=] Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : pHisGST CKI delta

il
@ Clone ID . RDB _ 15964
® Lot - 15964 _ASEh
@® DNA Concentration . 25 nanogram/microliter
@® Volume . 40 microliter
® Form s DNA solution in TE buffer
@ Host 2 DH5 alpha
@ Culture ; LB medium
@ Antibiotics 3 25 microgram/ml kanamycin
@ Purification ) QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme

2-Log DNA Ladder 15964 E!
(NEB#N3200L), &
250 ng/well = B =

3 2 % 2

[ —_ 0 —1

5 T X E

Erectrophoresis : 100  nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
HIndIll ; 6.9 kbp
Xbal : 6.9 kbp
Hindill+Xbal : 6.0, 0.9 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 flori_R3 Sequence — F =
Sequence — C GST-N_rev Sequence - G - >
Sequence - D = Sequence — H = ;'
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» Applied

W_Om<m.n03m D05351A1_ABEh_1_GST-M_F_A07_01_ABI24 Inst Model/Name 3500/3500 Instrument
SINGA36AS0TA09CA32  rimername A @ GST-M_F o%%WM%mM%%WHw%Mﬁmcm ”__“” mm,.wm“m wmwwwwﬂ“ MM
k31416 capi 5 ATATTAGATACGGTGTTTCGI  Vesioncd HoQVBases 955 Pt Name: 20160605 ki
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") Applied

=\ Bi osystems D05351A1_ABEh_1_GST-M_F_AQ7_01_ABI24 Inst Model/Name 3500/3500 Instrument
D D05351A1_A8Eh_1_GST-M_F Jun 05,2018 09:59AM, JST
SIN G:136 A:150 T:109 C:132 KB_3500_POP7_BDTv3.mob Jun 05,2018 10:27AM, JST
KB.bcp Pts 1524 to 12544 Pk1 Loc:1501 Spacing:11.25 Pts/Panel1350
KB 1.4.1.8 Cap:1 Version 6.0 HiSQV Bases: 956 Plate Name: 20180605 kitaku
B CEGTTET 6T TEETIECT GRAE T TGATARGTCE TATIGAGTACATTCAT TC GAAGAAT TT TATCCALCG AG ATCGT GARGC CAGATAAC T'TE CTCA TG
676 €85 694 703 712 721 730 739 748 757 766 775
1290
el oo
o {0 AW e s Ml MO
CEECTE g6 G GGECAACEC TGGTCTACATCATIGAC T TTGEGEC TG OCAAG AAGTATCG GG ATGEACG CACCCACCAGEATATECCC TATCG AG 2
784 793 802 811 820 829 838 847 856 865 874
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G C GAACCTCACAGGE ACAGCCACG CTATBEETCEATE CACE EACCTTEE € q,nm\_.o AT @ TR G EEE A2 G g
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» Applied

ABEh 1 f1ori-R3 B0O7 04 ABI24 Inst Model/Name 3500/3500 Instrument
' Biosystems CEReRAY ke e e
y D05351A1_A8Eh_1_f1ori-R3 Jun 05,2018 09:59AM, JST
S/N G:141 A:154 T:129 C:156 UJ:._Q.. name m i O_.mlmw KB_3500_POP7_BDTv3.mob Jun 05,2018 10:27AM, JST
KB.bcp i i Pts 1489 to 12574 Pk1 Loc:1466 Spacing:11.15 Pts/Panel1350
KB1.4.1.8 Cap4 5-TIAATGCGCOGCTACAGGEL:S Version 6.0 HiSQV Bases: 962 Plate Name: 20180605 kitaku
C6-(C ATGCCTC GG /7TAG TT CTCC T TT(AGC "CCCCTCFAG ACCCG TTIAG AGGCCCCAAGGGG TTATGC TAQ T TATTGC TCAGCGGTGGCAGCAGCCAAC TC
1 19 28 37 46 55 64 73 g2 91 100 109
| o T7
torminofor
1314 ‘
0 ' /
o SCTTCCTT TCGGGCTTTGTTAGCAGCCGGATCTCAGTGGTGGTGGTGGTGGTGLTCG AglrTalrT TG GCATGTTCCAGTCGAACACATAGTCGTAGGAGAAGCCTTGGCG
118 127 136 145 154 Hmm\rq. Sthf2 181 190 199 208 217
o CkT delto, [-29%aa M- 027874 2
1314 (€15 --~/205)
657
TGGAACAGAT TTCTGAAGAGCTGTC TCAGGTAGGAGTAGTCAGGETTTGTCATC CGTAAGGAACGGCAGAAATTCAGGTATGTGGC TTCAGAAGG ATAGCCCTTGCAC
226 235 244 253 262 271 280 289 298 307 316 325 33¢
1314

o | | | )

GCACTTC TGEGCGAGTGEACATC TTCT TC TCACTGATCCTCTCATACTTC TGECTC TTGGEGTGGECGGCETTCAGCCCCTGCCAGGGGAGAGAGECCAGLETTG GTACATCAGC

1 343 352 361 370 379 388 397 406 415 424 433 442

1314

657 »

0 _ A ] NV
CGTACCCCAGAGACTCC GTEATCCET TCGAGATTGTTE TBE C GG TGCGEG TG TTGATGGAGGCATAGCGTGC TG TCCC TG TGAGGTITCT TGTTCTCTCGATAGGG GAT
451 460 469 478 487 496 505 514 ha3 532 541 550 558

1314

657

0 v VYUYW SV / /\ \ »» [\ [\
ATGCTGGTGGGTGCGTGCATCCCGATACTTCTTGGCCAGCC C! GTC PGATGEGTAG ACCAGGTTGECGTTICTTTE CCAGCEC EATGE AG G GTTATCTGGETTEACAT

568 LS e 586 595 604 613 622 631 640 649 658 667
1314
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7 Applied

2w Y:FH 1A1_A8Eh_1_f1ori-R3_B07_04_ABI24 Inst Model/Name 3500/3500 Instrument
£ Biosystems CIOBRG1A1_ABEN. 1 _B07._04_
y D05351A1_A8Eh_1_f1ori-R3 Jun 05,2018 09:59AM, JST
SIN G:141 A:154 T:129 C:156 KB_3500_POP7_BDTv3.mob Jun 05,2018 10:27AM, JST
KB.bcp Pts 1489 to 12574 Pk1 Loc:1466 Spacing:11.15 Pts/Panel1350
KB 1418 Cap4 Version 6.0 HiSQV Bases: 962 Plate Name: 20180605 kitaku
CTCGGE TG GAT TP CT T CAAT EAAT G AT CRNATACG ACTTATEAT I TE CTCAECARG CAACAL CAGTTT TEAGACT ETT CCTTE ANEAG AAETLG
676 685 §94 703 712 721 730 739 748 757 766 775
w m\m_m TIGG CGAGC T CE TC Ly
784 793 802 811 820 829 838 847 856 /| 865
A - -
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. Applied D05351A1_A8Eh_1_GST-N_rev_C07_07_ABI24 Inst Model/Name 3500/3500 Instrument

~ Bio
Bystemns D05351A1_A8Eh_1_GST-N_rev Jun 05,2018 09:59AM, JST
SIN G:250 A:233 T:194 C:233  primer name ¢ : GST-N_rev KB_3500_POP7_BDTv3.mob Jun 05,2018 10:27AM, JST
KB.bep _ _ Pts 1523 to 12582 Pk1 Loc:1500 Spacing:11.25 Pts/Panel1350
KB14.18 Cap7 5'-TCATCGCGCTCATACAAATG-3 Version 6.0 HiSQV Bases: 970 Plate Name: 20180605 kitaku
W ICT 1CAG AT T T CC AGIA GTCGAGTG GGTT GCACAAGG CCCT TAATTTTCCAATAACCTAG TAT omQQGQQn TGAGCGTGCTCATG TTTGTGATGATTGT
k, I 10 19 ﬁ 28 37 46 55 64 x . 100
| Stav
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e .» WA ,E: VAN ::5
o OO el ol i ey i L) 'l Y N AN YV VAN WY ANV
GGATGAGATGRATCTTTGCECATGG TATATC TCCTTCTT AAC TTATTTCTAGAGGGGAATTGT T AOODOAO g TTCOQEEC TATAGTGAGTEGTATT
09 118 HN\M\ 136 145 154 163 il 172 181 190 o9 208 217
s L
‘ RBS “ lac operutor — T7 propfor
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0 A

q,ﬂmﬁmmm%ﬂmm.gjnqnm%ﬁﬁ%ﬁ%ﬂmnﬁmmﬂmnﬂnmemmnﬂmmﬂ4n.nnmmmmnﬂnmm.ﬂmﬁmm.ﬁqmn%mmnmnnﬂ4.,.ﬂﬁmnﬂmﬁu,ﬁﬂmm.Hmmmm O.H,n
226 235 244 253 262 271 280 289 298 307 3 325 3

mm_c.

o EEEEEFEEEE&EELE?E&EEEEFE?FEEEE%&EEFE%

GGGCTCGCCACTTCGGGCTCATGAGCGCTTGTTTC GGCGTG GEGTATGG TG GCAGGCCCCGTGGECCGEGGGGACTGTTGGGCGCCATCTCCTTGCATGCACCATTCCTTGC GGLG]

m 34 343 352 361 370 379 388 397 406 415 424 433 4472
ﬁ‘
| 1194
597 » » —
K V1Y
SCGGTGCTC! CGGCCTC CCTACTACTGGGCTGCTTCCTAATGCAGGAGTCGCAT GGGAGAGCGTCG AGATCCC GIGACACCATCG TGGCGCA!: CCTTTCGCGGTA
[ 451 460 469 478 487 496 505 514 BZ3 532 541 550 554

| — lacl promoter

=7 i _ %@%@é@%é%

TGGCATGATAGCGCCCGGAAGAGAGTCARATTCAGGGTGGTS ﬂ@ AARCCAGT CGT TATACGATGEGTCEGCAGAGTATGCCGGTETC TCTTAT CAGACCGEGT TTCCCGC
L 568 a7 586 295 noum\mul\ 613 622 631 640 649 658 667

[acT

- g/\g%g;g;% A WA A AN VTN IV Y

Printed on: Tue Jun 05,2018 01:08PM, JST Electropherogram Data Page 1 of 2




» Applied

) Biosystems D05351A1_A8Eh_1_GST-N_rev_C07_07_ABI24 Inst Model/Name 3500/3500 Instrument
D05351A1_ABEh_1_GST-N_rev Jun 05,2018 09:59AM, JST

S/N G:250 A:233 T:194 C:233 KB_3500_POP7_BDTv3.mob Jun 05,2018 10:27AM, JST
KB.bcp Pts 1523 to 12582 Pk1 Loc:1500 Spacing:11.25 Pts/Panel1350
KB14.18 Cap?7 Version 6.0 HiSQV Bases: 970 Plate Name: 20180605 kitaku
GTGGT GAACCAGGREAGCEACGET BT CTGLE RAAACEBE GGE ZNGTGGAAGCGGCGATGGCGGAGC TGAAT TACAT TCCCAACCGCGTGGCACAACARACTG GC GG

676 685 694 703 712 721 730 739 748 757 766 77!

GC BA GTE 6THGE TE AT TG GEET I'G BCAL B TE CAG T TEE B'CETE CADGE B 8 B TEE BARATTE T LGE GGEE ATTARATE T BGT G 06 ATCAA L TE B
5 784 793 802 811 820 829 838 847 8586 865 874
1194
597
O wos
3TGCCAGCG TG GTGGTGTCGATGGE TAGAACG GCGGCG TCG AAGC CTGTAARARGCGGCGG TG CACRL TCTTCTCGCGC CGCGTCAG TG
883 892 501 910 919 928 937 946 955 964
1194
594
0

Om_mn%m.en.ﬂq. CTATCCGC TGG TG (9 G G TG CC oL & € T T EE pAG C TG CC TG C
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