P Gene Engineering Division
RIKEN BioResource Center
o RIKEN DNA BANK clone name : pTrc-G4-1a
]
@® Clone ID RDB _ 04220
@® Lot 13755 _ ABA4

@® DNA Concentration
@ Volume

® Form

@ Host

@ Culture

@ Antibiotics

@ Purification

25 nanogram/microliter

40 microliter

DNA solution in TE buffer

DH5 alpha

1B medium

100 microgram/ml Ampicillin

QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

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

(kb)

10.0
8.0
4.0
3.0
1.5

1.2
1.0

0.5

041

Erectrophoresis :

-
3
(]
c
=

Bglll + EcoRV

Restriction enzyme

Expected size of fragment

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

Bglll 54 kbp
EcoRV 54 kbp
Beglll + EcoRV 3.5,1.8 kbp
kbp

kbp

@ Confirmation of the insertion sequence

Seqguence name

Primer name

Sequence name

Primer name

Sequence — A Reverse2 Sequence — E -
Sequence - B pTrcHis—R Sequence - F =
Sequence — C pGEX-R Sequence - G -

Sequence - D

Sequence - H

APPROVED BY :

http://dna.brc.rikenjp/index.html



AppIEeq

04220_13755_A6A4_Reverse2 E08_14 Inst Model/Name 3500/3500 Instrument
W.Om<m.nm_ﬁm 04220_13755_A6A4_Reverse2 Jan 12,2016 02:02PM, JST
S/N G:1341 A:1442 T:1613 C:1764  primer name A ! Reverse2 KB_3500_POP7_BDTv3.mob Jan 12,2016 02:28PM, JST
KB.bcp 5 GCGGATAACAATTTCACACAGG-3' Pts 1678 to 12446 Pk1 Loc:1655 Spacing:10.94 Pts/Panel1350
KB1.4.1.8 Cap:14 Version 6.0 HiSQV Bases: 900 Plate Name: 20160112_bank
CEee 6T G 26 CG GC’CTGCTCTTTA CAATTTATCAG ACAATCTGTGTGGGCACTCG ACCG G ART TATCGATTAACT TTATTATT A GAGGT
i 10 _ 19 28 ﬂw 37 a6 55 64 73 82 91 100

nlr an L ferminatoyr

f
1168 .
. i &%ﬁ? égszs?%%ig
/ W

0 \ \

AT AT T TGTATCGATT: AT GG GG T CCATGGGGEGGGTTCTEATCATCATCAT CATC 3.mmﬂﬂ4@mo,w GCATGACTGG TG GACAGC .ﬂmmmq.ommm TET

108 118 127 136 145 Hw» 163 181 190 199
Neol b ¥ His T9 tay (gene|| (0, [eader’

1168
584
0

m._, CGACG ATG ACGAT enom mnﬂnm TSGGUCTATGTCECCCGECACCEGGGC TACCAGCECACETAC CCCGACGCTGCCTTACTACCAGCCCATCCCGGGEGGGEGCT

226 244 253 262 271 280 289 298 307 316 325
xw @%E XhoT L] LaALS4  NM. 00649, 2(5..
1168
584 »
0 \ \ | | | |
CGTGGG TETCT oT'T TACAT:CQ GGARAGTGGCCAGCG AGCACAT GCGGTTCTTCGTG CTTTGTGGTTGGGCAGG ATCCGGGC TCAGACGTCGCCTTCCACTTC
334 343 352 361 370 379 388 397 406 415 424 433 442
BamHL

1168
584
o |} Yy | (YY) | | | N

TCCGCGGTTTGACGGC TGGG ~C GGTGETETTE CACGTTGCAG GG CG GG GTGGGGCAGCG AGG AG ~GG G ma Dn TGECE T TC GGGTGCCGCCTTTGA(

451 460 469 478 487 496 505 514 523 532 541 550
1168
. %gf %EBQ (e%\ﬁf
ANS

0

CTGGTCT TCATAGTCCTGGCTGAGCACTAC GGTGGTGGT TG G TCCCTTC TATGAGTACGGGCACECGE GCTTC CCE T TG ETC NE CE A BC- T

559 568 57 586 5585 604 613 622 631 640 649 658

1168
: ) Lo ) G VO
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Appnea

Biosystems 04220_13755_A6A4_Reverse2_E08_14 Inst Model/Name 3500/3500 Instrument
04220_13755_A6A4_Reverse2 Jan 12,2016 02:02PM, JST

S/N G:1341 A:1442 T:1613 C:1764 KB_3500_POP7_BDTv3.mob Jan 12,2016 02:28PM, JST
KB.bcp Pts 1678 to 12446 Pk1 Loc:1655 Spacing:10.94 Pts/Panel1350
KB14.1.8 Cap:14 Version 6.0 HiSQV Bases: 900 Plate Name: 20160112_bank
GATG GEGATETGEARCT TCAATCARTCAACT T GAT GGG AC GC CAGCECC TCCGGCCCCAGGE ACCEGECG ATGATGECACETTACCCTGGETCCCGEGACATTG |

667 676 685 694 703 712 721 730 739 748 757 7¢

1168

wi %608@9. A 00 > X oW o) N o)

JCATC CaGgC TG CAGCCTGCCCACCATGG e 6 AcE cecle CETTC CCCGCETETBCCC

TTTE GEGACEETEE CG
6 775 784 793 802 \_ 811 820 8§29 838 847
N, !
1168 Neol _

= ﬁ~4 1

|
584
"

0 ST 3000 Do O 000

CTCG G (e Ll e T gl 1 GG CT TG TGCCE T ©CGC cC A GG C GAGETITGGECT T B (el i ¢ & T&E & €T  GC T C

g92 901 910 919

1168
584
0 ¢

G @ T F & e TG & & T F CE & & 8 B T GGG C C CCG iy cCCcC G TTGGC T C (2lle GT CG TTCC TG T ¢

955 991 1009
1168
584
0
=G C TT:C & TT G G G T C G G G G TF C (CG G GG (24 S CG
1027 1045 1054 1063
1168
584
é
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Appliea

Bi osystems 04220_13755_AB6A4_pTrcHis-R_F08_17 Inst Model/Name 3500/3500 Instrument
i 04220_13755_A6A4_pTrcHis-R Jan 12,2016 02:02PM, JST
S/N G:188 A:167 T:187 C:211 primeérname g :  pTrcHis-R KB_3500_POP7_BDTv3.mob Jan 12,2016 02:28PM, JST
KB.bcp 5. CCGCTTCTGCGTTCTGATTTAATC -3 Pts 1659 to 12731 Pk1 Loc:1636 Spacing:11.01 Pts/Panel1350
KB1.4.1.8 Cap:17 Version 6.0 HiSQV Bases: 932 Plate Name: 20160112_bank
GG GCCCEGLC (T i€ T1€ T TtATe CAG CC G:CTTECG HHOHH_D TCTG G ACATAG G ~C GG TG ACATCACCCTG G ATTTCC TG TG TEEACCE TC Y
1 9 17 33 41 9 stop ﬂ 65 73 81 89 97 105
Hind T EcoRl Bal
1300  V— VQm?VmA\ (A QQMZ «Ce)
3 @<§>\§
0
[GG AAGGCCE PG 2GGCG ATG G GC ETC G AGETEE TE GECAT TE GE BT CCT TG AAGCGATCCAAGCCACAGCGAATGE GACAGATC TCCE GE ACCA
113 121 129 137 145 153 161 169 il 185 193 209 21|

o’ Ul i i%é%%isézégé;

TGOGTTGTGGGTGEGATCTTCTTCTCCTCGGATCCCCACGAGCCAT TCAG mmﬁqmﬁ%nnmm CCACGGTACCGTTGCCCATGCG GGG ATT TGTGCAGAGCTATGTCCCY

7 225 233 241 249 el 265 273 281 289 297 305 313 321 329
1300 ?
. />>>
0 A
STGAGG 2GCCCACCTTG GTTGATAGC GCTCTTGCCTGTG GG AGGCACATAGCCC TTGATGATGATGGTTCTTCG AGCTGTGAGCCCTCCTTG CAGCCTCCCG TATG(
337 345 353 361 369 377 385 393 401 409 417 425 433 441
1300
650
O A A A —
sCAECAGGCGGGTTG GGTTGGGGGTCCTTCCATGGTGGGCAGGCTGTTCAGCTGTTGATG GC TGTCCGGGACCAGGG T GGTGGCATCATCGGGGGTCCCTGGGGCCGC
449 457 465 473 481 489 497 505 533 524, 529 537 545 553
Ncol
1300
- é%%%é?%?%?ﬁgégég
32GGGGCTGGCCTCCG ATG GTTGATTGATTG GTTGCAG ATCECCATCCACTTGCAGGTGGGE TGACCATCTGTAG GSG GCCGEGGTGLCCCGETACTLCAT GGGAT
561 569 573 585 593 601 609 617 625 633 641 649 657 665
1300

L L o o A
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Appliea

H 04220_13755_AB6A4_pTrcHis-R_F08_17 Inst Model/Name 3500/3500 Instrument
Biosystems 04220_13755_AB6A4_pTrcHis-R Jan 12,2016 02:02PM, JST
S/N G:188 A:167 T:187 C:211 KB_3500_POP7_BDTv3.mob Jan 12,2016 02:28PM, JST
KB.bcp Pts 1659 to 12731 Pk1 Loc:1636 Spacing:11.01 Pts/Panel1350
KB 1.4.1.8 Cap:17 Version 6.0 HiSQV Bases: 932 Plate Name: 20160112_bank
TPE GATTTAC CAC EAQCT FETACLE CTEA GCGNGE AR TATE GACCAGCTC GGEEECACCET I IT GAAGGE CATGOTEET TR CE TCTECTCE & TEC GEC
673 651 689 697 705 713 721 729 737 745 753 761 769

CTTCCE GCLUC T C CGTGTTG GACCACCTTG TCECCAGCCGTCRAI cCCcCGCG G o i i GTGG GGCGACG TCTG G CCC GG TCCTGE CC o
777 785 73 801 809 817 825 833 841 849 857 865
1300 Gamtl.
650
0
C ? G TTCAC G "0 cE G TT C "¢ TGCTCGCTGG CCACTCECC TTGG e T 184 G [ L S e (el 1] G CCC G C
873 wm\p\_ 889 897 905 913 937 953
1300 N,
€50 « %0y
1
0 el ool PO .G e VYD e vl
GG CTEGE T g T G C G EEGE TEEC G € T & T GG T GG G C T GG T G ECE 6 TG € B6BE & (2} T G CcCC i i S
961 969 977 985 993 1001 1009 1017
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AppIEea

1 e . 04220_13755_A6A4_pGEX-R_G08_20 Inst Model/Name 3500/3500 Instrument
Y 04220_13755_AB6A4_pGEX-R Jan 12,2016 02:02PM, JST

SIN G:1208 A:1130 T:1110 C:142 primer name - : pGEX-R KB_3500_POP7_BDTv3.mob Jan 12,2016 02:28PM, JST
KB.bcp _ , Pts 1687 to 12578 Pk1 Loc:1664 Spacing:10.92 Pts/Panel1350
KB1.418 Cap:20 5-CCGGGAGCTGCATGTGTCAGAGG-3"  y/orgion 6.0 HiSQV Bases: 893 Plate Name: 20160112_bank
TTGCATT G CGCG C GCAGCAG fTC T TGCGECGE CELTE GG CG GCG GCATG CATT TRACEGTTG ACACCATLCG TGGTGC CCTTTCGCGGTATGG CATY

10 19 28 37 46 55 64 23 82 91 100

/ AVY
X
3 TLGCGCCCGG G AG AGTC TTCAGGGTGGTG .QOHGV CCAGT CETTATACGATG TCGLAGAG TATGLECG G TG TETCT TATCAS ACCE TTTCLCCEGEG TGE TG |
109 118 127 136 145 154 163 172 181 190 19¢ 208 21
1350 , (ac L
675 » »
CCAGGCCAGCCACG T TTCTSGEG CGC GGG GTGG GCGGCG "TGGCGG AGCTG TEAC ATTE CC CLCGCGTGGCAC {7 CTGGCGGGC CAGTCGT T4
7 226 235 244 253 262 Z71l 280 289 298 307 316 325
1350
O e
CTGATTGGCGTTGCCACCTCCAG TETG BCCCTEC OOOOOODHODD TTGTCGC GGCG ATT TCTCGEGCLTGE ATE CTGGGTGCCAGCGTGGTGGTGTCGATGGTAG
334 343 352 361 370 379 388 397 406 415 424 433 442
1350
675 »
0 ‘ AV ) ey V) A
CG GC GGCGTCG GCCTGT GCGGCGGTGC AC T ETT'ETEGCE GE CGCGTCAGTGGGCTGATCATT CTATCCGCTGGATGACCAGGATGCCATTGCTGTGG Gt
451 460 469 478 487 496 505 514 523 532 541 550
MAuT
1350

o \ et on e e el o e

CTGCLTGCACT TETTECE GIGCE TTATTTCTT G ATGT ELCTGAC CAG ACAC CCAT T CAET ATTHET T'TIETCCeHs TG GACGGTACGCGACTG GG LETGGAGCATCT

559 568 577 586 595 604 513 622 631 640 649 658
1350

éifézgzg%? MO0 Ml e ol
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Appnea

Biosystems 04220_13755_ABA4_pGEX-R_G08_20 Inst Model/Name 3500/3500 Instrument
04220_13755_A6A4_pGEX-R Jan 12,2016 02:02PM, JST
S/N G:1208 A:1130 T:1110 C:1423 KB_3500_POP7_BDTv3.mob Jan 12,2016 02:28PM, JST
KB.bcp Pts 1687 to 12578 Pk1 Loc:1664 Spacing:10.92 Pts/Panel1350
KB 1.4.1.8 Cap:20 Version 6.0 HiSQV Bases: 893 . Plate Name: 20160112_bank
GETCGCATT GGG TCADCAGCARAATCGEGL TG TTAGCC GGG CECATTAAG TTICTGTCICGGEEEGTCTIECGTICTGECTGECTGEGCAT Ta TED caCT BEE T
667 676 685 694 703 712 TET 730 739 748 757 766
?QPH
1350
675
0 i
c TTCAGCCGATAGCGG ol el e GGG G AR TE6 KGTE G ATE TELGEe TTTITCAAL COCATGC TG C TG TGA GGG CATCGE TTCCEACGT
175 784 793 802 811 820 829 838 847 856 €
1350
675
0
GECATECTEE TTGGE 6 ATCACATEE CCETIGEE BT TECG CGCCATPACC G AG TCCE GGG € TG CG £ 6 TITEEE TH C EG
165 874 892 901 910 919 937
1350
675
0 ® J
€ Gt TAE T:€ @ TAEE AL € AT ACEC § G ACAG C TCATG T T T & CEhE &e ec T & & BAT €
955 1000
1350
675
0
1350
615
0
B e G
1072
1350
675
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