
Supplementary Figure 1: Outline for functional testing of VUS by complementation 
of BRCA2-deficient mES cells. mBrca2-/loxP conditional knock out mES cells were 
transfected with a hBRCA2 BAC containing a specific VUS. The IRES Neomycin selection 
cassette greatly increases the frequency of mES clones that contain the complete 
hBRCA2 gene. The conditional mBrca2 gene is removed upon transient expression of the 
Cre recombinase, resulting in functional restoration of an HPRT minigene and subsequent 
HAT resistance. Transfection of hBRCA2 variants that can complement the lethal 
phenotype of mBrca2 deficient mES cells will result in large numbers of HAT resistant 
clones. VUS that do not give complementation are considered pathogenic. HAT resistant 
mES cell clones are subjected to various functional tests to determine whether a VUS 
does not affect hBRCA2 function and can be considered neutral or whether hBRCA2 
functionality is partially impaired. 



Supplementary Figure 2: Functional analysis of hBRCA2 variants. (A) Sensitivity of 
mES cells expressing the hBRCA2 variants p.Lys2729Asn and c.68 7T>A or wild type 
hBRCA for MMS and MMC. Wild type mES cells and mBrca2-/loxP conditional knockout 
mES cells were used as control. Sensitivity was determined in a clonal survival assay. (B) 
Sensitivity of mES cells expressing the hBRCA2 variants p.Lys2729Asn, c.68 7T>A, 
p.Arg3052Gln or wild type hBRCA for MMC and Cisplatin. Wild type mES cells and 
mBrca2

-/loxP conditional knockout mES cells were used as control. Sensitivity was 
determined in a cell count assay. (C) RAD51 foci formation in response to 10Gy ionizing 
radiation in mES cells expressing the non pathogenic hBRCA2 variants p.Lys2729Asn and 
c.68 7T>A, the intermediate variant p.Arg3052Gln and wild type hBRCA2. Phosphorylation 
of histone H2AX was used to confirm the induction of double strand breaks ionizing 
radiationIR.
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