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Figure 1. The disruptions of each gene locus were examined by genomic PCR.
Primers dmtA-1 and dmtA-2 were used to confirm the disruption of the dmtA locus
(lanes 1-3). The genomic DNAs of Ax2 (lane 1), HM1154 (lane 2), and HM1196
(lane 3) were used. HM1196 showed the insertion of basticidin resistance cassette and
gave a product of about 2 kbp, while Ax2 and HM 1154 gave products of about 700 bp.
The primers II-5 and II-6 were used to confirm the disruption of the s#/B locus (lane 4
and 5) of HM1154. 1I-6 is designed from the sequence of the blastcidin cassette and
II-5 is derived from the s#/B locus, 5’ upstream of the knock out construct. Ax2 (lane
4) gave no band and HM1154 gave a 1.4 kbp PCR product (lane 5). Primers II-5 and
I1-9 were used to confirm the disruption of the st/B locus by the hygromycin resistance
cassette (lanes 6 and 7) in HM1196. 1I-9 is designed from the sequence of the
hygromycin resistance cassette. Ax2 (lane 6) gave no band and HM 1196 (lane 7) gave
a 2.0 kbp PCR product. Primers II-2 and II-3 were used to confirm the disruption of
the st/B locus (lane 8-10). These primers were designed from s#/B locus; Ax2 (lane 8)

gave a 0.9 kbp band, while HM 1154 (lane 9) and HM 1196 (lane 10) gave about 3.9 kbp



PCR products.

primer sequence

II-2 ATCATCACCAAATCCAATCGTTGTAC

II-3 AAATTACTGTTGCCATTGACGAATCG

II-5 TGGTGCTGAAATTCATGTTACAGTTGGTTC
II-6 GAGCCAATATGCGAGAACACCCGAGAA
II-9 GCCAACGACTACGCACTAGCCAAC

dmtA-1 TTGATGTTGCCATTGGGTATACAAAATC
dmtA-2 GTATAACAATCGGCAGAAGGATAATCAG




