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Suplemmentary Figure 1. (a) Study design. Personalized assay generation worklow. (b) Oncoprint
showcasing key clinicopathological and treatment-related variables for the 43 patients with successful
tumor-informed panels. (c) Site of origin and timing of archival tissue for personalized assay generation.
(d) ctDNA timepoints and tumor response by RECIST v1.1. and (e) radiologist assessment.
Abbreviations: CDK4/6i, cyclin dependent kinase 4 and 6 inhibitor; ctDNA, circulating tumor DNA,; ET,
endocrine therapy; FFPE, formalin-fixed paraffin-embedded; HER2, human epidermal receptor 2; HR,
hormone receptor; IDC, invasive ductal carcinoma; ILC, invasive lobular carcinoma; MDLC, mixed
ductal lobular carcinoma; SERD, selective estrogen receptor degrader; SERM, selective estrogen
receptor modulator; WES, whole exome sequencing.
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Suplemmentary Figure 1. (a) Study design. Personalized assay generation worklow. (b) Oncoprint
showcasing key clinicopathological and treatment-related variables for the 43 patients with successful
tumor-informed panels. (c) Site of origin and timing of archival tissue for personalized assay generation.
(d) ctDNA timepoints and tumor response by RECIST v1.1. and (e) radiologist assessment.
Abbreviations: CDK4/6i, cyclin dependent kinase 4 and 6 inhibitor; ctDNA, circulating tumor DNA,; ET,
endocrine therapy; FFPE, formalin-fixed paraffin-embedded; HER2, human epidermal receptor 2; HR,
hormone receptor; IDC, invasive ductal carcinoma; ILC, invasive lobular carcinoma; MDLC, mixed
ductal lobular carcinoma; SERD, selective estrogen receptor degrader; SERM, selective estrogen

receptor modulator; WES, whole exome sequencing.
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Suplemmentary Figure 1. (a) Study design. Personalized assay generation worklow. (b) Oncoprint
showcasing key clinicopathological and treatment-related variables for the 43 patients with successful
tumor-informed panels. (c) Site of origin and timing of archival tissue for personalized assay generation.
(d) ctDNA timepoints and tumor response by RECIST v1.1. and (e) radiologist assessment.
Abbreviations: CDK4/6i, cyclin dependent kinase 4 and 6 inhibitor; ctDNA, circulating tumor DNA,; ET,
endocrine therapy; FFPE, formalin-fixed paraffin-embedded; HER2, human epidermal receptor 2; HR,
hormone receptor; IDC, invasive ductal carcinoma; ILC, invasive lobular carcinoma; MDLC, mixed
ductal lobular carcinoma; SERD, selective estrogen receptor degrader; SERM, selective estrogen
receptor modulator; WES, whole exome sequencing.

e
QOEEQ QO o o o (O] o o o
QQmmmQ O o O o) (e} o O o
OO O (o) o o o 0] [0 0] o o (o)
[exeoNe] o o o o o
QmmmmOi0 OO £ 3 o °
CDEEQE OO (e} (o) (e} (o) o o o
[es ol o o
QO O (o] 00 Lo o o _Jo]
° ————
° P— Event
OQmmmm O o o o .O o » v Death
OOmmm=0: O O %O N * Early Treatment Discontinuation
— QOwwmm o o X o Sample
C Gomoo0==o ° ° x x Treatment Failure
q) QOmmmQr O o o X
- — Qo0 o o
E [ol o o N o) o o =8
O Commommmm— - Status
Ommmmmm QO (e} o B . .
= Improving/responding
b Stable
= Worsening/enlarging
QO
COmOmm—
QOO X o Fail
D00 o Not Detected
PR e Detected
[eR el
O"OX
QX
agi
0 500 1000 1500 2000

Days from Baseline



Supplementary Figure 2. (a) Clinicopathological and genomic associations with baseline eVAF,
excluding failed samples. (b) Correlation of baseline eVAF with RECIST v1.1 target lesion
measurements in the analytical cohort and (c) in patients with liver disease at baseline. (d) Time to
treatment failure and (e) overall survival forest plots for univariable Cox models for baseline eVAF
and key clinical variables including the presence of visceral disease, age at study entry, line of
therapy, and ET pair on study. (f) Time to treatment failure and (g) overall survival forest plots for
multivariable Cox models including baseline eVAF and the presence of visceral disease.
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Supplementary Figure 2. (a) Clinicopathological and genomic associations with baseline eVAF,
excluding failed samples. (b) Correlation of baseline eVAF with RECIST v1.1 target lesion
measurements in the analytical cohort and (c) in patients with liver disease at baseline. (d) Time to
treatment failure and (e) overall survival forest plots for univariable Cox models for baseline eVAF
and key clinical variables including the presence of visceral disease, age at study entry, line of
therapy, and ET pair on study. (f) Time to treatment failure and (g) overall survival forest plots for
multivariable Cox models including baseline eVAF and the presence of visceral disease.
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Supplementary Figure 3. (a) Individual plots of ctDNA kinetics until treatment failure or last follow-up.
RECIST v1.1 response categories, time of radiological evaluations, ctDNA detection, and clinical
outcomes are shown. Patients with primary resistance are indicated by a red arrow. (b) Individual
plots of ctDNA kinetics until treatment failure or last follow-up with radiologist assessment shown. (c)
Exploratory analysis of a patient with negative ctDNA samples using a refined calling pipeline to focus
on 4 variants best supported by QC. (d) ctDNA kinetics during the first 90 days of treatment and
RECIST v1.1 partial response. (e) Correlation of the changes in eVAF and RECIST v1.1 target lesion
measurements at best response. (f) Case vignettes of patients with discordant changes in eVAF and
RECIST v1.1 measurements at best response.
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Supplementary Figure 3. (a) Individual plots of ctDNA kinetics until treatment failure or last follow-up.
RECIST v1.1 response categories, time of radiological evaluations, ctDNA detection, and clinical
outcomes are shown. Patients with primary resistance are indicated by a red arrow. (b) Individual
plots of ctDNA kinetics until treatment failure or last follow-up with radiologist assessment shown. (c)
Exploratory analysis of a patient with negative ctDNA samples using a refined calling pipeline to focus
on 4 variants best supported by QC. (d) ctDNA kinetics during the first 90 days of treatment and
RECIST v1.1 partial response. (e) Correlation of the changes in eVAF and RECIST v1.1 target lesion
measurements at best response. (f) Case vignettes of patients with discordant changes in eVAF and
RECIST v1.1 measurements at best response.
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Supplementary Figure 4. (a) Time to treatment failure (b) and overall survival Cox models for ctDNA
clearance, defined retrospectively based on the entire CDK4/6i treatment follow-up period, and key

clinical variables including the presence of visceral disease, age at study entry, line of therapy and
endocrine therapy pair on study. (c) Time to treatment failure (d) and overall survival according to
ctDNA clearance at a 12-month landmark. (e) Clinicopathological associations of ctDNA clearance. (f)

Time to treatment failure and (g) overall survival according to ctDNA clearance among RECIST v1.1
responders. (h) Time to treatment failure and (i) overall survival according to having more than 90%
eVAF reduction from baseline (eVAF.4q9), and their respective survival (j, k) at a 12-month landmark.
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Supplementary Figure 4. (a) Time to treatment failure (b) and overall survival Cox models for ctDNA
clearance, defined retrospectively based on the entire CDK4/6i treatment follow-up period, and key
clinical variables including the presence of visceral disease, age at study entry, line of therapy and
endocrine therapy pair on study. (c) Time to treatment failure (d) and overall survival according to
ctDNA clearance at a 12-month landmark. (e) Clinicopathological associations of ctDNA clearance. (f)
Time to treatment failure and (g) overall survival according to ctDNA clearance among RECIST v1.1
responders. (h) Time to treatment failure and (i) overall survival according to having more than 90%
eVAF reduction from baseline (eVAF.4q9), and their respective survival (j, k) at a 12-month landmark.
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ctDNA clearance at a 12-month landmark. (e) Clinicopathological associations of ctDNA clearance. (f)
Time to treatment failure and (g) overall survival according to ctDNA clearance among RECIST v1.1
responders. (h) Time to treatment failure and (i) overall survival according to having more than 90%
eVAF reduction from baseline (eVAF.4q9), and their respective survival (j, k) at a 12-month landmark.
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