SUPPLEMENTAL FIGURES
Supplemental Figure 1. Image analysis: pH Calibration (A, B) and Colour Balance Measurements (C-H). A: Photographic images of 10% brain homogenate in 0.1M phosphate/borate buffer corrected to known pH 5.0-8.0, with 15(l of 0.1% Neutral Red. B: Standard titration curve (dots) and best fit algorithm (lines) for absorbance green / blue for 10% brain homogenates at known pH. Half-maximal change was observed at pH 6.2. Note the minimal spectroscopic differences between intravital (red dots and line) and invitro (blue dots and line) admixture of Neutral Red.Mean +/- standard error of mean/SEM, n = 3 samples. C, D: Colour balance analysis of backscattered light following unilateral carotid occlusion (CROC) alone in the absence of Neutral Red, on the occluded (oc), and non-occluded (noc) side. The balance for Green minus Red (G-R), Blue minus Red (B-R) and Green minus Blue (G-B) were calculated as described in supplement 2. The average intrahemispheric mean is shown in C, the average intrahemispheric standard deviation (SD) in D (n =3). E, F: Pixel to pixel intrahemispheric mean (E) and SD (F) following unilateral carotid occlusion and 90 minutes hypoxia (n = 2 mice). G-I: Changes in backscattered light balance following carotid occlusion, hypoxia (H) and reoxygenation (reox) for Green minus Red (G), Blue minus Red (H) and Green minus Blue (I). n = 2-3 mice per time point. Note the difference between occluded and non-occluded side for Green-Red (G) at 30 and 60 minutes of hypoxia (*p<0.05 in paired Student t-test). The Blue-Red balance (H) shows bilateral, significant difference at 90 min of hypoxia versus naïve, 30min hypoxia, and 2&6h of reoxygenation, and at 6h of reoxygenation versus occlusion alone, 60&90min hypoxia and 2&24h reperfusion (*p<0.05, one way ANOVA followed by posthoc Tukey). Slightly less extensive changes were also observed at both time points for the blue Blue-Green balance. J: Pseudocolour pH map of coronal brain section following carotid occlusion and 30 minutes hypoxia with (left) and without (right) adjustment for inter-hemispheric difference in Green-Red colour balance.
Supplemental Figure 2. A-G: Real colour image (A) and pseudocolour pH maps (B-G) of all 15 coronal brain levels taken at 400(m intervals throughout the forebrain (top – rostral, bottom – caudal), starting with the olfactory bulb. B: naïve animals, C: 60 minutes of exposure to 8%O2 (hypoxia alone), D: carotid occlusion alone, E-G: carotid occlusion with additional 15-60 minutes hypoxia, showing the rapid onset of brain acidosis in the main part of the ipsilateral middle cerebral artery in the 15°-90°  segment of the cerebral cortex. 

Supplemantal Figure 3. A-G: Pseudocolour pH maps of all 15 coronal brain levels, continuation of the time course from supplemental figure 1. A: carotid occlusion with additional 90 minutes hypoxia, B-G: re-exposure to room air for 1(B), 2 (C), 4 (D), 6 (E), 12 (F) and 24 (G) hours.
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