Ablation of Runx2 in Ameloblasts Suppresses Enamel Maturation in Tooth
Development
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Supplemental Figure 1.Targeting vector for creating Runx2-defficient mice and
genotyping strategy. (a) The mouse Runx2 gene contains eight exons. The exon 2 was
selected as cKO region. In the targeting vector, a Neo cassette was flanked by two FRT
sites. Recombination after Flp recombinase excision removed the Neo cassette from the
Runx2 allele. On Cre recombination, exon2 was removed, leading to the loss of function
of Runx2 gene; (b) We used the primer set of a and b to distinguish the 57ToxP site from

the WT allele; PCR with these primers produced a 304-bp fragment for the mutant allele
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and a 243-bp fragment for WT allele. (c) The primer set of ¢ and d was used to identify
FRT and 37ToxP site. Note that the use of primers ¢ and d was expected to generate a
308-bp fragment for the mutant allele and a 168-bp fragment for WT allele. The primer
set of e and f was used to identify the Runx2-ablated allele in the K14-Cre;Runx2"** or
the K14-Cre;Runx2"/"(cKO) mice; PCR with these primers did not produce any

fragment for the Runx2-floxed (Runx2"* and Runx2""%) or WT alleles, but produced

a 494-bp fragment in the K14-Cre;Runx2"®/"%(cK0) mice.
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Supplemental Figure 2. Electrophoresis of total RNA on 1.0% agarose gel. Total RNA
was extracted from 5-day-old WT, cKO and 10-day-old WT, cKO mice. The
electrophoresis results showed that the 28s,18s and 5s bands were clear, and there was no
obvious smear between bands. Results indicated that the quality of total RNA in the

gRT-PCR was excellent.
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