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SUPPLEMENTAL EXPERIMENTAL PROCEDURES 

 

Primers for PCR genotyping and RT-PCR  

Genotyping for the Nmnat2gtE gene trap allele was performed as described previously 

(Gilley et al., 2013). Sarm1 genotype was determined using two separate reactions. 

The first, using primers 5'-ACGCCTGGTTTCTTACTCTACG-3' and 5'-

CCTTACCTCTTGCGGGTGATGC-3' amplifies a 508-bp product from the wild-type 

allele. The second, using primers 5'-GGTAGCCGGATCAAGCGTATGC-3' and 5'-

CTCATCTCCGGGCCTTTCGACC-3' amplifies a 496-bp product from the neomycin 

resistance cassette retained in the knockout allele in place of deleted exons 3-6 (Kim 

et al., 2007). Primer annealing temperature was 60°C for both reactions. 

The Nmnat2 (exon 1-2) and Actb primers used for RT-PCR have been described 

previously (Gilley et al., 2013). Sarm1 mRNA was detected using primers 5'-

CTTCGCCAGCTACGCTACTTGC-3' and 5'-TTATCACGGGGTCCATCATCGT-3' 

(annealing at 60°C) that span exon 5-6. These exons are deleted in the knockout 

allele. Single, specific products were amplified using each primer set. 

 

Antibodies used for immunoblotting 

The following antibodies were used for immunoblotting; anti-NMNAT2 (Sigma, 

WH0023057M1) at 2 µg/ml, mouse monoclonal anti-SARM1 (Chen et al., 2011) at 

1:5,000, anti-neuronal class βIII-Tubulin TUJ1 (Covance, MMS-435P) at 1:10,000, 

and mouse monoclonal anti-β-Actin (Sigma, A5316) at 1:5,000. 

 

Constructs used in microinjections 

A Dharmacon (Thermo Scientific) ON-TARGETplus SMART pool of siRNAs targeting 

murine Nmnat2 (L-059190-01) and a non-targeting pool of siRNAs (D-001810-10) 

were used in this study. The SARM1-GFP expression vector consists of the entire 



coding region of murine SARM1 cloned (by PCR) into pEFGP-N1 thereby placing the 

GFP tag at the C-terminus of the fusion protein. The GFP-NMN deamidase 

expression vector (pEGFP-C1-based) has been described previously (Di Stefano et 

al., 2014). Texas Red dextran, 10,000 MW, neutral (Life Technologies) was used in 

microinjection experiments in Figures 4A and 4B as it labels neurites rapidly allowing 

visualization of neurites prior to SARM1-GFP-induced degeneration which occurs 

within 24 hours. Expression of fluorescent proteins from injected plasmids was too 

slow for this purpose. 

 

Image processing 

Images were cropped using Adobe Photoshop Elements 11 and montages of 

overlapping fields of stained/labeled tissues were generated by pairwise stitching 

using an ImageJ plugin (Preibisch et al., 2009). 
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