Thermus thermophilus HB8 expression plasmid Gene Engineering Division
RIKEN BioResource Center

RIKEN Clone ID : TEx17D07 (PC011054-41) Lot# : 6078_A5Dh

Vector : pET-11a

Locus tag TTHA1054
Insert size 2502 bp
Product |DNA polymerase | |

@ Plasmid DNA purification

Date: 20(h.0u. 20 Culture : LB (100 ug/ml Ampicillin) _10 ml -> 37°C O/N

Date : 2015, 04 .21 Purification : QIAGEN Miniprep kit —> dH,O 50 ul

@ Digestion by restriction enzyme/Concentrarion calibration

Date : 201%.04.2|

DNA concentration (0.D.):__ 1717 ng/ul

< Size of fragment expected from this clone >

DNA 03w
“Enzyme (Bglll + EcoRI) 05+ 05 ul Belll ;
CBufferH el EooRl .1k
40 97 u Belll + EcoRl 5.2 (jector)

Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder

(kb)

0.1

@ Adjust plasmid DNA solution to 25 ng/ul

Date : [50424-

% Vector Size : Not aﬂoearea‘

Eﬂﬁ‘é’fﬁi of Vector - inert
junction 3 Veritied,

Thus , This dlone should work
though, Veclor maty not

be "PETIA’

@ Shipping

{ Conc.: 25 ng/ 12 Volume : 40 2

DNACULT ng/) ... 38.0..4.
JOXTE e 2620 e o s e e et
dH,0 20%.1
Total 2649.0 ul

154,24

APPROVED BY :

http://dna.brc.riken jp/index.html



Applied
Biosystems 6078_TEx17D07_A5Dh_T7long_E02_14 Inst Model/Name 3500/3500 Instrument

6078_TEx17D07_A5Dh_T7long Apr 23,2015 02:08PM, JST
SIN G:244 A:216 T:80 C:152  Pimer A T7 long KB_3500_POP7_BDTv3.mob Apr 23,2015 02:34PM, JST
KB.bcp Pts 1325 to 12604 Pk1 Loc:1302 Spacing:11.25 Pts/Panel1350
KB 1.4.1.8 Cap:14 5 CGCCAAGCTCTAATACGACTCACTATAGGG 3 Version6.0 HiSQV Bases: 934 Plate Name: 20150423 _mix

CGGG TTTCCC TC TAG T TTTGTTTEAGTT GRAGGAGFT ATAC ___EG GGCGATECTTCCGCTCTTTG g ole GGCCGUOGTCCTCCTGGETGGACH
1 10 Xba I° 28 37 46 NMelfs M 64 73 82 100
Veclor | MSert TTHAI054 (L~ D

| 1366

% A 00k mwv\ww/v\l\mf\/w

GC CACCACE TG GCCTACCEGCACET TET T CECCCTG GGGCCTCACCACG GCCGGGGCG CCGGTG CAGGCGGTCTACGGCTTCGCC GAGCCTCC TC GGCCCTG
9 118 127 136 145 154 163 172 181 190 198 208 217

1300

. thmﬂhHhummuhnhllm“dhm oot

GAGG AC GGG TAC GGCCGTETTCGTGGTCTTTGACGCC GGLCCCCCTCCTTCCGLCCACGAGGCCTACG AGGCCTAC GGCGGGGAGGEGCCCCGACCCCCGAGGACTTCCCC
226 235 244 293 262 271 280 289 298 307 316 325 334

1.300

ot nmmnnlnmhlhm

CGECAGE TCGCCC TCATC GG AGCTGGTGGACCTCCTGGGGTTTACCCGCCTCEAGEGTCCCCGGC TACGAGGCGG ACGACGTTCTCGCCACCCTGGCC G GGC GG
343 352 361 370 38 388 387 406 415 424 433 442

1300

= o A o

GAGGGGTACGAGGTGCGCATCLCTEACCGCCGACCGELGE ACCTCTACC CTEGTETCCGACCGEGTEGECGTCCTCCAD CCEGAGA GECACCTCATCAC CCEGGAGTGGET TT
51 460 469 478 487 496 505 514 523 Soe 541 550 559

1300

7 Nt o AR N oWttt st I.MM el a1

GGCCTCAGGCCGGAGCAGTGGEGTGGACTTCCGE GCCC TCGTGGGGGACCCCTCCGAC CCTCCCCGGGGTC GGGCATCGG GG AG GACCGCECY
57 586 595 604 613 622 631 640 649 658 667

GGG

1300

A‘“MMME&»MNA&MNWWWMMPMWM\& P Wi ) W gy
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g}g%‘,‘ﬁ%ms 6078_TEx17D07_A5Dh_T7long_E02_14 Inst Model/Name 3500/3500 Instrument
6078_TEx17D07_A5Dh_T7long Apr 23,2015 02:08PM, JST
SIN G:244 A:216 T:80 C:152 KB_3500_POP7_BDTv3.mob Apr 23,2015 02:34PM, JST
KB.bcp Pts 1325 to 12604 Pk1 Loc:1302 Spacing:11.25 Pts/Panel1350
KB 1418 Cap:14 Version 6.0 HiSQV Bases: 934 Plate Name: 20150423_mix
E & GC TE ETE GG GTGGGG GE GT GG CCTCETCAAG CCTGGACCGGGT GCCAG CGTCCGGGAG GATC GGCCCACCTGG GACECTQ
676 685 694 703 TL2 T21 730 739 748 15 766 T8
1300
e e A AN A A P MM%”M\@L\%OO@MM\ Wil
CGGCTCTECTTG GAGCTCTCLCCEGGTGC GEACCE CCTECCEEL TCE AGETE GACC TCGECCACGGGEEEGGEAGECEBGAEBCE GGAGBGE QT GEGEERTE ET
784 793 802 811 820 829 838 847 856 865 874
1300
650
aumm:xwmm;«sdwmxmwmm
GAGGCTGG GTTCGGCAGEE T CE TCC CG CGTTEG S EC TEC TEG G ECE GCE G EECCE B 'TEEG CECCECE T EBGE EEBE B G CC 666 GG
883 892 901 910 919 928 937 946 955 964 97
1300
650
GZ CEPTITEG T EBEECTITE G TOE T8 T e G ECoeE & G CC TG TGG G C GG G @ T : G t & T 56 ™ G C TG CC GG [ G c
13 982 591 1000 1009 1018 1027 1036

1300

650

0 e ey _
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N\ APplied 6078_TEx17D07_A5Dh_T7terminator_B12_06 Inst Model/Name 3500/3500 Instrument

= Biosystems
y 6078_TEx17D07_AS5Dh_T7terminator Apr 22,2015 09;45AM, JST
S/N G:399 A:264 T:211 C:361 y . . KB_3500_POP7_BDTv3.mob Apr 22,2015 10:11AM, JST
Primer B : T7 terminator .
KB.bcp Pts 1342 to 13038 Pk1 Loc:1319 Spacing:11.55 Pts/Panel1350
KB1.4.18 Cap#6 ‘ 5 GCTAGTTATTGCTCAGCGG 3 Version 6.0 HiSQV Bases: 1015 Plate Name: 20150422_MGE
‘ GA cag cG'TelTrT06 GGC TTTE TTAGCAGC CG GATCCTC TAG AGTEGAGGTE ECGECCEE TE GAACCCAG GG CCTGGAAGCCTTCACCLGCACCT T TG EGET
1 10 19 28 BamH 7 46 55 64 73 82 91 100 109
—t .
‘ 1040 \/ec’for imsert,
520 \ ‘ ‘
0 .’r INGD) Al A ‘
GGCCTCCTGGTAGGCCCAG AGGGC GT TCCCC TG G AGGCGTTTCTGAG GG ACAACCCCTTGAACTTCCTCT CEGEAG GECCOL e TARL CET TEE CGE GCCAGT
118 127 136 145 154 163 172 181 190 199 208 1
5" TTHA 1054 (~va502)
1040 '
520 ‘ ‘
0
TCCTCCCCCATCCCCACCTCCACC TCCAGGEGCACGGCGAGGEGATAGECCTTCTCCATGGCCTCCTTGGEC GCCGECACET CETCEECTCCERCTTEBEGGEEEETE CAGE
226 235 244 253 262 271 280 289 298 307 316 325 334
1040

DRI |

GGAGCTCGTCGTGGACCTGGAGGAGCATGCGGGCCCCCATCTCCCGG *GGCGGGGG GAGCTTCACCATGGCGAGCTTCATGAGGTCGGCGGCGEGTGCCCTGGACGGGCAT

343 352 361 370 379 388 397 406 415 424 433 442 4
1040
o l l \ A
GTTG GG CECATGCGEGETCCECGGEGEETCCETE ACGCTC TTEACCEEEGEGGEGTTSG GOTCG GRBCACGTAGLCGECTTE TTCLCG CAGGETTTCCACGTAGE CCCEGETTCET ECEC
51 460 469 478 487 496 505 514 523 541 550 559
1040
S || “ I ‘ ‘ | A WV\[\/M/\WWWW
TEETER GGGTCTTTTCT TCCAGGCCCGCACCTTG GGG GCTTTGG GTAGC GCTETAT GGCCACCGLCTCCTECBGTAGGGG AT GGC GC TCCTGGGAG AGCCT
568 577 586 585 604 613 622 631 640 649 658 667

1040

oo o o
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6078_TEx17D07_AS5Dh_T7terminator_B12_06 Inst Model/Name 3500/3500 Instrument

6078_TEx17D07_A5Dh_T7terminator Apr 22,2015 09:45AM, JST
S/N G:399 A:264 T:211 C:361 KB_3500_POP7_BDTv3.mob Apr 22,2015 10:11AM, JST
KB.bcp Pts 1342 to 13038 Pk1 Loc:1319 Spacing:11.55 Pts/Panel1350
KB 1.4.1.8 Cap6 Version 6.0 HiSQV Bases: 1015 Plate Name: 20150422_MGE
TGGGCGGACATGCCGTAGAGGACGCCGAAGTTCACCGTCTTGGCCGCCCGGCGCATCAGGGGGTCCACGGCC TCCGGGGGGACGCCG ARCATCCAGCTTGCGGTCTGGG
676 685 694 703 712 721 730 739 748 757 766 775
1040
520

0 AV Y MV MW A MY Mo\ ..u

TETE GATGTC ET T.CCEL TE BT GG GACCCTGATCAGGTT ITTCGTCCCCGEGAGAGGTGGGCGAGGACGCGGAGC TCTATCTGGC TATAGTCCAGGG CCACC CGCC
784 793 802 811 B20 829 838 847 856 865 874 883

1040
520

0 100 i) ) (00 % (o) ool 8000 0000000 elo00e0t0 X0

c CCEL GCE TC GG CEALCE GGCCCGGCGGATCCTCTGGCCC GGGGGTGCGG ACGGGG ATGTTCTGC GGT TGGGGGTCG G AGCTACT GCCTEECEET

892 901 910 919 928 937 946 955 904 973 ag2 991
1040
. XA IO 00O IO 0000000 3 D0 o
0 P i) 2
GG CCGTGG CCGTCTG GITIG GC GG G TG T GGG GGC BGECECC B TCC TIC GGG TGG CG CG C TTIT G G GGGGG TCCACG T G TG TT €& TT G
1000 1009 1018 1027 1036 1045 1054 1063 1072 1081
1040
520
0
G T G TG GC TCCC GEG TG C TGG G T CG e I E CG T GG GG TG G G T B M e € & b s G G g & Te & G
1080 1099 1108 1117 1126 1135 1144
1040
520
0 T, G T T G e I T S g W i B O - U A OO S e OO L~
i CCC G CiC: &6 & EE GEE € C i)
1153 1162 1171
1040
520
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pplied 6078_TEx17D07_A5Dh_pET_check_F_HO08_23 Inst Model/Name 3500/3500 Instrument

Blosystems 6078_TEx17D07_A5Dh_pET_check_F May 08,2015 02:18PM, JST
SIN G:201 A:145 T:95 C:148 Frimer C pET- check . F KB_3500_POP7 BDTv3.mob May 08,2015 02:44PM, JST
KB.bcp 3 ) ’ Pts 1361 to 12708 Pk1 Loc:1338 Spacing:11.44 Pts/Panel1350
KB1.4.1.8 Cap:23 5 CCGCAAGGAATGGTGCATGC 3 Version 6.0 HiSQV Bases: 950 Plate Name: 20150508_GNP
G T :T G ETE G T CCGG (.CG G GG C TG CCACCA TACCCACG CCG % GCGCTCATG AGCCCG GTGGCGAGCCCGATCTTCCCCATCGGTG ATGTCGGC

19 28 37 46 55 64 a1 100

it fighd
7| O A ummlmuhunmmmumuhmmm

1148

e o
R f,;itd;'*"afngert TTHOSE (1~

1148

7 Al

GECACCACCTEGGCETACEEGCACETTETTCEGEECTG GGGCCTCACCACGAGCCGGGGLCG CCGGTGCAGGCGGTCTACGGET TCGCC GAGBGCC TCECTC GGCCCTG
334 343 352 361 370 379 388 397 406 415 424 433 442

1148

7 W l R

GGACGGGTAC GECCGEGTCTTCGTGGTCTTTGACGCC GGCCCEL TCCTTCCECCACGAGGCCTACGE AGGECTAC CGCGGEGE AGGGCCCCG ACCCCCGAGGACTTCCCC

451 460 469 478 487 496 505 514 523 532 541 550 <
1148
574
\/\/\/\/\ZVV\/VVWV\/\N\Z\/\W f\&x\/\/\/\/\f\/\/\ Wnan s s i
CGGC GCTCGCCCIC GG GCTGGTGGACCTCC TG GG GTTTACCCGCCTCGAGGTCCCCGGCTACGAGGLCGEGACG EGMTERE GCEECACE ETE L€ G GGCGG
159 568 577 586 595 604 613 622 631 640 649 658 667
| 1148
574

0 DA NN NANYMAIN AN NAAAAAAANANN AN AN IAAANAAAAANAAAN AN LA AN
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Applied

Bi osystems 6078_TEx17D07_A5Dh_pET_check_F_H08_23 Inst Model/Name 3500/3500 Instrument
6078_TEx17D07_A5Dh_pET_check_F May 08,2015 02:18PM, JST
S/N G:201 A:145 T:95 C:148 KB_3500_POP7_BDTv3.mob May 08,2015 02:44PM, JST
KB.bcp Pts 1361 to 12708 Pk1 Loc:1338 Spacing:11.44 Pts/Panel1350
KB 1418 Cap:23 Version 6.0 HiSQV Bases: 950 Plate Name: 20150508_GNP
CCAGGGGTAC GAGGTGC CGCATCCTCACCGECE ACCGCEACETC TACCAAC TCE TCTCCGACCGLEGTCGCCGTCETCCADCCCEAGGGC CACCTCATEACCCEGH
676 685 £94 703 TR 721 730 739 748 757 766 77
1148
574
0 B AT o T T Y oS a VA e T A e e eV oV e N £ 0 P N oY s S ) Ve P e T o VY o o e S S S O e o S S e VN oV SN
3AG TG GCT TTG G GAG GTAC BGRCCTCAG GOCGEARCASTCGETCEAETTCL GCUGCCCTEG TCGECEEEACCLETC CE ACAACE TECCCEGGGTE GEEGAT
5 784 793 802 811 820 829 838 847 856 865 874
1148
574
O VAN g S o S Y, PR NG SO N e el e~
CEEGBEEACAAGAC CECECE TITAALG & TIRECTC Gi@G AG TGG 66 G CGCT BT GCC T GE'T GAR CCT&G CCBGG T ¢ ¢EA G (ol el ol
883 892 901 910 919 928 937 946 955 964
1148
574
O —
GGG A G GAT e EHE B EA TE TS A GATE TT© G & TIC TEE IT B GETET EE GEE 16 € 6¢ G & g SE £ ¢ 1gE A
973 982 991 1000 1009 1018 1027 1036
1148
574
0
G A 6 T GG g 6 Pe .8 cRi T GEE B T T G €C GG C ¢ eeTE B G 6 BGE ¢ T G: £ I T €0 T
1045 1054 1063 1072 1081 1090
1148
574
0
gT 6 T GGG C 1G
1099 1108
1148
| 574

Lo
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Applied

Bi osystems 6078_TEx17D07_A5Dh_Amp_R_G08_20 Inst Model/Name 3500/3500 Instrument
Primer D 6078_TEx17D07_A5Dh_Amp_R May 08,2015 02:18PM, JST
SIN G:20 A:16 T:10 C:13 ‘ . Amp R KB_3500_POP7_BDTv3.mob May 08,2015 02:44PM, JST
KB.bcp primer name - P Pts 1457 to 12787 Pk1 Loc:1434 Spacing:11.32 Pts/Panel1350
KB 1.4.1.8 Cap:20 5 GCGACACGGAAATGTTGAATA 3 Version6.0 HiSQV Bases; 978 Plate Name: 20150508_GNP
b 84 B R 7 B LA Rl | T2T11 TG GCATTITATCAGGGT T TETRETEATG GCGGATACAT T TG TP TR G ki 2 T GGGT CGEEGCACAT TTCCC)
Al 11 ], 31 41 = 61 7 91 101 h il B
1286
“ ) L ) 1) h VY A /\M lhum oo
VAN M“‘M\ ) A“ ) d AR DANAATARRAS T | ““
CT GCCACC TG ACGTCT T T TAGGCGTATCACG AGGCCC T CG FE TR 6 G L ETCECATRET TTGAR GC

121 131 141 151 161 L7 181 8. 201

*1 1286

AhmdmuAhmuu‘humummhmmmmuummm“mmumuuumhnmuhulhum

TCATC GAT, CGCAGTCAGGCACCG TG TATG

231 Hmm 251 261 271 281 291 301 311
uummuumﬁumuumm“mudummummu,luulmmmnluummmmnmumm
. Jammumuluunmhmlmmmuhmumuulmmmmuum.humnmu
xm_mmmum mmmuhmLm‘mnuhmmm umluumunmhmmmm.mmm

TT terminator
1286

643 ’M&M\/\/\/\MM WMWMWW&WWMW oM ot W
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\pplied 6078_TEx17D07_A5Dh_Amp_R_G08_20 Inst Model/Name 3500/3500 Instrument
Biosystems
6078_TEx17D07_A5Dh_Amp_R May 08,2015 02:18PM, JST
S/IN G:20 A:16 T:10 C:13 KB_3500_POP7_BDTv3.mob May 08,2015 02:44PM, JST
KB.bcp Pts 1457 to 12787 Pk1 Loc:1434 . Spacing:11.32 Pts/Panel1350
KB1.4.1.8 Cap:20 Version 6.0 HiSQV Bases: 978 Plate Name: 20150508_GNP
CAGC AGCC CTCAGLC TTECTTICE GEGETTIG TTAGCAGECE GATC CITCTAG AGTEG .G GTC GEGLLCC C:CTC G G B GGGCCTGG G EC TTEA CC G
681 691 701 711 72HhmHL 731 741 il 7 i 781
msert
1286 \/eCEgr‘_“_ﬁ n
643
0 X X X X Y AX [
SCACCTTTG GGGCT GGE BT € T96:6T CGCCCAGAGGGCGT 1CCCC TG GAGGCGTTTCTGAG GG AC cE es TG CTTTEE: TET CGGCAGGG CCCCCC
791 801 811 821 831 841 851 861 871 881 891
1286
643
0 @MmMMMMMMQWMWmmM
ET CCCTIIG G CG G GCICA GT'C EYC CCCCCATTE: € & CETT e cCcTC (~ GGGGCEC CG G CG ~GGGGG TS ©CE TTTE TCECA TEEGE CCC TEC TIT 6.6 €8
901 911 921 931 941 951 961 971 981 991
TTHA054 ( A 2502)
1286 I 4
643
0 ; . ; =\ - ANV, - )
B CCCGE CCE PC € TECECTLEEGEGELCLEE BC GCII']GG GG GGGC CCT CCC G G GG G CCTECGCTCGBGTTGT CEGBT &6 GG GC TEECGGEGEGGE CCEETCE C
1001 1011 1021 1031 1041 1051 1061 1071 1081 1091 11
1286
643
TE TTCECEEE G GG CC G GG GGG 4G G G TVTTEE e T GG CCGC T B T ¥8T % TATG G 6T TCTCG G CECE G G CiE G
.01 2 1 1121 15131 1141 1151 L1641 1A, 1181
1286

1191 1201
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