Supplementary Figure 1. (A) Whole-cell extracts from CS3BE Flag and CS3BE CSA-Flag cells immunoblotted for AKT1 (shown at two exposures), AKT2, AKT3, CSA and β-actin. (B) MDA-MB-231 sh-K and sh-CSA cells were serum-starved, stimulated with EGF and harvested at the indicated times for immunoblotting; the graphs report the densitometric quantification of pAKTT308 and pAKTS473. Data are mean ± SEM of three independent experiments; *p < 0.05, **p < 0.01. (C) Quantification of the PLA foci per cell shown in Fig. 5C. Data are mean ± SEM; ***p < 0.001. (D) Representative wound-healing assay performed on CS3BE Flag and CS3BE CSA-Flag cells at 0, 24 and 48 h. (E) Immunoprecipitation of CSB-Flag from CS1AN Flag and CS1AN CSB-Flag cells, immunoblotted for CSB-Flag and AKT. WCE, whole-cell extract; FT, flow-through; IP, immunoprecipitation. (F) Whole-cell extracts from CS1AN Flag and CS1AN CSB-Flag cells immunoblotted for pAKTS473, pAKTT308, total AKT, CSB-Flag and β-actin, with the corresponding densitometric quantification (β-actin normalized). ns, not significant. (G) Nascent RNA synthesis measured by biosynthetic incorporation of 5-ethynyluridine (EU) in MDA-MB-231 sh-K and sh-CSA cells. Data are mean ± SEM; ns, not significant.
Supplementary Figure 2. Loss of CSA partially phenocopies the transcriptional consequences of AKT depletion. (A) Number of differentially expressed genes (DEGs) identified in MDA-MB-231 cells depleted of AKT (AKT-KD) or CSA (CSA-KD) relative to scrambled control. (B) Venn diagram showing the overlap between the AKT-KD and CSA-KD DEG signatures. (C, D) Volcano plots of AKT-KD (C) and CSA-KD (D) versus control cells; dashed lines indicate the significance thresholds (|log2FC| > 0.58; padj < 0.05). (E) Transcriptome-wide correlation of the log2 fold-changes obtained in AKT-KD and CSA-KD cells (r = 0.53). (F) Heat map of the log2 fold-changes of AKT-dependent genes, the immediate-early transcription factors EGR1, NR4A1, FOSB and FOS and the mitochondrial transcripts COX8A and MT-RNR2, in AKT-KD and CSA-KD cells.



