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Supplementary Fig. 1. Molecular validation of allele function. A) Multiplex genotyping protocol (tail DNA)
distinguished between + (wt), LSL (LSL-Pole”?8¢R), and P286R (Pole”?%°F) alleles. Product sizes (bp) are shown.
The P286R product typically appears as a doublet but this does not affect interpretation of genotyping. B) RT-
PCR using intron-spanning primers to characterize allele expression at RNA level. There is no expression from
the LSL allele, as expected, whereas the P286R and wild-type alleles result in equal expression at that RNA level.
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Supplementary Flg 2. 6-TG selection of passage 20 MEFs. A) Plating efficiency and resistant colonles Each row
represents a separate plate (selection of 10° cells). B) cDNA sequencing of HPRT locus reveals mutations in each
of 13 independent 6-TG resistant colonies; most are nonsynonymous substitutions. Only regions of the cDNA
with mutations are shown.
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Supplementary Fig. 3. General quality control metrics of WGS data. Representative analyses are provided for
two of the samples; metrics were comparable across all samples.



+/+ 129SVEvTac #1 +/+ 129SVEVTac #2 +/+FVB/N #1 +/+ FVB/N #2 parental
B MEFs
+/+ P30 MEF C3-4 +/+ P30 MEF C3-7 P286R/+ P30 MEF A3-3 P286R/+ P30 MEF A3-6
O, M"‘m’.,.""'y‘“ - mu——— e —-s,_"-_a-.q- . A Sty Vm .‘"‘v‘v""“‘"‘- Yo e MRS A
e : b y . o= -~ . . . L - T ey yeitne i
”
c P286R/+
P286R/+ lung adenoca Sur8-5_6 P286R/+ lung adenoca Sur13-5n_2 P286R/+ lung adenoca Sur13-5n_3 P286R/+ SCC Sur14-2-5 ¢
umors
P286R/+ lymphoma Sur6-2_1 P286R/+ lymphoma Sur12-1n_1 P286R/+ lymphoma Sur15-10_1
L NS AR SRR PN AT NI N
D P286R/LSL
P286R/LSL lung adenoca 5R_LSL_7 P286R/LSL SCC 5R_LSL_8 P286R/LSL lymphoma 1R_LSL_1 P286R/LSL lymphoma 5R_LSL_1 tumors
- e AN I TP ity SRS SRRSO RN RIS IAPSO8 romsmmosa el ™ ot e i sions
legend
3 11 +/+
15 o P286R/+
S = P286R/LSL
.1 -
12 3 4 5 6 7 8 9 10 111213 14 15 16171819

chromosome

Supplementary Fig. 4. Copy number plots from WGS data (individual samples). For each sample the y-axis
represents the normalized depth (log2(depth/median depth across genome)). The x-axis represents the
position among the 19 autosomes as illustrated in the legend. The analysis shows that PoleP?4¢% does not
result in large-scale chromosomal copy-number instability. A) Parental mouse strains. B) Representative
passage 30 MEF line clones. Some rearrangements occur during passaging of MEFs but these are qualitatively
the same among wild-type and mutant MEFs. C) Tumors from Pole??6¢?/+ mice. D) Tumors from PoleP?86R/Lst
(hemizygous) mice.
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P286R/+ MEF line clones

P286R/+ P15 MEF A3-3 single cell clone
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P286R/LSL (hemizygous) tumors continued
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+/+ MEF line clones continued
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Supplementary Fig. 5. Whole genome sequencing-derived mutational signatures in Pole”?%R/+
(heterozygous) MEFs and tumors, and (hemizygous) Pole”?86R/1L tumors, and wild-type (+/+) MEFs. The 96
possible mutation types based on trinucleotide context are shown for each sample that underwent WGS in
this study.
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