Genotyping BayGenomics Mice
1. Introduction

The gene-trap vectors used within BayGenomics contain a splice-acceptor sequence upstream of
a reporter gene, B-geo (a fusion of b-galactosidase and neomycin phosphotransferase I11)' . These
vectors insert randomly into introns. The resulting insertional mutation creates a fusion transcript
containing sequences from exons upstream to the insertion joined to the -geo marker. As aresult,
the identity of the trapped gene can easily be determined by 5¢rapid amplification of cDNA ends (5¢
RACE) followed by automated DNA sequencing. Of note, the sequence tags posted on the

BayGenomics website have been trimmed of any “contaminating” vector sequences.

2. Confirming the identity of the trapped gene

The identity of the trapped gene should be
systematically confirmed. This can easily be done
by RT-PCR. First, prepare a cDNA library from
your BayGenomics clone or from mutant mouse
tissue, using a commercially available reverse
transcriptase.  Then perform a PCR reaction by
designing a forward primer in the BayGenomics
sequence tag, and by using the following reverse

primer (in the 3-galactosidase reporter):

5¢GAC AGT ATC GGC CTC AGG AAG ATC
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