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Fig.1 TRB3 contains the classic substrate-binding
domains of a protein kinase but not the ATP-binding
and kinase-activating domains.
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Fig.2 Enhancing effect of TRB3 on the growth of M2TRB3 cell line and _ }
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Fig.3 Effect of TRB3 on cell proliferation determined by
PCNA staining. PCNA labeling index (%) was measured by
calculating the number of PCNA-positive cells/the total
number of cells seen in high power field.
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Fig.4 Effects of TRB3 gene on DNA ploidy. After synchronizing
cells in G0/G1, ploidy status was determined by flow cytometry
analysis at 0 (left two panels) and 72h (right two panels) in the
M2mock and M2TRB3 cell lines. Note three peaks (2N, diploid;
4N, tetraploid; 8N, octaploid) in different locations in DNA
histogram.
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Fig. 5 Scheme of recombination of hTRB3 construct

The pCALNL-flag-hTRB3 construct is comprised of a hybrid CMV enhancer/chicken -
actin (CAG) promoter, a cassette for the neomycin resistance gene flanked by loxP
sites, and a sequence containing a human TRB3 with a flag-tag. Infection with the Cre
expressing adenovirus results in recombination of hTRB3 construct, eventually
generating a functional flag-hTRB3 gene expression unit. GpA, rabbit f-globin poly A
site; pA, SV40 early poly A site.
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Fig. 6 Confirmation of recombination of hTRB3 construct and hTRB3 mRNA/protein expression in hTRB3

MEF cells

hTRB3 MEF and MEF cells were generated from hTRB3 and wild mice, respectiviy. These cells were

treated with Cre expressing adenovirus (0, 100, 200 MOI). MOI

A)
Confirmation of recombination of hTRB3 construct in hTRB3 MEF cells by PCR assay A 168-bp DNA
fragment derived from recombinant hTRB3 construct was seen in cells treated with Cre expressing
adenovirus. hTRB3 DNA fragments were not PCR-amplified in MEF cells (data not shown).
(B) Confirmation of hTRB3 mRNA expression in hTRB3 MEF/MEF cells by RT-PCR assay. Increasing
mRNA expression was seen in hnTRB3 MEF cells (left panel). No mRNA expression was seen in MEF cells
(right panel). (C) Confirmation of hTRB3 protein expression by western blot assay. hTRB3 protein
expression was observed in hTRB3 MEF cells but not in MEF cells. p-Actin was used as an internal

control.
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and kidney tissues of hTRB3 and wild mice with Cre treatment S 7 J :

hTRB3 and wild mice were infected with Cre expressing adenovirus. (A) HE staining of liver (hTRB3 g %’% RI% I\é) (Flg.7C)o
tissue derived from wild mouse. No apparent abnormality was seen. (B) HE staining of liver

tissue derived from hTRB3 mouse. Note that nuclear size of hepatocyte increases compared to

that of wild mouse. Slight perivascular inflammation is also seen. (C) Immunoshistochemical

staining of liver tissue derived from hTRB3 mouse. Note that FLAG-mediated hTRB3 protein

expression was seen in the cytoplasmic region of hepatocytes (arrow) and sinusoid of the liver

tissue (arrowhead). FLAG-mediated hTRB3 protein expression was faintly or uncertainly

stained in the remaining hepatocytes.
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