Sheet ID PS_02552 Print: 1/8/2010

ek PCR protocol
RBRC 02886 Strain name EOD/ThpNkc-Cno<cno-II>/Nkc
Primer primer_name primer_seq length
1 [Cno_wild lcaggtcgecaaggeegaageTg ‘22 ‘ [RIKEN BRC
2 [Cno_Mut ‘caggtcgccaaggccgaagcTa 22 ‘R'KEN BRC
3 |Cno_common ctatctatcccagaaggctacag ‘23 ‘ ‘R'KEN BRC
4 IAGGTTACAAAAGGTCACCC 19 ‘Clin. Exp. Immunol., 116 (1): 153-163
5 IGATACGAAGATCCTTTCCTGTG 22 | (Clin. Exp. Immurol., 116 (1): 153-163
6 ‘CAAACGCAGTCAAATCTGCTC 21 ‘Clin. Exp. Immunol., 116 (1): 153-163

Reaction Components

Enzyme [Run1, 2: Roche Taq (Cat. No. BM1418432) Run3:

Reaction Conditions

temp time
ITaKaRa Ex Taq (Cat. No. RROO1A) step (C) (sec) note

Conc Run1 Run2 Run3 Run4 1 94 180
H20 17.3] 17.3] 16.3 2 94 301
PCR buffer 10 X 2.5 2.5 2.5 3 60! 30k
dNTP 2.5 mM 20 2.0 2.0 4 72 60* *Repeat for 35 cycles
primer 1 10 pmol/ul 0o 1.0 0 5 72 300
primer 2 10 pmol/ul 1.0 0 0
primer 3 10 pmol/ul 1.0 1.0 0
primer 4 10 pmol/ul 0 0 1.0
primer 5 10 pmol/ul 0 0 1.0
primer 6 10 pmol/ul 0 0 1.0
DNA 1.0 1.0 1.0
Taq 0.2 0.2 0.2

total 25 25 25

lprilpr +/+ Marker

Marker

cnho/cno 4+
I N

—

Run 2
Run 1
Run 2

=
S
o

Marker

Run1 WT :
586 bp
Ipr : 560 bp 500 bp—
. Run2 cno :
wild(Fas) :
171 bp 00 bp— 586 bp
Marker PCR products
100 bp ladder (Invitrogen, Cat. primer_set product_size product
15628-050) primer 2 primer 3 586 bp cno
Gel primer 1 primer 3 586 bp WT
2% agarose in 1 X TAE (100 V, 30| |primer 4 primer 6 171 bp Fas
min) primer 4 primer 5 560 bp Ipr

Comment Arthritis Rheum., 54, 2934-2943(20006).




