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PCR protocol

Sheet ID PS_08716
Release date : 2/3/2025

gn&sg Print date : 9/11/2025
RBRC 06344 Strain name C57BL/6—App<tm3(NL-G-F)Tcs>
Primer primer_name primer_seq length Reference
1 |wildE GCGCCTTTGTTCGAACCCACATCGT 25 RIKEN BRC
2 G GCGCCTTTGTTCGAACCCACATCGC 25 RIKEN BRC
3 |common2 GTCACCTGCTGTGGGCAGGAAC 22 RIKEN BRC
Reaction Components Reaction Conditions )
Enzyme [QIAGEN Multiplex PCR Kit (Cat. No. 206143) “ temp  time
®P (°C)  (sec) note
1 95| 900
Reagent Conc Reaction 1 2 3 4 7 94| 30/«
H20 2.0 2.0 (uL) 3 63 905+
Master Mix 2X 9.0 9.0 4 72| 60 *Repeat for 30 cycles
primer 1 10 pmol/ i | 1.0 0
primer 2 10 pmol/ i1 0 1.0
primer 3 10 pmol/ i1 1.0 1.0
DNA 1.0 1.0
Marker |Gene Ladder 100 (Wako, Cat. 316—06951)
Gel 2% agarose in 1 X TAE (100 V, 30 min)
total 10, 10
primer_set product_size product (allele type)
primer 1 primer 3 351 bp WT Arctic
primer 2 primer 3 351 bp mutant

\wild-type allele: Reaction 1 351 bp

mutant allele: Reaction 2 351 bp

Comment Ajiele specific PCR (ASP)
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PCR protocol

Sheet ID PS_08715
Release date : 2/3/2025

gn&sg Print date : 9/11/2025
RBRC 06344 Strain name C57BL/6—App<tm3(NL-G-F)Tcs>
Primer primer_name primer_seq length Reference
1 |wildKM ACGGAAGAGATCTCGGAAGTGAAGATG 27 RIKEN BRC
2 N ACGGAAGAGATCTCGGAAGTGAATCTA 27 RIKEN BRC
3 |common| CTATCGTGGACCGAGAATGGTCATG 25 RIKEN BRC
4 |wildl CAACATCACCAGGGTGATGACAGT 24 RIKEN BRC
5 |F CAACATCACCAGGGTGATGACAGA 24 RIKEN BRC
6 |common.2 GTCACCTGCTGTGGGCAGGAAC 22 RIKEN BRG
Reaction Components Reaction Conditions )
Enzyme [QIAGEN Multiplex PCR Kit (Cat. No. 206143) “ temp  time
®P (°C)  (sec) note
1 95| 900
Reagent Conc Reaction 1 2 4 o 94| 30lx
H20 2.0 2.0 20 20[(uL) 3 60! 905+
Master Mix 2X 5.0 5.0 5.0 5.0 4 72 60k« *Repeat for 30 cycles
primer 1 10 pmol/ i | 1.0 0 q 0
primer 2 10 pmol/ i1 0 1.0 q 0
primer 3 10 pmol/ i1 1.0 1.0 q 0
primer 4 10 pmol/ i | 0 0 1.0 0
primer 5 10 pmol/ i1 0 0 q 1.0
primer 6 10 pmol/ i1 0 0 1.0 1.0
DNA 1.0 1.0 1.0 1.0
Marker |Gene Ladder 100 (Wako, Cat. 316—06951)
Gel 2% agarose in 1 X TAE (100 V, 30 min)
total 10 10 10 10
primer_set product_size product (allele type)
primer 1 primer 3 988 bp WT Swedish
orimer 2 orimer 3 800 bp mutant ild-type allele: Rea_ction 1 588bp
mutant allele : Reaction 2 800 bp
primer 4 primer 6 418 bp WT
primer 5 primer 6 418 bp mutant Iberian
wild-type allele: Reaction 3 418 bp
mutant allele : Reaction 4 418 bp

Comment Ajiele specific PCR (ASP)




PCR protocol

Sheet ID PS_06537
Release date : 1/13/2016

nm‘:% Print date : 9/11/2025
BRC
RBRC 06344 Strain name C57BL/6—App<tm3(NL-G-F)Tcs>
Primer primer_name primer_seq length Reference
1 CTCCTTGTGGCTGGCGGTCACAC 23 RIKEN BRC
2 |common.i CTATCGTGGACCGAGAATGGTCATG 25 RIKEN BRC
Reaction Components Reaction Conditions )
Enzyme TOYOBO KOD FX (Code.No : KFX-101) « tomp  time
®P (°C)  (sec) note
1 94 120
Reagent Conc Reaction 1 2 3 4 7 98 105
H20 2.8 (ul) 3 60| 30k
PCR buffer 2X 10.0 4 68 60 *Repeat for 30 cycles
dNTP 20 mM 40
primer 1 10 pmol/ i1 1.0
primer 2 10 pmol/ i1 1.0
DNA 1.0
Taq 1U/ul 0.2
Marker |Gene Ladder 100 (Wako, Cat. 316—06951)
Gel 2% agarose in 1 X TAE (100 V, 30 min)
total 20
Marker KlI/+ +/+ KI/KI
800 bp — <« Kl :ca.850bp
600 bp — < WT: 670 bp
primer_set product_size product (allele type)
primer 1 primer 2 [670 bp WT
primer 1 primer 2 ca.850 bp KI

Comment Siandard PCR

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




ﬂ PCR protocol

Sheet ID PS_05967
Release date : 2/16/2016

gn&sg Print date : 9/11/2025
RBRC 06344 Strain name C57BL/6—App<tm3(NL-G-F)Tcs>
Primer primer_name primer_seq length Reference
1 |wildE GCGCCTTTGTTCGAACCCACATCGT 25 RIKEN BRC
2 G GCGCCTTTGTTCGAACCCACATCGC 25 RIKEN BRC
3 |common2 GTCACCTGCTGTGGGCAGGAAC 22 RIKEN BRC
Reaction Components Reaction Conditions )
Enzyme [QIAGEN Multiplex PCR Kit (Cat. No. 206143) “ temp  time
®P (°C)  (sec) note
1 95| 900
Reagent Conc Reaction 1 2 3 4 7 94| 30/«
H20 2.0 2.0 (uL) 3 63 905+
Master Mix 2X 50 50 4 72| 60« *Repeat for 30 cycles
primer 1 10 pmol/ i | 1.0 0 5 72| 600
primer 2 10 pmol/ i1 0 1.0
primer 3 10 pmol/ i1 1.0 1.0
DNA 1.0 1.0
Marker |Gene Ladder 100 (Wako, Cat. 316—06951)
Gel 2% agarose in 1 X TAE (100 V, 30 min)
total 10, 10
primer_set product_size product (allele type)
primer 1 primer 3 351 bp WT Reaction 1
primer 2 primer 3 351 bp mutant

+/+ (wild-type): 351 bp

Reaction 2
Arctic mutant allele: 351 bp

Comment Ajiele specific PCR (ASP)




Sheet ID PS_05966
P. PCR prOtOCOI Rolaoasodate: 2/16/2016

gn&sg Print date : 9/11/2025
RBRC 06344 Strain name C57BL/6—App<tm3(NL-G-F)Tcs>
Primer primer_name primer_seq length Reference
1 |wildKM ACGGAAGAGATCTCGGAAGTGAAGATG 27 RIKEN BRC
2 N ACGGAAGAGATCTCGGAAGTGAATCTA 27 RIKEN BRC
3 |common| CTATCGTGGACCGAGAATGGTCATG 25 RIKEN BRC
4 |widl CAACATCACCAGGGTGATGACAGT 24 RIKEN BRC
5 |F CAACATCACCAGGGTGATGACAGA 24 RIKEN BRC
6 |common2 GTCACCTGCTGTGGGCAGGAAC 22 RIKEN BRC
Reaction Components Reaction Conditions )
Enzyme [QIAGEN Multiplex PCR Kit (Cat. No, 206143) o o time
®P (°C)  (sec) note
1 95| 900
Reagent Conc Reaction 1 2 3 4 2 94| 30/
H20 2.0 2.0 20 20[(uL) 3 60! 905+
Master Mix 2X 5.0 5.0 5.0 5.0 4 72' 60k« *Repeat for 30 cycles
primer 1 10 pmol/ i | 1.0 0 q 0 5 72 600
primer 2 10 pmol/ i1 0 1.0 q 0
primer 3 10 pmol/ i1 1.0 1.0 q 0
primer 4 10 pmol/ i | 0 0 1.0 0
primer 5 10 pmol/ i1 0 0 q 1.0
primer 6 10 pmol/ i1 0 0 1.0 1.0
DNA 1.0 1.0 1.0 1.0
Marker |Gene Ladder 100 (Wako, Cat. 316—06951)
Gel 2% agarose in 1 X TAE (100 V, 30 min)
total 10 10 10 10
primer_set product_size product (allele type)
primer 1 primer 3 988 bp WT Reaction 1
primer 2 primer 3 ca 800 bp mutant i+ (Wild'type): 588 bp
: : Reaction 2
primer 4 primer 6 418 bp WT Swedish mutant allele : 800 bp
primer 5 primer 6 418 bp mutant |Reaction 3
+/+ (wild-type): 418 bp
||Reaction 4
||Iberian mutant allele : 418 bp

Comment A|iele specific PCR (ASP)




2

PCR protocol

Sheet ID PS_05963

Release date : 12/11/2014

Bz Print date : 9/11/2025

RBRC 06344 Strain name C57BL/6-App<tm3(NL-G-F)Tcs>
Primer primer_name primer_seq length Reference

1 [ELWT ATCTCGGAAGTGAAGATG 18 Nature Neuroscience, 17, 661-663 (2014).
9 |WT TGTAGATGAGAACTTAAC 18 Nature Neuroscience, 17, 661-663 (2014).
3 |EL6MT ATCTCGGAAGTGAATCTA 18 Nature Neuroscience, 17, 661-663 (2014).
4 |LoxP CGTATAATGTATGCTATACGAAG 23 Nature Neuroscience, 17, 661-663 (2014).

Reaction Components

Reaction Conditions

Enzyme [TOYOBO KOD FX (Code.No : KFX-101) stop temp  time
(C)  (sec) note
1 94 120
Reagent Conc Reaction 1 2 3 4 > 98| 10k
H20 0.8 (uL) 3 55! 300
PCR buffer 2X 10.0 4 68 60 *Repeat for 30 cycles
dNTP 20 mM 4.0
primer 1 10 pmol/ i1 1.0
primer 2 10 pmol/ i1 1.0
primer 3 10 pmol/ i | 1.0
primer 4 10 pmol/ i1 1.0
DNA 1.0
Taq 1U/ul 0.2
Marker |Gene Ladder 100 (Wako, Cat. 316—06951)
Gel 2% agarose in 1 X TAE (100 V, 30 min)
total 20
primer_set product_size product (allele type)
primer 1 primer 2 700 bp WT
primer 3 primer 4 400 bp KI

Comment Siandard PCR

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




