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Guide RNAs and mutant oligos used in initial experiment

Sequence

Chr

Chr Start Chr End

GGACGAGGATTCTTGCACTGGGG

89876886 89876908

CTTCCCCCGTCCCTTCCTTTTTTCTATCATTCCCTTCCCCTGCCCA
CAGCCCCAGTGCAAGCTTCCTCGTCCATGTCCCTGCCCACATTC | 3
CTGGTAGCTGGAGGAAGCTTGGCGTTTGGGTTG

89876835 89876957
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Mutant allele sequence:

GACGCAAGAGTACAGCCCAGAGCCAGTGCAGTACAGTACAATACAGTACAGGACCCGTCTCACCTCAGGATGATGAAGACAC
AGAGAAGCAACCCAAACGCCAAGCTTCCTCCAGCTACCAGGAATGTGGGCAGGGACATGGACGAGGA[TT/AG]CTTGCACTG
GGGCTGTGGGCAGGGGAAGGGAATGATAGAAAAAAGGAAGGGACGGGGGAAGGGGACAGGACAAAAGGAAGGAAAGAG
GGAAAAGAAAGTCAGGCAGCAGTTACTAGAAACTGAGCAGCTCGGGATGGCAGCAGAACTCT

Genotyping by end-point PCR

PCRs primer pairs and expected size bands

Assay Type Assay Forward Primer Reverse Primer Expected Size Band (bp)
Standard PCR  |Screening* llera_CR_WT_F llera_CR_WT_R 348

*The screening PCR flanks the SNP region and can be used for sequence verification of the allele. The
PCR will not distinguish wild type from mutant mice, however, as a product will be amplified in all cases.

We recommend that mice are sequence-verified with the screening primers to confirm the genotyping
gPCR results when establishing the colony, in case of any cross-talk between the assays.

Primer sequences

Primer Name Primer Sequence (5' > 3')
llra_CR_WT_F TGATGAAAGCTAAGACGCAAGA
llera_CR_WT_R AGTCACTGTGGGAGGAGTCG

Reaction setup

Reagent il

DNA (~50-100 ng) 1

10x Buffer 2

MgCl2 (50 mM) 0.6
Platinum Taq (Invitrogen) 0.2
dNTPs (100 mM) 0.2
Primer 1 (10 uM) 0.4
Primer 2 (10 uM) 0.4
ddH20 15.2

Total 20
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Amplification conditions
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Step Conditions Time

1 94°C 5 min

2 94°C 30 sec

3 58°C 30 sec

4 72°C 1:30 sec

5 Go to '2' + 34 cycles -

6 72°C 5 min

7 12°C Forever
Genotyping by SNP gqPCR
Primers for LoA qPCR assay
Gene Source Forward Primer Seq. Reverse Primer Seq. Probe Primer Seq.
Il6ra Life CTGACTTTCTTTTCCCTCT | CCTCCAGCTACCAGGAATGTG VIC: AGTGCAAGCTTCCT

Technologies

TTCCTT

FAM: CAGTGCAAGAATC

Reactions are performed in a 10ul volume using an Applied Biosystems 7900HT Fast Real-Time PCR System or
Applied Biosystems Viia7 with DNA prepared using the Sample-to-SNP™ kit (Applied Biosystems) from mouse ear
biopsies. GTXpress " buffer is also used (Applied Biosystems).

Reagent il
2x GTXpressTM buffer 5
40x target assay 0.25
ddH20 3.75
DNA 1
Amplification conditions
Step Conditions Time
Pre-read 60°C 30 sec
1 95°C 20 sec
2 95°C 10 sec
3 60°C 30 sec
4 Goto'2'+34 -
Post-red 60°C 30 sec
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Links to information and frequently asked questions

MGP mouse phenotype data:
http://www.mousephenotype.org

How the "critical" exon is decided:
http://www.i-dcc.org/kb/entry/102/
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