Figure S1. Comparison of LGALS3 antibodies and staining after methanol fixation. (A) MCF7 cells were treated with 2 mM LLOMe for 2 h and costained with mouse (green) and rat anti-LGALS3 (red) antibodies. Representative confocal microscopy images are shown. (B) MCF7 cells were treated with 2.5 mM LLOMe for 18 h, fixed in ice-cold methanol and stained with rabbit anti-LGALS1 or mouse anti-LGALS3 antibodies (green). Nuclei were labelled with Hoechst 33342 (blue). Representative confocal microscopy images are shown. Scale bars: 10 μm.

Figure S2. Overlap between different markers for lysosomes, mitochondria and early endosomes. MCF7 cells were costained for different markers of the same organelle, i.e. LAMP1 and LAMP2 for lysosomes, TOMM20 and HSPA9 for mitochondria, or EEA1 and RAB5 for early endosomes. Representative confocal microscopy images are shown. Scale bars: 10 μm.

Figure S3. Galectin staining of paraffin-embedded samples. (A) MCF7 cells were treated with 2 mM LLOMe or 8 μM terfenadine for 6 h, detached, washed, pelleted, fixed in 4% formaldehyde and embedded in paraffin. After deparaffinization, blocking and antigen retrieval, 4-μm sections were stained with rabbit anti-LGALS1 (0.2 μg/ml), rat anti-LGALS3 (1:1000) or mouse anti-LGALS3 antibodies (0.25 μg/ml) and matching HRP-coupled secondary antibodies (EnVision Reagent, mouse and rabbit, DAKO, K4001 and K4003 and rabbit anti-rat antibodies, DAKO, P0450; 1:1000). Rabbit IgG (DAKO, X0903; 0.2 μg/ml), rat IgG (Life Technologies, 02-9602; 2.5 μg/ml) and mouse IgG (DAKO, X0931; 0.25 μg/ml) were used as negative controls. Representative bright field images are shown. Examples of cells with galectin puncta are indicated by arrowheads. Scale bars: 10 μm. (B) Lower magnifications of the sections in Figure 7B showing lactating (10 d) and involuting (24 h) mouse mammary glands stained with rabbit anti-LGALS1 antibodies (0.1 µg/ml). Rabbit IgG (2 μg/ml) was used as a negative control. Scale bars: 20 μm.

[bookmark: _GoBack]Videos S1 to S4. Comparison of red mCherry-LGALS3 and green YFP-LGALS1 (Video S1), YFP-LGALS8 (Video S2), YFP-LGALS9 (Video S3) or EGFP-LGALS3 (Video S4) puncta formation after treatment with 2 mM LLOMe observed by live confocal microscopy in U2OS-mCherry-LGALS3 cells transiently transfected with the YFP and EGFP constructs. The first image was taken ~1 min after LLOMe addition and subsequent images with 1-min intervals. The movies correspond to 35 min (Video S1), 34 min (Video S2), 38 min (Video S3) and 54 min (Video S4) in real time.

Video S5. Comparison of EGFP-LGALS3 (green) puncta formation and AF594-dextran (red) release. U2OS cells were transiently transfected with EGFP-LGALS3 and then loaded with AF594-dextran (10 kDa) overnight. After a 2-h chase period, cells were treated with 2 mM LLOMe and observed by live confocal microscopy. The first image was taken ~1 min after LLOMe addition and subsequent images with 1-min intervals. The movie corresponds to 59 min in real time.

Video S6. Comparison of mCherry-LGALS3 (red) and EGFP-MAP1LC3B (green) puncta formation after treatment with 2 mM LLOMe observed by live fluorescence microscopy with the ScanR automated microscopy system in U2OS-mCherry-LGALS3 cells transiently transfected with EGFP-MAP1LC3B. The first image is taken ~1 min after LLOMe addition and subsequent images with 30-sec intervals. The movie corresponds to 49 min in real time.

