Regional differences in heat shock protein 25 expression in
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SUPPLEMENTARY INFORMATION
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Supplementary Figure 1.. Characterisation of cortical and spinal cord mixed glial cultures.The proportion of astroglia and
microglia in the mixed primary cortical and spinal cord cultures was determined after 12 days in vitro by (a-b) immunob-
lotting, and immunolabelling followed by (c-d) immunocytochemistry and (e-f) single cell analysis by flow cytometry. (a)
Primary mixed glial cultures were lysed and the relative astroglial and microglial content was assessed by immunoblot
analysis of GFAP and Iba1, respectively. (b) GFAP and Iba1 band intensity normalised to GAPDH. (c) Mixed primary cortical
and spinal cord cultures immunolabelled with Iba1 (left), and GFAP (middle). Overlay (right) shown with DAPI nuclear stain.
Scale bar = 30 um.
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Supplementary Figure 2. Gating strategy for the analysis of Hsp25 expression of astroglia and microglia by flow cytomet-
ric analysis. (a) Viable cells were distinguished based on their forward scatter (area) and side scatter (area) and a polygonal
gate was used to exclude cellular debris and cell clumps. (b) Doublets were excluded based on their forward scatter (are)
and forward scatter (height). (c) The level of non-specific staining was determined by incubating cells with AlexaFluor 488
alone in the absence of primary antibody. Cells were also either (d) unlabelled or singly labelled for (e) GFAP-Cy3 or (f)
Hsp25-AF488. These samples were used to set the bisected polygonal gates, which were used to determine the percent of
GFAP*¥¢ and Hsp25*'¢ events in the double labelled samples. In addition, cells were either (g) unlabelled or singly labelled
for (h) CD11b-APC/Cy7 or (i) Hsp25-AF488. These samples were used to set the bisected polygonal gates, which were used
to determine the percent of CD11b*¥¢ and Hsp25*'¢ events in the double labelled samples.
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Supplementary Figure 3. Heat shock stress optimisation in primary mixed glial cultures. Primary mixed glial cultures
derived from cortex (Cx) or spinal cord (Sc) were heat shocked at 42°C for 30 min and then allowed to recover at 37°C for

0, 2, 6, or 24 h. Whole cell lysates were immunoblotted for Hsp70 as a marker of heat shock response activation and a-
tubulin as a loading control. .



