Genome Network Project_Full —Length cDNA clone Gene Engineering DivisionRIKEN BioResource Center

RIKEN Clone ID : IRAL032B11

Vector : pPDNR-LIB

@ Plasmid DNA purification
Date : |4 l12h

Date: |4 (126

@ Digestion by restriction enzyme/Concentrarion calibration

Gene
Accession No.

Lot#: 7566_A4Ki

GNAS
BC022875.1 1385 bp 1..1385
cDS 1031 bp <1..1031

Culture : LB (25 ug/ml Chloramphenicol) 5 ml —> at 37 deg C over night

Purification : QIAGEN Miniprep kit —> dH,O 100 ul

Date : [4 (126
DNA concentration (0.D.): (60 ng/ul
DNA 0.3 ul
Enzyme (EcoRI + Xhol ) 0.5+ 0.5 ul
Buffer H 1 ul
ngO (7.7 UI
Total 10 ul

Erectrophoresis : 1% agarose gel, 1x TAE Buffer

Marker : 2-Log DNA Ladder (NEB#N3200L)
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@ Confirmation of the insertion sequence

Date: (41127

Primer A T7 long
Primer B M13 Reverse
Primer C
List of http://dna.brc.riken jp
Sequencing /en/GNPclone3en.ht
Primers

< Size of fragment expected from IRALO32B11 >

EcoRI 5039 , 298 bp

Xhol 5337 bp

EcoRI + Xhol 3919bp (Vector)
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1120, 298 bp

@ Adjust plasmid DNA solution to 25 ng/ul

Date: 4112

DNA (|50 ng/ul) PL.0

10x TE 5.4 ul

dH,0 378.¢ ul

Total 51 o ul
Shipping

Conc. : 25 ng/ u Q,

Volume : 40 U '}
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APPROVED BY :

http://dna.brc.rikenjp/indexhtml



pplied

IRAL032B11_A4Ki_11_T7long_A02_02 Inst Model/Name 3500/3500 Instrument
Blosystems IRALO32B11_A4Ki_11_T7long Nov 27,2014 02:16PM, JST
SIN G122 A126 T:92 C' ppimer A T7 long KB_3500_POP7_BDTv3.mob Nov 27,2014 02:42PM, JST
KB.bcp Pts 1419 to 13170 Pk1 Loc:1396 Spacing:11.51 Pts/Panel1350
KB1.4.18 Cap:2 5 CGCCAAGCTCTAATACGACTCACTATAGGG 3°  version 5.4 HiSQV Bases: 1011 Plate Name: 20141127_mix
(TG C (CCG CG(eC G CCG C GiCCG AGCGCAGCG AGTCAG TG AGCGCGAGGAAGCGGCCGCAT CTTCGTATAGCATACATTATACG GTTATCAGTCGACGG TACCG G AC
1 s 21 31 41 51 61 i 81 91 101 117
Not1 Loxp sl kenl
1212
606
0 e 00 RN el . W W A / [\ \l
T TGCCCGGQ TTCGGCCATTACGGCCISGGG GGCCACGCACCGCCTGCTGCTGLCTGGGTGCTGG AG TCTGGT GCACCATTGTG GCAGATGAGGATCCTGCAT
Nde 1 12;1 EcoRT 131 141 151 161 171 181 191 201 211 221
'M
| 1212 Veetor | Bc022875 1(1~D
imsert
WVV\/WV\WWVW\AMVWMW
0 |
GTT TGGGTTT TGGAGATGAG GGCAT NAGTGCAGGACATC CAACCTG GAGCCGATTGAAACCATTGTGGCCGCCATG AGC CCTGGTGCCECCCLGTG
231 241 251 261 271 281 291 301 311 321 331
1212
il l““” \ l “l hu Hh lﬂ“ﬂll M hmml
o AT U A A A A A AR A I A VAR WA AN by WY
GAGCTGGCC CCCCGAG CCAGTTCAGAGTGGACTACATTCTGAGTGTGATG CGTGCCTGACTTTGACTTCCCTCCCG TTCIATGAGCATGCC GGCTCTGTGGG A(
341 351 36l 3L 381 391 401 411 421 431 441 451

1212

= ool

iIGATG GGAGTGC GTECCTGCTACG CGCTCCGACGAGTACCAGCTGATTGACTGTGCCCAGTACTTCCTGGAC GATCGACGTGATC GCAGGCTGACTATGTGCCGA

461 471 481 491 501 511 B2 531 541 51 561
1] &
f\ I\ WVW\[\AM\AMMV\/\/MMMMMWWW
0 ‘ _ W
GCGATEAS CARCTGET TE GCTHEE B TGEGICETGAC TTETGEE TETTTGAGAGCE GTTCCAGGTGGAC CTTCCACATGTTTGACGTGGGTGGCCAGCGCGAT
571 581 591 601 611 621 631 641 651 661 671
1212

) MN\/\&\/\N\NVMMM&MWW“WJ&WWM“”M@M&MMWW%
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BIgS)I(ISet%mS IRALO32B11_A4Ki_11_T7long_A02_02 Inst Model/Name 3500/3500 Instrument
IRALO32B11_AdKi_11_T7long Nov 27,2014 02:16PM, JST
SIN G:122 A:126 T:92 C:127 KB_3500_POP7_BDTv3.mob Nov 27,2014 02:42PM, JST
KB.bcp Pts 1419 to 13170 Pk1 Loc:1396 Spacing:11.51 Pts/Panel1350
KB1.4.1.8 Cap:2 Version 5.4 HiSQV Bases: 1011 Plate Name: 20141127_mix
G EGEEEGEE GTGGATCCAGTGCETTC CGATGTGACTGCCATCATCT TCGTGGTGGCCAGCAGCAGCTAC CATGGTCATCCGGG AGG AC CCAG ACC CCGC
681 691 701 71T 721 731 741 5L 761 i 781
1212

- [\ VMMMMMWMMVWWMMY P\dlo(){m’d o
CTGCAGGAGGCTCTG CETC T TCARGAGCATET GG ACAGATGCGEE TGCGBGEACCATC TETE TGATCCTG TTCE TLF (2 GATCTGCTCGC TGAG {

791 801 811 821 831 841 851 861 871 881

GTCCTTGCTGGGE ARATC GAAGATTGAGGACTACT T TCCAGAATTT GCTCGCTACACTACTCEC TGA CGATGCTACTCCCGAGCCCGGAGAGEACCC AQ
891 901 911 921 931 941 951 961 971 981
1212
606
0 § 23
GCETGACCC GGG (CCAAGTACT TCATTCG AGATGEAGTTITIC TG CEATCAGCAC TG CCCAGE TGG GATGEG 1CG TCAC TAC TG C TAA C
991 1001 1011 1021 1031 1041 1051 1061 107!
1212
606
0 . : >z
CC TC TTTCACEC TG CGC TG TGG CA C ITE & o T C ¢ T G 166 TG T T C £ GG BE TG & e @ TG
1 1081 1091 1101 1111 1121 1131
1212
606
0 }WW
C ol T T TeE : ¢ Ge
1141 TS5
1212
606
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pplied

BI osyst ems IRALO32B11_A4Ki_11_M13reverse_B02_05 Inst Model/Name 3500/3500 Instrument
IRALO32B11_A4Ki_11_M13reverse Nov 27,2014 02:16PM, JST
SIN G:97 A:94 T:96 C:91 , _ KB_3500_POP7_BDTv3.mob Nov 27,2014 02:42PM, JST
KB.bcp Friair B “118 Bewetse Pts 1360 to 13025 Pk1 Loc:1337 Spacing:11.53 Pts/Panel1350
KB 1.4.1.8 Caph5 5 AAACAGCTATGACCATGTTCA 3 Version 5.4 HiSQV Bases: 914 Plate Name: 20141127_mix
G G CGEGCELCEW CG TG GTCT G7 \CGETTECTLE GAG B GCEGAGGCGECUGIACATGITTIT T TITTTTT TTITT TTTT TTTTITT ITTGT GC'T GCAC CAC TARTTTAT
1 11 A1) Hind Xh 41 51 L 61 71 81 91 101
Xba Hiad Aol BC022.875.1 ( ~ 1385)
insert
X . A AN
TrTCATT TG T T T T T IATT T CAT T IATET GT T TGC TEE TG TGTTTTA TETATETTT TACTEG CTGAGCAGGEE ARCT T T TGT GEGEECTIT TTTCE TTITITCT GTAGGE.CBE E
111 121 131 141 151 161 171 181 191 201 211 221
1098
sl A A
0 ‘&A “ MR “ A A ) A “ALAA 'u A AA.AM
TT GCTTITCTAAARATTTEG EATCT GCTGAAGGGA S GGGGGTTTCGCA! ATCACTCGGGGG GGG GETTGETT ITGTT TCATGCCCTATGGTGGGTGAT
231 241 251 261 271 281 291 301 311 321 331
1098
o Aol Al ol
o AW A LAV AR AL D AN A A
4y TGO TG ] TTACGTTTCACTTTT A\TTGTGE TT GEETTT T TTTGGGGGTTCCCTTCTTAAAGCAGCTCGTACTGACG GGTGCATGCGCTG T
341 351 361 371 381 391 401 111 1+ 4§ 421 431 141
1098
ot ol
0 A A&A!;.MAM A.AA“ .IA‘-.-—A A A MA.ALA; Ah AR AA.“L N A L.A.h.AA-I\MALA“.AMA-AA ALALAN AM..AA.A A
GATGTCACGGCAGTCGTTG CACACGGCGGATGTTCTCAGTGTCCACAGCGCAGGTG TGAGGGTAGCAGTAGTGACGCCCATCTCCACTGGCAGTGC TGATCCTCAG!
451 461 471 481 491 501 511 521 531 541 551 561
1098
o A W A AAAMAAAM‘ W WAV A a AALM“ AT A‘ AA J AL‘
CTGATCTCG TG GTACTTGGCCCGGGTCACGCGTGGGTCCTCTCCGGGCTCGGGAGTAGCATCCTCAGGAGTAGTG GCGAGC GG GT T CTE]
571 581 581 601 611 621 631 641 651 6l 671
1098

549
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Applied

Y Biosystems IRAL0O32B11_A4Ki_11_M13reverse_B02_05 Inst Model/Name 3500/3500 Instrument
IRALO32B11_A4Ki_11_M13reverse Nov 27,2014 02:16PM, JST
S/N G:97 A:94 T:96 C:91 KB_3500_POP7_BDTv3.mob Nov 27,2014 02:42PM, JST
KB.bcp Pts 1360 to 13025 Pk1 Loc:1337 Spacing:11.53 Pts/Panel1350
KB 1.4.1.8 Caps5 Version 5.4 HiSQV Bases: 914 Plate Name: 20141127 _mix
TCTTCGATTTCCCAGCAAGG ACTTTCTCAGCGAGCAGATCTTGCT TGT TGAGGAACAGGATCACAGAGATGGTGCGCAGCCATCTGTTGTTCCAGATGCTCT TG
681 691 701 711 T2 731 741 751 761 )

Do WM e ABA A WaeBa

GAGGTTCAGAGCCTCCTGCAGGC GG TTGGTCTGGTTGTC CTCCCEGATGACCATGTIGTAGCTGCTGC TG GCCACCACGAAGATGEATEEGCAGT CACRATCGTTG
781 791 801 811 321 831 841 851 861 871 881

Fa =t _,‘ - s ,
GCACTG G ATCCAC TTGC GGCGEITICATC GC 6 CTEEG GACCCACGT CHTG TGG GTTGACTTTGTCCACC TCEG 2A CTTCGGETCTC AAAGA 1T
891 901 911 921 931 941 951 961 971 981
1098
549
0 - :
CCAGAAAG TCA G ACAC GGC AGECG AGCAA G T C 1TG ATCGC TCGEG CAGATAGS TCAG (€ TGCC TG ATCAC G TCG ATCEC TG T C ¢
991 1001 1011 1021 1031 1041 1051 1061

1088
549
0 —— e s
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