Genome Network Project_Full —Length cDNA clone

RIKEN Clone_ ID : MO1C040M13

Vector : pPDONR221

Accession ID of Origin

@ Plasmid DNA purification

Date : 2020.12.09

Date : 2020.12.\0

Gene Engineering Division
RIKEN BioResource Research Center
Lot#: 8472 BOLS8

Gene

COL6A2
BC065509.1 3481 bp
cDS 3060 bp

@® Digestion by restriction enzyme/Concentrarion calibration
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@ Confirmation of the insertion sequence

Date : 9020,12. |

Primer A M13
Primer B T7 long
Primer C B
. . http://dna.brc.rike
List O; Sequenclng njp/en/GNPclone
rimers
3en.html

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

Purification : QIAGEN Miniprep kit —> dH,O 100 ul
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3.0 —

1o —

0.5

Date 2020. (210
DNA concentration (0.D.):__ (87 ng/ul
< Size of fragment expected from this clone >
DNA 0.5 ul
Enzyme (Hincll + EcoRV ) 0.5 + 0.5 ul Hincll 34,21 kb
Buffer H 1 ul EcoRV 5.5 kb
dH,0 75 ul Hincll + EcoRV 2.2kb (Vector) 2.1: 1.2 kb
Total 10 ul
Erectrophoresis : 1% agarose gel, 1x TAE Buffer DOO @6 (D:Marker
@):uncut
Marker : 2-Log DNA Ladder (NEB#N3200L) 3):Hincll
(kb) @:EcoRV

®:Hincll + EcoRV

@ Adjust plasmid DNA solution to 25 ng/ul

Date : 0. 12.1b

DNA ( (87 ng/ul) P60  ul
10x TE (4.3  ul
dH,0 492, 9 ul
Total (43,2, ul
@® Shipping

dConc. 25 ng/ 19,  Volume: 40 i@
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Biggylflsﬁ%m " 8472_M01C040M13_BOL8_M13(-40)_G03_21_ABI24 Inst Model/Name 3500/3500 Instrument
8472_MO01C040M13_BOL8_M13(-40) - Dec 11,2020 11:57AM, JST

SIN G195 A221 T35 C:231 i 4 0113 KB_3500_POP7_BDTv3.mob Gray line indicates quality value _ DeC 11,2020 12:13PM, JST
KB.bcp Pts 1786 to 8707 Pk1 Loc:1754 Spacing:10.26 Pts/Panel1350
KB14.1.8 Cap:21 5 GTTTTCCCAGTCACGACGTTGTA 3 Version 6.0 HiSQV Bases: 674  (QV) < 40, Plate Name: 20201211_GNP
: ACTG ATAG TGACCTG TTCG T TG CRACA v\ TTGATG AGC TGCTT’I‘T-TT‘T TGCCAACTTTG TACH

1 11 21 3t 41 LA [0 Tl gl 21 101 11

0 B L e

i AARGCRGGCTTCACCATG CTCCAGGG CACCTG CTCCG TGC TCCTGC TCTG GGG AATCCTGGC GGAC] TCCAGGCCCAGCAGCAGGAGGTCATCTCGCCGGACACT fCCG—'
T 12T 131 141 151 161 172 191 201 211 221

(5

S A

AG AGARAAC! ACTGCCCAGAGAAGACCGACTGCCCCATCCACG TGTACTTCGTGC TGGACACC TCG G AG GCGTCACCATGCAGTCCCCCACGGACATCCTGCTCT TCCACAT
241 251 261 281 291 301 F1 321 331

o |

\GCAGTTCGTGCCGCAGTTCATCAGCCAGC TGCAGAACGAGT TCTACCTGGACCAGGTGGCGCTG GCTGGCGCTACGGCGGCCTGCACTTCTCTGACCAGGTGGAGGTGTT
341 351 361 371 381 391 401 411 421 431 441 451

1040

. U

C'GCCC-CCGGGC'GCG—CCGGGCCTCCTTC—-TC:’—'G‘-'-CC’l‘GC.’.GGGCTT‘C--GCTCCTTCCGCC‘GCGGC CCTTCACCGACTGCGCGC TGGCCAACATGACGGAGCAGAT C(
461 471 481 491 501 Sl 521 531 541 abl 561

1040

= | g ot A ot

-GGCAGGACCGCAGCAAGGGCACCGTCCACTTCEGCCGTGGTCATCACEG CGGCCACGTCACCG GCAGCCCCTGC ]
ST ‘ 581 . 591 601 611 621 631 641 651 661 67!

1040
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Applied 8472_M01C040M13_BOL8_T7long_HO3_24 ABI24 Inst Model/Name 3500/3500 Instrument

y ' Biosystems e 8472_M01C040M13_BOL8_T7long Dec 11,2020 11:57AM, JST
SIN G:125 A:78 T:49 C:84 8 KB_3500_POP7_BDTv3.mob Gray line indicates quality value Dec 112020 12:13PM, JST
KB.bcp 5 CGCCAAGCTCTAATACGACTCACTATAGGE 3 Pts 1785 to 8707 Pk1 Loc:1753 _ Spacing:10.36 Pts/Panel1350
KB14.18 Cap24 Version 6.0 HiSQV Bases; 672 (QV) < 40. Plate Name: 20201211_GNP
I TTTITT GACTEGATAGT GACCTG TTEG T.TGEL a2 TTGATAAGCAATGCECTTTCT T T TG CC CTTTGTACE G -GCTG[E
;i 11 21 31 41 il 6l ) gl gl NESNE
ott 12 i
1062 ‘ Veetor
531
: uuhuuhul‘un \\ i ) NWV\AM\/V\N\A
I GTCGEGCAGATCCAGCGGATGAAGCGGTCG ‘-GCCGGGTTGCGCC \GG ETG TCATAG TCETTCTCG TGGCAACAC GGCGCECAC B TCACCC GGCTGAGCGTGGTGAGCACGT
s 6 151, 161 7, 181 191 201 211 221

Bcotssoﬂ 1( «:3125)
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CCATGTCCACGTCGCTGCCCAAGGCCAGCACGGTGGGTACCACGTTCTGCTTGCGCATGG AGTGCGCLG? CTCGTGCAG? CTGTCGT""GCCCGIG CGCCG TCCGTGAGG ARCAC(
231 241 251 261 271 281 291 301 311 Fed 331

3 mmnhnuhmndthmthﬂuhuuhhhmﬂm MMM\M\[\MMN\AMMV\M%

ARGGACAGCTCTGCGTGCCTCCGGGCCCCGCCACGCGGGC TGCGCACGATGGCATTGATGGCGT GCACC CGCCTGCGCCCACGTGCGAGAAGGAGTTCAGGTATTGCGTGGTC

TCCCTCCGGGCCAGCGTCAGCC GCCGCGBGCCACCTGCTC '
ST 581 591 601 611 621 631 641 651 661

o VAN | | “d \ e N umMW«A
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