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Supplemental Materials and Methods: 

X-Gal Staining of Transgenic Mice.  Embryos and neonatal tissues were fixed 

in 4% paraformaldehyde for 1h, rinsed, and stained overnight as described 

previously (1). Frozen sections of adult tissue samples were mounted in O.C.T. 

(Tissue-Tek, CA) and stained as described (2). 

Copy Number of Transgene determined by Real Time quantitative PCR. 

5ng/µl DNA samples from wild type and all three transgenic lines were used as 

template for RT-qPCR. The same Mdm4 primers used for measuring mRNA 

levels were used for determining DNA copy number (both primers are located 

within exon 11). ß-actin primers as DNA internal control modified from (3) and 

listed as followed: forward primer: GGTGGGAATGGGTCAGAAGG, and reverse 

primer: TCTCCATGTCGTCCCAGTTG 

Immunohistochemistry Tumor and normal tissue samples were fixed for 48 h in 

10% formalin and embedded in paraffin. Sections of the samples (7μm thick) 

were used to perform immunohistochemical staining with the Mdm4 antibody as 

described previously(4). 

 

Figure Legends: 

Figure. S1 X-gal staining of Mdm4 transgenic mice. (A) Whole-mount staining at 

embryonic day 13.5 and (B) eyes at day 2. The LacZ positive layer of cells 

between the lens (L) and retina (R) is the retinal ganglion cell layer. (C) X-gal 

staining of heart (H), kidney (Ki), and Uterus(U) at day 60. WT: wild-type. (D) 
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Western blots from tissues of 2-month-old transgenic Mdm4Tg and Mdm4Tg1 

mice. Intestine (Int) and heart (H). (E) Copy number was determined by qPCR 

using wild type DNA as standard for two copies. 

Figure. S2 Immunohistochemistry (IHC) staining of Mdm4 in Mdm4Tg1  and 

Mdm4Tg15 Tumors (20x). 

Figure. S3 Overexpression of Mdm4 suppresses p53 stabilization after ionizing 

radiation in spleens of Mdm4Tg6 mice. A time course of p53 protein levels in 

spleens of 6 week-old wild type (WT) and Mdm4Tg6 female mice. h:hours 
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