTGTAACCAT TATAAGCTGCAATAAACAAGTT|[GGGGTGGGCG AAGAACTCCAGCATG AG AT CY

1 28 37 46 55 64 73 82 91 100 1
1258 GUED p(N) &—
629
0o . ol f |
ICCEGLCGLTGGAGEATCATCCAG CECGGCGTCLCGG AAAACGATTECEG AGCCC CETTTGCGATAG GGCGGCGGTGGAATC G ATCTCGTGATGGCAGGTTGGGC GTCGCT1
.09 118 127 136 145 154 163 172 181 190 199 208 217
1258
:: Dl :E | E e W
o WUWVWUVIA VU E: A E: NV A A WA AU L VAV U AN UV
GEGTCGGTCAT TTCGAACCCCAG OHOOOOO p CTCGET . 3 GGCGATAGTE GGCGATGCGCTGCG TCGGGAGCGGCGATACCGT? L GCACGAGG LGCGGT
226 2 244 mmu 262 271 280 289 298 307 316 205 3]
&%
1258 < . Zmiﬁ
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g I\
CAGE CEATITICEBEEGEE GC TCTTCAGSCAATATCAC GGG TAGCCAACCC TATE TCETGATAGEL GETCCGEC CACAL CEAGELC GG CEACAGTCGATG TCCA GA-F GCGGCCAT
34 343 352 361 370 379 388 397 406 415 424 433 442
1258
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TTTCCACCATGATATTCGGC GCAGGCATCGCCATGGGTCAC GACGAGATCCTCGCLCGEGTCGGGCATGCGCGCC TTGAGCCTGGLCGAACAGTTCGGCTGGLEGCGAGCCCLE TG
451 460 469 478 487 496 505 514 523 532 541 550 559
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TGCTCTTCGTECCAGATCATCCTGATC GACAAGACCGGCTTCCATCC GAGTACGTGCTCGCTCGATGCEGATGT TTCGE TTGGTG GTCG TGGGCAGGTAGCCGGAT C?
568 577 586 585 604 613 622 631 640 649 658 667
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"\ Applied

A D03129A2_A6Bi_1_pAxEF_R2_G10_19 Inst Model/Name 3500/3500 Instrument
w_0m<mnm_,:m D03129A2_A6Bi_1_pAxEF_R2 Mar 02,2016 02:08PM, JST
S/N G:84 A:83T:91 C:124 KB_3500_POP7_BDTv3.mob Mar 02,2016 02:34PM, JST
KB.bcp Pts 1337 to 12897 Pk1 Loc:1314 Spacing:11.43 Pts/Panel1350
KB 14.1.8 Cap:19 Version 6.0 HiSQV Bases: 1006 Plate Name: 20160302_mix
GCGTATE CAGLCGCEGCAT TGCATCABCCATG AT GGATACT TTCTCGGCAGGAGUAAGGTGAGATGACAGHAGATCCTGC BECE GCACT TCGC CCAATAGCAIGCCAGT
675 €85 694 703 712 721 730 739 748 757 766 775

CECTTCCCGBCTTCAGTGACARCG TC GAGCACAGC TGCGCAAGGAACGCCLGTCGETGGCCAGCECACGATAGCCGCGETGLEC ICG TICCTGCAGTTCATTCAGGG CAC

784 793 802 811 820 829 838 847 856 865 874 8
1258 Pot T
629
0 :
CGG CAG GTCGG TC TTe6 AC LAL GE CCGGGCGCCCCTGCGCTG CAGCC GG 2A C CGGCGGC TG G GCarGCCG T'T & TE T:G'ITT &T 6 E &C G TC
83 892 501 910 919 928 937 946 955 964 973
1258
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0
T GLoC G2 T mnﬁ_ﬂﬂn_ﬁnﬁ.ﬁﬂﬂﬁ. G CGG CCC GG AG A CCCTGCGTGC TECce TE TG TN 7 e TG C G C G AT —T T T
082 991 “ 1000 1009 1018 1027 1036 1045 054 1063
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629 _
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