Sheet ID PS_06227

Release date : 2/1/2017
[
R PCR protocol Print date : 2/1/2017
RBRC 04021 Strain name B6.129-Dnase2a<tm10sa> Ifnar1<tm1Agt>
Primer primer_name primer_seq length
1 ‘Neos ‘TGCATACGCTTGATCCGGCTAC 22 ‘
2 \ [CCTGCCCTCCAACTGCTCTG 20 ‘RIKEN BRC
3 B”%Se? ll-antisense ‘GAGTCTTAGTCCTTTGCTCCG ‘21 ‘ ‘Nature 443,998-1002 (2006).
4 \common ATTATTAAAAGAAAAGACGAGGCGAAGTGG ‘30 ‘ ‘Nature 443, 998-1002 (2006).
5 [fnarl_Rv ICTCATTCCACGAAGATGTGCTG ‘2 2 ‘ ‘RIKEN BRC

Reaction Components

Reaction Conditions

Enzyme TOYOBO KOD FX (Code.No : KFX-101) temp time
step (°c) (sec) note
Conc Run1 Run2 Run3 Run4 1 94 120
H20 2.3 2 98 10[*
PCR buffer 2 X 10.0 3 60 30
ANTP 2.0mM 4.0 4 68 120 *Repeat for 30 cycles
primer 1 10 pmol/ul 0.5
primer 2 10 pmol/ul 0.5
primer 3 10 pmol/ul 0.5
primer 4 10 pmol/ul 0.5
primer 5 10 pmol/ul 0.5
DNA 1.0
Taq 1 U/ul 0.2
Standard PCR
total 20
X x\x N
Marker » X X
1,000 bp <+ KO(Dnase2a): 1,080 bp
600 bp <+ KO(Ifnar1) : ca.600 bp
300 bp <+ WT(Dnase2a): 303 bp
<« WT(Ifnar1) : 162 bp
100 bp
Marker PCR products primer_set product_size product
Gene Ladder 100 (Wako, Cat. 316 primer 2 primer 3 303 bp WT (Dnase2a)
-06951) primer 1 primer 3 1,080 bp KO (Dnase2a)
Gel - -
4 5 162 b WT (Ifnar1
2% agarose in 1 X TAE (100 V, 30 min) primer primer P (Ifnart)
primer 1 primer 5 ca 600 bp KO (Ifnar1)
Comment

INovagen KOD Xtreme™ Hot Start DNA Polymerase can be purchased from EMD.




Sheet ID PS_04612

X PCR protocol Prin date : 2/1/2017

RBRC 04021 Strain name B6.129-Dnase2a<tm10sa> Ifnar1<tm1Agt>

Primer primer_name primer_seq length

1 ‘Neo ‘GATTCGCAGCGCATCGCCTT 20 ‘Nature 443,998-1002 (2006).
2 ‘ CCTGCCCTCCAACTGCTCTG 20 ‘RIKEN BRC

3 gyr%%?ll—antisense ‘GAGTCTTAGTCCTTTGCTCCG ‘21 ‘ ‘Nature 443,998-1002 (2006).
4 \common ATTATTAAAAGAAAAGACGAGGCGAAGTGG ‘30 ‘ ‘Nature 443, 998-1002 (2006).
5 [fnarl_Rv ICTCATTCCACGAAGATGTGCTG ‘22 ‘ ‘RIKEN BRC

6 ‘Neo ‘CCTGCGTGCAATCCATCTTG ‘20 ‘ ‘Nature 443,998-1002 (20086).

Reaction Components Reaction Conditions

Enzyme TaKaRa Ex Taq (Cat. No. RROO1A) temp  time
step (°C) (sec) note
Conc Run1 Run2 Run3 Run4 1 94 180
H20 12.3] 12.3 2 94 30
PCR buffer 10X 20 2.0 3 60 30p
ANTP 2.5mM 1.6 1.6 4 72 60[* *Repeat for 30 cycles
primer 1 10 pmol/ul 1.0 0 S 72 300
primer 2 10 pmol/ul 1.0 0
primer 3 10 pmol/ul 1.0 0
primer 4 10 pmol/ul 0 1.0
primer 5 10 pmol/ul 0 1.0
primer 6 10 pmol/ul 0 1.0
DNA 1.0 1.0
Taq 5U/ul 0.1 0.1
Separated PCR
total 20 20
+- ++ Marker -- 4- +/+ Marker

KO :ca. 700 bp —» 700 bp
KO : 400 bp 400 bp
WT : 303 bp 300 bp
WT : 162 bp 200 bp
Run1 Run2
Marker PCR products _primer_set product_size _product
Gene Ladder 100 (Wako, Cat. 316 primer 2 orimer 3 303 bp T (Drase 23)
60?951 ) primer 1 primer 3 ca. 700 bp KO (Dnase 2a)
e
imer 4 imer 5 162 b WT (Ifnar 1
2% agarose in 1 X TAE (100 V, 30 min) primer primer p (Ifnar 1)
primer 4 primer 6 400 bp KO (Ifnar 1)
Comment




Sheet ID PS_03164

X PCR protocol Prnt date £ 2/1/2017
RBRC 04021 Strain name B6.129-Dnase2a<tm10sa> Ifnar1<tm1Agt>
Primer primer_name primer_seq length
1 ‘Neo ‘GATTCGCAGCGCATCGCCTT 20 ‘Nature 443,998-1002 (2006).
2 ‘DNaseII ‘CAGTGCCACAGAGGACCACT 20 ‘Nature 443,998-1002 (2006).
3 B”ﬁqﬁll—antisense ‘GAGTCTTAGTCCTTTGCTCCG ‘21 ‘ ‘Nature 443,998-1002 (2006).
4 \common ATTATTAAAAGAAAAGACGAGGCGAAGTGG ‘30 ‘ ‘Nature 443, 998-1002 (2006).
5 ‘IFN—IR IAAGATGTGCTGTTCCCTTCCTCTGCTCTGA ‘30 ‘ ‘Nature 443, 998-1002 (2006).
6 ‘Neo ‘CCTGCGTGCAATCCATCTTG ‘20 ‘ ‘Nature 443,998-1002 (20086).

Reaction Components

Reaction Conditions

Enzyme [TaKaRa Ex Taq (Cat. No. RROOTA) temp time
step (°c) (sec) note
Conc Run1 Run2 Run3 Run4 1 94 180
H20 12.3] 12.3 2 94 30
PCR buffer 10X 20 2.0 3 60 301
ANTP 2.5mM 1.6 1.6 4 72 60[* *Repeat for 30 cycles
primer 1 10 pmol/ul| 1.0 0 S 72| 300
primer 2 10 pmol/ul 1.0 0
primer 3 10 pmol/ul 1.0 0
primer 4 10 pmol/ul 0 1.0
primer 5 10 pmol/ul 0 1.0
primer 6 10 pmol/ul 0 1.0
DNA 1.0 1.0
Taq 5U/ul 0.1 0.1
Standard PCR
total 20 20
Dnase2a;lfnar1 Dnase2a;lfnar1
-
Marker Qg: n% D% é
1,500 bp — <— Run2 Ifnar1 KO : 1,300 bp
1,000 bp —
<+— Run1 Dnase2a KO : ca 700 bp
500 bp — <— Run2 Ifnar1 KO : 400 bp
300 bp —
_ <+— Run1 Dnase2a WT : 222 bp
200bp <P~ Run2 Ifnart WT : 150 bp
Marker PCR products primer_set product_size product
Gene Ladder 100 (Wako, Cat. 316 primer 2 primer 3 222 bp WT (Dnase 2a)
E;O?gS] ) primer 1 primer 3 ca 700 bp KO (Dnase 2a)
=
i 4 i 5 150 b WT (If 1
2% agarose in 1 X TAE (100 V, 30 min) primer primer P (fnar 1)
primer 4 primer 6 400 bp KO (Ifnar 1)
Comment primer 4 primer 5 1300 bp KO (Ifnar 1)




