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SUPPLEMENTARY MATERIALS

Figures S1-54 contain graphs and IHC staining that is referenced in the manuscript.

Data Tables S1-S5 contain data that was used for calculations in the manuscript.
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Figure S1. Analysis of AMPKal and AMPKa2 expression in TNBC PDX samples. (A)
Representative IHC staining of AMPKal and AMPKaz2 in TNBC PDX samples. (B)
Scoring distribution of AMPKal and AMPKa2 in TNBC PDX samples (1 =7). (C)
Subcellular localization (nuclear, cytoplasmic, or both) of AMPKal and AMPKa2 in
TNBC PDX samples (1 =7).
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Figure S2. Densitometry measurements of cyclin D1 and p53 after AMPKal or
AMPKa?2 knockdown in TNBC cells. (A) MDA-MB-231, MDA-MB-468, and BT-20 cells
were transfected with 50 nM of siRNA targeting AMPKal or AMPKa2. Expression of
cyclin D1 was analyzed by western blot densitometry 72h after transfection (n = 3). (B)
MDA-MB-231 cells were transfected with 50 nM of siRNA targeting AMPKal or
AMPKa?2. Expression of p53 was analyzed by western blot densitometry 72h after
transfection (n = 3). *indicates p-value < 0.05; NTC, Non-targeting control was used as a
negative control.
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Figure S3. Effect of AMPKal or AMPKa2 knockdown on basal and compensatory
glycolysis in MDA-MB-231 cells. MDA-MB-231 cells were transfected with 50 nM of
siRNA targeting AMPKal or AMPKa2. Non-targeting control was used as a negative
control. Cells were seeded at a density of 20,000 cells/well 48h after transfection, and the
rates of (A) basal and (B) compensatory glycolysis were determined 24h later (n = 18).
The results are representative of 2 independent experiments. *indicates p-value < 0.0001.
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Figure S4. Silencing Aktl enhances radiation-induced apoptosis in MDA-MB-231
cells. (A) MDA-MB-231 cells were transfected with siRNA to AMPKal, Aktl, or
AMPKal/Aktl. Transfection concentrations were: (1) individual siRNA: 50 nM, (2)
combination siRNA: 50 nM each (100 nM total), and (3) NTC: 100 nM. Cells were
exposed to 0 or 6 Gy radiation dose 24h after transfection and collected 48h after
radiation. Expression of AMPKal, Aktl, and cleaved PARP was determined by western
blot. (B) MDA-MB-231 cells were transfected with siRNA to AMPKa1, Aktl, or
AMPKal/Aktl. Transfection concentrations were: (1) individual siRNA: 50 nM, (2)
combination siRNA: 50 nM each (100 nM total), and (3) NTC: 100 nM. Cells were



seeded at a density of 100 cells/well into 96-well plates 48h after transfection. Cells were
exposed to 0 or 4 Gy radiation dose 24h later. Colonies were fixed and quantified with

the SRB assay protocol 1 week after irradiation (1 = 18). NTC, Non-targeting control was
used as a negative control. *indicates p <0.01 vs. group control; t indicates p <0.0001 vs.

no radiation.

Data Table S1. Western blot data used for densitometry calculations in paper.

Data Table S1. Western blot data used for densitometry calculations in paper.
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Data Table S2. Basal and compensatory glycolysis data used for calculations in paper.

Data Table S2. Basal and compensatory glycolysis data used for calculations in paper.
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Data Table S3. Proliferation assay data used for calculations in paper.

Data Table S3. Proliferation assay data used for calculations in paper.
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Data Table S4. SRB assay data used for calculations in paper.

Data Table S4. SRB assay data used for calculations in paper.
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Data Table S5. Colony formation SRB assay data used for calculations in paper.

Data Table S5. Colony formation SRB assay data used for calculations in paper.
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