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Figure S1. Detection of mTORC1 kinase inhibition with compounds 1 – 7. (A) BJ cells were exposed to compounds 1 – 7 (100 μM) for 1 and 5 h. (B) BJ cells were exposed to a 12.5 μM concentration of compounds 5, 6, and 7 for 1 and 5 h. The levels of p70 S6 kinase (S6K) threonine 389 (Thr389) phosphorylation, mediated by mTORC1, and S6K total level were detected by immunoblotting using specific antibodies. GAPDH was used as a loading control. Quantitative analysis of immunoblots was performed using the ImageJ 1.48v program, with GAPDH as the internal control.
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Figure S2I
Figure S2. Cytostatic and cytotoxic effects induced by compounds 5 in proliferating (A) BJ, (B) RPE-1, (C) U251, (D) A172, T98, and U87 cells and compound 7 in proliferating (E) BJ, (F) RPE-1, (G) U251, (H) A172, T98, and U87 cells. The cytotoxic effect of compounds 5 and 7 (10 – 100 μM) was demonstrated by time-lapse microscopy (0 – 72 h) using the Incucyte SX1 platform. Representative 100 × 100 m regions of images captured at 0, 12, 24, 36, 48, 60, and 72 h are presented. The red colour represents annexin V staining of apoptotic cells. (I) The graphs show changes in cell death as detected by fluorescently labelled annexin V staining. Average annexin V staining normalized to cell confluence, with standard error from four images, is shown. A representative 310 × 450 μm region of endpoint images (72 h) is shown.
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Figure S3D
Figure S3. Detection of autophagy. (A) RPE-1 cells were cultivated in medium without serum (starvation) with compounds 5, 6, and 7 (100 µM), and temsirolimus (25 µM) for 24 h. Cells were stained with LC3, p62, DAPI, and LC3, LAMP2, DAPI. (B) Compound 5 was added at 1, 2, 4, 6, 8, 12, and 24 h, and cells were stained with LC3, p62, DAPI and LC3, LAMP2, DAPI. (C) To detect autophagy flux,  bafilomycin A1 was used for 1 h (100 nM) on cells cultivated for 23 h in full medium (ctrl), in medium withour serum (starvation), and with compound 5. Cells were stained with LC3, p62, DAPI, and LC3, LAMP2, and DAPI. Representative 100 × 100 m regions from captured images are shown. (D) p62 mRNA level determined by real-time reverse transcription-polymerase chain reaction in RPE-1 cells exposed to compound 5 (100 µM) for 24 h. 
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Figure S4C.
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Figure S4D.
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Figure S4F.
Figure S4. Cytotoxic effect in senescent IR-RPE-1 cells induced by compounds 5 (A) and compound 7 (B) and in senescent DTX-BJ cells induced by compounds 5 (C) and compound 7 (D) in the concentration range of 10 – 100 μM, demonstrated by time-lapse microscopy (0 – 72 h) using the Incucyte SX1 platform. (E) The graphs plot changes in cell confluence and cell death. Average cell confluence and annexin V staining positive area normalized to cell confluence with standard error from four images are shown. Representative 400 x 400 m regions of images captured at 0, 12, 24, 36, 48, 60, and 72 h are presented. The red colour represents annexin V staining of apoptotic cells. (F) Confirmation of cellular senescence for the experiment shown in Figure 11 using the detection of senescence-associated beta-galactosidase activity. 


Supplementary Table 1. The selection of dose levels for acute toxicity study of compounds 5 and 7 in mice.
	Tested compound (mg/kg i.p.)
	Mice (male/female)

	5
	250.0

	
	500.0

	
	750.0

	
	1000.0

	torkinib (7)
	500.0

	
	750.0

	
	1000.0

	
	[bookmark: _GoBack]1250.0
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