




Figure S2. ATAT1 effects on cell shape and FAs. 

(A) Histogram showing the cell area (µm²) of migrating astrocytes transfected with 

indicated siRNAs (N=3, 100 cells per condition/experiment), one-way ANOVA. (B) 

Histogram showing the nucleus-leading edge distance (µm) of migrating astrocytes 

transfected with indicated siRNAs (N=3, 100 cells per condition/experiment); one-

way ANOVA. (C) Epifluorescence images of paxillin immunostaining (inverted 

contrast) in migrating (8 h after wounding) astrocytes nucleofected with the 

indicated plasmids (the insets show GFP expression). Dashed lines indicate the 

wound orientation. Bars: 10 µm. The bottom panels correspond to the zooms of the 

boxed regions located at the leading edge or further back within the protrusions. 

Bar: 1 µm. (D) Graphs show the number and distance to the leading edge (µm) of FAs 

in migrating astrocytes transfected with indicated plasmids (N=3, > 50 cells per 

conditions/per experiment). The box-and-whisker plot show median, first and third 

quartiles (boxes), whiskers extending to the furthest observations.  
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Figure S3. 

(A) Migrating astrocytes were stained with antibodies against α-tubulin, acetylated 

tubulin and Rab6 8h following wounding. Bar, 10 µm. Graph showing the mean 

intensities of Rab6 using an acetyl tubulin mask vs mean intensities of Rab6 using a 

total tubulin mask. A linear fit with the equation Y = 0.9849*X - 6.551 was generated. 

R2 = 0.9618, n = 51 regions, N = 3 independent experiments. (B, C) Western blot 

analysis of total protein lysates of astrocytes nucleofected with the indicated siRNAs 

using the indicated antibodies. Images representative of N=3. (D, E) Epifluorescence 

images of paxillin (inverted contrast in D; purple in E) in migrating astrocytes (8 h 

after wounding) nucleofected with the indicated siRNAs. Dashed lines indicate 

wound orientation. The bottom images show zooms of regions indicated by the 

dashed boxes. Bar: 2 µm. On the right, box-and-whisker plots showing the number 

and distance to the leading edge (µm) of FAs in migrating astrocytes transfected with 

indicated siRNAs. n>50 cells, N = 3, 5 to 10 FAs per cell. Bar: 10 µm except for the 

zooms. (F) Immunofluorescence images (inverted contrast) of α-tubulin and 

acetylated tubulin in migrating astrocytes (8 h after wounding) nucleofected with the 

indicated siRNAs. The graph of the right shows the normalized acetylated tubulin 

levels in the different conditions. N=2 independent experiments, n>73 cells. (G) 

Western blot analysis with indicated antibodies of total protein lysates of astrocytes 

treated with Niltubacin or Tubacin. Phase contrast images of astrocytes treated with 

Niltubacin or Tubacin. Pink lines indicate the wound edge immediately (t0) or 16h 

(t16) after wounding. Bar: 50 µm. The box-and-whisker plots show the cell velocity 

(µm/min), directionality (%) and persistence (%) of migrating astrocytes; n ≥ 70 cells, 

N=3. 
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Movie 1: Phase-contrast videomicroscopy showing the migration of control and  

αTAT1-depleted astrocytes.  

Control (left) and αTAT1-depleted (right) astrocytes were grown to confluence. 

Migration was induced by wounding of the cell monolayer at time t0. Time lapse 

video (one frame every 15 min; total, 24 hours) acquired with a Zeiss Axiovert 200M 

equipped with a thermostatic humid chamber with 5% CO2 and 37°C. All images 

were acquired with dry objective 10X 0.45 NA and an EMCCD camera.  Bar:  100 µm. 
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Movie 2: GFP and hTTL expressing astrocyte migration 

Astrocytes expressing pEGFP-c1 (left) and hTTL-YFP (right). Astrocytes were grown to 

confluence. Migration was induced by wounding of the cell monolayer at time t0. 

Time lapse video (one frame every 15 min; total, 24 hours) acquired with a Zeiss 

Axiovert 200M equipped with a thermostatic humid chamber with 5% CO2 and 37° C. 

All images were acquired with dry objective 10X 0.45 NA and an EMCCD camera. Bar: 

100 µm. 
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http://movie.biologists.com/video/10.1242/jcs.225805/video-2


Movie 3: FA dynamics in control and TAT1-depleted astrocytes 

Control (left) and αTAT1-depleted (right) astrocytes were grown to confluence.  

Migration was induced by wounding on the cell monolayer and time lapse video was 

acquired 4 hours after. Time lapse (one frame every 5 min; total, 360 min) was 

acquired with a Biostation with a 40x air objective and EGFP channel. Bar: 20 µm. 
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http://movie.biologists.com/video/10.1242/jcs.225805/video-3


Movie 4: GFP-αTAT1 colocalizes with microtubules 

GFP- αTAT1 expressing astrocytes were grown to confluence. Migration was induced 

by wounding on the cell monolayer 4 days after transfection. Three hours after 

wounding cells were incubated with SirTubulin. One hour later images were acquired 

every 5 s for 90 s using a 100X oil objective at a spinning disk microscope. Bar: 10 

µm. 
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http://movie.biologists.com/video/10.1242/jcs.225805/video-4


Movie 5: GFP-αTAT1 colocalises with FAs 

GFP- αTAT1 and mCherry-Paxillin expressing astrocytes were grown to confluence. 

Migration was induced by wounding on the cell monolayer 4 days after transfection. 

Images were acquired 4h after wounding every 4 min for a total of 30 min using a 

spinning-disk microscope and a 100x oil objective. Bar: 10 µm. 
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http://movie.biologists.com/video/10.1242/jcs.225805/video-5


Movie 6: Rab6A-positive vesicle traffic in control and TAT1-depleted astrocytes 

Control (left) and αTAT1-depleted (right) astrocytes expressing GFP-Rab6A and 

Paxillin-mCherry. Time lapse video (one frame every 5 sec; total, 10 min) was 

acquired with a spinning-disk microscope and a 100x oil objective. Bar: 10 µm. 
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http://movie.biologists.com/video/10.1242/jcs.225805/video-6

