Gene Engineering Division
RIKEN BioResource Research Center

P. RIKEN DNA BANK clone name : pKM2L-phPGHS2(2)

@ Clone ID . RDB _05504

® Lot . 05504 _A9Ap

@® DNA Concentration . 25 nanogram/ microliter

@ Volume : 40 microliter

@ Form - DNA solution in TE buffer

@ Host : DH5 alpha

@ Culture . LB medium

@ Antibiotics . 25 microgram/ml kanamycin

@ Purification i QIAGEN QIAprep Spin Miniprep kit

@ Digestion by restriction enzyme
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Erectrophoresis : 100 nanogram DNA per lane ; 1% agarose gel , 1 x TAE Buffer
Restriction enzyme Expected size of fragment
EcoRI : 5.1 kbp
Bglll . 5:1 kbp
EcoRI+Bglll : 42,09 kbp
kbp
kbp

@ Confirmation of the insertion sequence

Sequence name Primer name Sequence name Primer name
Sequence — A M13_-40 Sequence — E -
Sequence — B phRLRZprimer Sequence — F -
Sequence — C pAxCALNLF1 Sequence — G -
Sequence — D = Sequence — H =

APPROVED BY :
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Applied

Bi osystems 05504_05504_A9Ap_3_M13_-40_CO01_03_ABIO8 Inst Model/Name 3500/3500 Instrument
05504_05504_A9Ap_3_M13_-40 Jan 31,2019 09:49AM, JST
S/IN G:10 A:12 T:13 C:13 primer name A :M13_-40 KB_3500_POP7_BDTv3.mob Jan 31,2019 10:17AM, JST
KB.bcp ' Pts 1464 to 15403 Pk1 Loc:1441 Spacing:13.27 Pts/Panel1350
- TC CGTTGTA-3 . .
KB 1.4.1.8 Cap:3 §-BTTTTOECAGTEARGA Version 6.0 HiSQV Bases: 890 Plate Name: 20190131_mix
CCGLGLCAZG (GC GC TTGCATGC CTGCAGGT CAT TTARATAG GGARTAACAG GGTAATGATT GATCTCGAGCTCTAAGCTTCACATATGCAT GCACT B Teclor 6ot BT T
i 22 29 36 43 50 57 7 78 5 (92 99 10 113
Potl Pyl Xhol st Minll NI Spel
1246 3
0 [\ Vi _ VYT
GTCCATCAGAAGGCAGGAAACTT TATATT GGT GACCCGTGGAGC TCACAT TAACTAT TTACAGGGTAACT GC TTAGGACCAGTATTATGAGGAGAATTTACCT TTCCCGECTCT
120 127 <134 141 148 155 162g,, T 169 176 183 190 197 204 211 218 225 2
1246 |- Ne_ooeDol, (1, (84687307
) \
CTTTECAAG CALGGAGGGGGTGAAGGTACGG AGAACAGTATTTCTTCT GTTG c ¢T TAGCTAC AATTACAGCTATGTACACTG AAGGT s bl
32 239 246 253 260 267 274 281 288 295 302 309 316 323 330 337 344
1246
0 A
T'CCAC TAAGAGCTTTTT TE AGCTATGTATGTATGTGC TGCATATAG AGCAGATATACAGEC T TTALGCGTCGTCACT ; I CATGTCAGCCTT TCTT
351 358 365 372 379 386 393 400 407 414 421 428 435 442 449 456
1246
i WAL il
CCTTACTCECCCCAG TETGTCCEGACETG A TTECTECGACCCTET EAC GTACA G ACCA GA CACGEE CGGLGECEEE GGEAG AGEGEGATTCCCTGCGL CCCE CG GACE TCAY
463 470 477 484 491 498 505 512 519 526 533 540 547 554 561 568
1246
623
0 ».— » _ A
~GGCCGCTCAGAT TCC TG GAGAGGARGCCAAGT GTCCTTCTGCCCTCCECCGGTATCCCA TCCAAGGE GATCASTCCAGAACTGGCTCTCG GAAGCGLETCGGGE GACT GCG
575 582 589 596 603 610 617 624 631 638 645 652 659 566 673 580
1246
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Applied

Biosystems 05504_05504_A9Ap_3_M13_-40_C01_03_ABIO8 Inst Model/Name 3500/3500 Instrument

05504_05504_A9Ap_3_M13_-40 Jan 31,2019 09:49AM, JST
S/N G:10 A:12 T:13 C:13 KB_3500_POP7_BDTv3.mob Jan 31,2019 10:17AM, JST
KB.hcp Pts 1464 to 15403 Pk1 Loc:1441 Spacing:13.27 Pts/Panel1350
KB 1.4.1.8 Cap:3 Version 6.0 HiSQV Bases: 890 Plate Name: 20190131_mix
7 GA RG GACATCTGGCGEG CCTGTGC GCCTGGGGC GGTGGAACTCG GGG AG GAGAGGG AG GG ATC AG ACA GGJAGAGTGGGGACTACCCCCTCT GCTCCCAARETT GG GGCA

687 694 701 708 715 722 729 736 . 743 750 737 /764 771 778 785 792 729

e
1246 \M\\mmeb\_
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o MMy o) 0 . , . ;
GETTCCTEEETT ICE (EATT TTET CATT TECC ETGEET CCCTGCCCCCACCGGGC TTACGCAATTTTITTI GGGGCAGACGAGGG ATTTGTGG GG GET nm.

806 813 820 827 834 841 848 855 862 869 876 883 890 897 904 911
1246
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Applied 05504_05504_A9Ap_3_phRLR2_D01_04_ABIO8 Inst Model/Name 3500/3500 Instrument

Bio
systems 05504_05504_A9Ap_3_phRLR2 Jan 31,2019 09:49AM, JST
SING:11 A:12T:11 C:14 primer name W phRLR2 KB_3500_POP7_BDTv3.mob Jan 31,2019 10:17AM, JST
KB.bcp . Pts 1429 to 15439 Pk1 Loc:1406 Spacing:13.23 Pts/Panel1350
: CGC3
KB14.18 Cap#4 5'CCAATAGGTGCCTATCAGAAA Version 6.0 HiSQV Bases: 1053 Plate Name: 20190131_mix
[ CI1AC (CCIT17(GG (oAT G 7C /A GC CC:GUTT ICI1ATTG GTCTCCT LA CE MG TCTTGTAACCT TG ATACT TACCTGCCCAGTGCC TCACG ACCAACT TCIGCAGTACCCE GG TGAL
i g1 31 61 i 81 91 101 111 121
| PsHL™! Sinal
1032 I
. _ ==» bt
: J) ) VWY A VUV YUY
TTCTACGCGICGACAGGCGACAATTGGTCIGCTAACCG AGAGAACCTTCCT TTTTATAAGACTG CCAAGECEATGTEALS TGACTGTTTCTTTCCGCCTTT TC GT
1t 151 161 171 181 191 201 211 221 i
Eefl MIuT  sall

1032 W‘_‘oﬁmM:\\,\\& 000 %63.3 c_ooeoe /. | 1866804, b
T AR e

OOOOOO C7 TTTTTCECETEC TETC CEC TT AL ATTGCGTAAGCCCGGTGGGGGCAGGGTTTTITACCCACGG AATC GG CCCAGGAAGECTGCCCC! 1
241 251 261 271 291 301 311 321 331 341

1032

. gggg@@g@@@%g@gggggzgsasagéggégggggggggagg?gggggggsgggggga

TT'EGCACCAGACEEGCGTAGTCCCCAC TC TCE TG TE T'CATCCCTCCCTC TECTCCECGAGTTCCACCGCCCCAGGE CGCACAGGTTTCECGC CAG T6TET TT TET TCITTC GEA 6T

1032
gm_:===;;=r==.::::==;=:===:==:=r===:::::{:::::;r;====:=:r=;
1032
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Applied
w_wwﬁamam

SING:11A12T:11 C:14
KB.bcp
KB 1.4.1.8 Cap4

05504_05504_A9Ap_3_phRLR2_D01_04_ABI08
05504_05504_A9Ap_3_phRLR2
KB_3500_POP7_BDTv3.mob
Pts 1429 to 15439 Pk1 Loc:1406
Version 6.0 HiSQV Bases: 1053

Inst Model/Name 3500/3500 Instrument
Jan 31,2019 09:49AM, JST

Jan 31,2019 10:17AM, JST
Spacing:13.23 Pts/Panel1350

Plate Name: 20190131_mix

GCCTGACATGTTTT
691 701

TGTTT TAGTGACGACGCTT
711 721

1032

TAGGCTGT

TATCTGC TCTATAT CCAGCACATRCATACL

731 741 751 761 Tl

TA GCTT T

CT CTTAT DITET GG TG T
781

GCTY

791 801

- g%%ﬁ%?éﬁ%ﬁé%%%ﬁ%g

CCTICAGTGTACATERGECT TTTATETT IGTAGET GTT GET TTG ATACTCTTCIEC EGTICET TRIC CER e e CT TETTT BTT GG "GGCG GG A~
811 821 831 841 851 me 871 881 891 901 911 \w
&&m%:@%
1032
y y
516
0 ; {20000 ) £ OO X0 Al YO0 . < (> 0 el i\
TH & TC CT AT T ICTGGCETC 21 GCA GTTACCC TGT TAGTTAATGTG GCTCCAC GGGGTIC?’C CAATAT GET T CCT GCCITICTGAT GGAC GG GCGGCCACT1AG
931 941 951 961 971 981 991 1001 1. 00 1021 1031 104
1032
516
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TGCA TATCT GAAGCTIT iC (CTICG GATCTT T CGATT CEC TG TTATCC TH TTT ATG CTT &C GECAT ECCAA GE TTEGE Z€T 'GGEC ICE T CET T TT BAC tGiGTCE T
1051 1061 1071 1081 1091 1101 1111 1121 131 1141 115% e
1032
516
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GACTTG G CCC TG CGCGT T CTCAAR C TT T G C TG C Oﬂ TS E € (5 T TTLELT & G CT GG C T n GC G GG CT GG
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(65 c G TG g CAg T e e & c T G T TG Tl CCG
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Applied

Bi osystems 05504_05504_A9Ap_3_pAxCALNL_F1_EO1_05_ABIO8 Inst Model/Name 3500/3500 Instrument
05504_05504_A9Ap_3_pAxCALNL_F1 Jan 31,2019 09:49AM, JST

S/NG:11A:12T:10 C:14  primer name C : pAxCALNLF1 KB_3500_POP7_BDTv3.mob Jan 31,2019 10:17AM, JST
KB.hcp - i Pts 1461 to 15335 Pk1 Loc:1438 Spacing:13.23 Pts/Panel1350
KB1.4.1.8 Cap5 2 -O>9.OO&._.._.O._.\po._}_]o._.oo.ﬁ._.qm._.OO - Version 6.0 HiSQV Bases: 1015 Plate Name: 20190131_mix
W (ACTCIATCGITTC 1T 1A TCAXCCTC TG CT C GAAGCGGCCGCT CTAG RITTACTGC TCGT TCTTCAGCACGCG CTCCACGARGCTCT TGAT GTACTTACCCAT TT CAT CT G GAGC GT

Zaﬁﬁ YbaL| 61 b 81 91 101 111
A I Rlue

\ V!

CCTCETGGET & GTGGAGGCCCTTCACCTTCACG CTCGGTGTTAGGG CTTCTIAGECICEET €5 2C TAGCGTTGG G CECCAGEGEGTCGGACTCGATG CATC
121 131 141 151 161 Il 181 163, 211 221 21

o ot >§§§g§§%§§§%§%§§§

ITTAGGCAGATCGTC GCTGGCCCG GGTAGGCGTTGTAGTTEC GG AC TET GGRACGACETLGGEECTTGCCTCCCTT CGAGAGGGATCTCGCGAGGCCAGGAGAGGGTAGG(

sttt i

S r=======;r==:=;=======;===::::==========:=r=;r:a:::

GCACCATTTITCTCGELCC TCTTC GGTCTT G AT GAGGECE CCTCOTCGAT GTCAGGEC CACTEGTCCCAGGACTCGATCACGTECCACGACACTC TCAGCATGGACGAT (

461 471 481 491 m60MMW 2l 521 831 541 ool 561
1270
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Applied

W.Omz.m.nm_.:m 05504_05504_A9Ap_3_pAxCALNL_F1_EO1_05_ABIO8 Inst Model/Name 3500/3500 Instrument
05504_05504_A9Ap_3_pAxCALNL_F1 Jan 31,2019 09:49AM, JST
SIN G:11 A:12 T:10 C:14 KB_3500_POP7_BDTv3.mob Jan 31,2019 10:17AM, JST
KB.bcp Pts 1461 to 15335 Pk1 Loc:1438 Spacing:13.23 Pts/Panel1350
KB1.4.1.8 Cap}5 Version 6.0 HiSQV Bases: 1015 Plate Name: 20190131_mix
3AGGTACTTCT A CTG ATCCAG GAGGCGATATGAGE CATTCCCGCTCTT GCCGGACTTACCCATTC CGATC AGATCAG GGATGATGCATCT AGCCACGGGCTCGATGTG FGGCAC GAC
691 701 711 721 731 741 751 761 771 781 791
1270
635
0

GTGC CT(CACAGGTACGCTGGAGGCAGCCT TAC CATGCAG TCACGGCCETTCTC GCC GTGET ICTEGG AATCATAGTA G, H_m T
801 811 821 831 841 851 861 871 881

h Rle

1270
635
0
GAGCCCICCACT GACGSBCOCAGTEBATCATGCGT T GC GITGLCTEGGEIT C GTACACECT T &G G CCA'GCGTGGCTA(CCC TA T ACTG/GTTC CT ATT :GT T S TIGCEETT
921 931 941 951 961 971 981 991 1001 1011 1021 10
1270
635
0
CTAAIT GRAACIGGG AGTGCICACCTG1G GAGA (/ GG C 2RIG TCG TGT TF G e AT EG TGC T AT CFG i -:C 2G G<T @7 TG TCTE I'TEDE EAG G
1041 1051 1061 10741 1081 1091 1101 1l 1121 1131 1.4
1270
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ol o & TT C TTGGATET C TTT Ai Ve T OET JO.HGOA. EC TTT & TALE TIT CE TIGT 2 TETGCC T cC G o CE T TC TG CA G T &
1151 1161 1171 1181 1391 1201 1211 1221 1231
1270
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g LN e DDA PR e R AR, e s0 D MSS 7o O o oo AN A et AT O sl A
C C BGG TEG ™ T 8 2 C ST BT R IE CG G g'T
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