Supplementary Material for: Powers et al “A rare Ashkenazi Jewish predominant TP53

mutation confers risk of multiple cancers”

Supplementary FIQUre S ... . 2
Supplementary FIQUre S2. . ... i e e 7
Supplementary FIQUIE S3.. ... .

Supplementary FIQUIE S4. .. ...

Supplementary Tables are saved as Excel documents



A
4 63 d &0 Q
BR.CA 60 d B8 d €0
,0C ocC
4 8 4 67 4 unk d 7 4 61 d B7 4 80 4 37
BE.CA 45 Leak 74 Colon CA 56
BE CA & _Lymph 79
Kidney CA T4
+
BE_CA 37 che: cf 56 Ty 69 yrs BR_CA 49 BR_CA 59 78
ER CA 6 - s/p BLM Colon_CA 49 ER CA 71 Ko info
_Gliema 34 age ~40 80 yrs i yr5
dEs Sarcoma of GI tract dx. 52 TP53 Mutation
TP53 Mautation TPS3 Mintation = 1000G>C; p.G334R
< 1000G=C; p.GIHER £ 1000G=C; p.G334R
54 yrs 56 yrs 41 yr= 43 y= 5Tyrs Agz unk 50yrs  Bkin Melan 18
Skin Melan 39
; 49 y1=
Family G334R-1 Declined Testing
B é
BR CA 50 Age wik 4.80s Pm:tcf: %
455 & wk Jy— Fharye OB €A 62y d65yms
ER CA Leak 35 Ty TP53 Mutation TPS3 Nagative
Hon smeler ©1000G>C; p.GI3R.
|:||:| % )
6 hl
Age uk Declined testing BRCA 30
30 yr=
Her2 +
TP33 Mutation
e 10M0G>C; pG334R
. Age umk
Family G334R-2
Figure S1, continued on next page 2




dBo 462 a a o
S0 d 57 593w D |£ Q
TPS3 status unk BF;B??; “ Age e o e Bli_s(:; 4
Ape unk Apeunk
+
O
40 yrs 32yrs 3y I1yms 30s 28y 30-423m s 20s 35y Thyoid CA 32 30s
TP53 Mutation non smoker
< 1000G=C; p.GIMR
‘4 315 10 mo .

ieal careinoma dx 16 mos 133&3;»{: GIMR

TP33 Mirtation e S B H R
R Family G334R-3

: 0 O
Age umk BE_CA 32 Colon_CA 65 Agze unk
Ageunk Aze unk
BRCA? Matation ¢ 59%46delT
(oneonfirmed)
Age ke 43 y1s 42 yrs BE CA 39 Azed0s50s  Kidney CA 35
TP53 Not Tested | BRCA2 Mutation ¢.5946delT  BRCAZ rottation o 5946delT
Agennk
12 vrs 18 vis Tyms 413 b
Adrenocortical adencma dx 4 3 y1s

TP53 Mutation Adrenal oncocytic hmmor dx 17 mos

< 1000G=C; p.GIMR TP33 Mutation
e 1000G=C; p.GIMR Family G334R-4
(TP53 e 1000G=C & BRCAD c.5%46delT present in tumor)

Figure S1, continued on next page



d mk d mk d mk d mk o umk d unk d unk d unk
BR CA Colon_CA ER_CH
d unk d mk d unk d 8 d 45 287 BE.CA BR_CA 42
BR_CA 85 Pane CA 65 BE_CA 61 BR_CA 42
Lung CA
' [ ] ) O
BR CA 53 S9yrs Ageunk BR CA 42 Apes unk
TP53 Mutation
e 1000G>C; p.GI3R.
Family G334R-5
3dyrs
d unk d unk d wnk d_unk
{
d 60 d 84 d_unk
Lung CA 50 BR_CA 57 Panc_CA 82 BRCA 78
Eidney CA 75
d 42 Ages unk BR CA 49 d4 d2 81 yr=
UnkSite CA Le;m).ﬂ;,mm, dx 59 Adrenncortical carcinoma dx 2 Leukemia dx 2 TP53 Mutation
TP53 Mistation c1000G=C; pG334R.
£ 1000G>C; p.GI34R.
- [':I + - +
38 yr= 56y 3B yrs 34 yrs 3lym
TP353 Nagative TP33 Negative TP33 Mirtation TP33 Negative TP53 Mutation
 1000G=C; p GIMR. £ 1000G=C; p GI34E.
+ - + +
O [2] : O
Ages mk Ages mk Ages mk 25ym= 2T vr= %y Ages 20s 15y 18yr=
Pituitary Adenoma dx Unk TP53 Negative TP53 Mutahon Adrenocortical adenoma dx 5
TP53 Mutahon e1000G=C; p.G334R. TP33 Mutation
£.1000G>C; p.G334R «1000G=Cp.G334K.
+
. Iy
Family G334R-6 TPS3 Motation
£1000G=C; p GI3M4R.

Figure S1, continued on next page

4




d umk Azeunk Long CA 3B 493
EE_CA 43 BE_CA 53 Ape 505 d 42 d 30 S0yrs
56318 Leiormyosarcoma dx 41 Limg CA
dx 40
. +
[ l) é ] &
31 yrs 3 yrs s 3l yrs 20s teans-0s
TF33 Nagative TP33 Mutation
© 1000G=C;p.G334E.
' ' O
3y1s b | 2y
TP353 Negative 1
Adrenoeortical carcmoma dx 21 mo
TP33 Mutation .
< 1000G=C; p.GIMR Family G334R-7
d.75 d. 73 d.unk d. unk
Lung CA Gastric_CA dx 70s
& )
uak d. unk Age unk 412 Age unk Unk
Colon_CA dx 60s BR_CA dx 50 Brain CA Panc CA dx 49 Bilateral BC_CA 50s-70s
TP53 Not Tested Not TP53 Tested
' )
Unk d. 20 ‘59 Ageunk Age unk
"Leg" CA - unk type yrs BR CA dx unk
BR_CA dx 44
Family G334R_8 TP53 mutation
¢.1000G>C

Figure S1, continued on next page




Supplementary Figure S1: Full Pedigrees from TP53 ¢.1000G>C;p.G334R clinically ascertained
families. Fam ID allows reference to Table 1. A) Fam ID 1, full pedigree for family G334R-1 shown in
Figure 1A; B) Fam ID 2, G334R-2; C) Fam ID 3, G334R-3; D) Fam ID 4, full pedigree for family G334R-
3 shown in Figure 1C; E) Fam ID 5, G334R-5; F) Fam ID 6, full pedigree for family G334R-6 shown in
Figure 1C; G) Fam ID 7, G334R-7; H) Fam ID 8, G334R-8. Shaded upper left quadrant represents a
breast cancer (BR_CA) diagnosis, shaded upper right quadrant represents a second primary breast
cancer, shaded bottom right quadrant represents a cancer diagnosis other than breast cancer(s). For
non-breast cancer diagnoses, tumor type is listed on pedigree. Abbreviations: a.: alive at age n; d.:
deceased at age n; dx: diagnosed; mets: metastases; mos: months; No info: no information; unk:
unknown; yrs: years. Cancer abbreviations: BR_CA: breast cancer; Colon_CA: Colon cancer;
Gastric_CA: Gastric cancer; Gl: gastrointestinal; Kidney_CA: Kidney cancer; Leuk: Leukemia; Lung_CA:
Lung cancer; Lymph: Lymphoma; Skin_Melan: Melanoma; Panc_CA: Pancreatic cancer; Pharynx
NOS_CA: Cancer of pharynx at site unspecified; Pros_CA: Prostate cancer; Thyroid_CA: Thyroid
cancer; UnkSite_CA: unknown site of primary cancer. Probands indicated with an arrowhead.
Individuals that tested positive for TP53 ¢.1000G>C;p.G334Rdenotedwith “+”. Obligate carriers denoted
with "oc". The shared common haplotype depicted in Main Figure 1 is represented by a green bar in the
pedigrees for families G334R-1, -2, -3, -6.
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Supplementary Figure S2: Constructs encoding p53 wild-type (TP53-WT), p53-R175H
(TP53-R175H), and p53-G334R (c.1000G>A and ¢.1000G>C) were transiently transfected
into p53 deficient Saos-2 cells. Transcriptional activity was assessed using a promoter-
reporter assay. Left panel shows the relative p53 luciferase activity. Right panel shows a
Western blot analysis of corresponding p53 protein expression. Data represent three
independent experiments, with each experiment comprising three biologic replicates.
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Supplementary Figure S3: p53 levels after treatment with 10uM
cisplatin (CDDP). Cell lysates from two TP53 wildtype lymphoblastoid
cell lines (WT LCLs), lines 3550 and 3279 and from two TP53 p.G334R
mutant LCLs, lines 3119 and 3518 were treated with 10uM CDDP for
eight and 24 hours.
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Supplementary Figure S4: Heatmap showing fold activation of a canonical p53 signature at 24
hours post nutlin with wildtype versus mutant lymphoblastoid cell lines. WT p53 “fold” is the
average counts of the indicated genes in the WT LCLs 3550 (c1) and 3279 (c2) at 24 hours after
Nutlin treatment compared to baseline counts for the lines. Similarly p.G334R “fold” is the average
counts of the indicated genes in the mutant LCLs 3119 (c3) and 3518 (c4) at 24 hours after Nutlin
treatment compared to baseline for the lines. G334R/WT “fold” is a ratio of WT p53 fold to
p.G334R fold. The right half of the figure shows a heatmap of the technical replicates for each
line.
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