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Supplementary figure 3: The number of blood—derived inflammatory cells found
in spinal cord sections does not correlate with the time between EAE induction
and tissue analysis.
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Supplementary figure 4: CD4" lymphocytes are found in the spinal cord at all stages
of EAE. (a-l) Collages of confocal optical sections of the spinal cord of
irradiated/separated parabionts at each clinical score of EAE. Macrophages/microglia are
identified by staining for Iba—1 (red), CD4 staining is shown in blue and partner—derived
cells are identified by GFP (green). Arrowheads indicate representative partner—derived

lymphocytes. Scale bars: 100pm.
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Supplementary Figure 6:Differentiation of infiltrating inflammatory monocytes to macrophages after
entry into the CNS correlates with disease progression rather than time elapsed from EAE iduction.
(a) shows a strong correlation between the increase in numbers of blood derived macrophages and the severity

of EAE (N=6). In contrast (b) shows that the appearance of blood derived macrophages does not correlate with
time post EAE induction (N=6).
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Supplementary Figure 10:Analysis of chimerism in peripheral blood by flow
cytometry:

(a) Representative plot showing the gating of the main population of cells in
peripheral blood. Low forward scatter events represent erythrocytes and platelets
remaining after lysis and are excluded from further analysis. (b) Representative
plot showing the gating used to calculate the percentage of GFP* cells within the
main population shown in panel a.
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a Average total number of 5.4+£3.5 37.8+11.3 77.2+22.4

GFP" cells

95.1 £29.7

b Average total number of 0 8.442 9 26.846.8

macrophages
(GFP'/Iba-1")

90.1+29.7

c Mean Percentage of 0 225552 36.4+10.6

blood-derived macrophages
(GFP" /Iba-1")

94.9+3.3

Mean percentage of

d blood-derived monocytes 0 59486 71£12.9
(GFP" / CD11b+/Iba-1)

17+£8.2

Average total 154.4

a number of 60.4 £18.2 759 +23.2 42921 94 +33.9
microglia ’
(Iba-17)
b Mean Percentage of ) 3 c» 23755 6114136 61.3+134

BrdU" microglia
(BrdU/Iba-1")
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Supplementary Table 1: Individual data points used to calculate averages presented

in the main figures.

Infiltration of blood—derived inflammatory cells increased as the disease progress to
the paralytic stages (Fig 2, 3, 4). Two opposite quadrants in each spinal cord section

were counted. The data represent average mean =+ s.d.

P values for each comparison point are as follow:
(a) Average absolute number of GFP” cells (Fig 2a). P value between score one and two:

7.06E-20; between score two and three: 7.77E—13; between score three and four: 0.005.
(b) Percentage of blood derived monocytes (Fig 3a). P value between score one and two:

5.74E-16; Score two and three: 0.003; score three and four: 4.62E—-15.

(c) Percentage of blood derived macrophages (Fig 3b). P value between score one and

two: 1.81E-24; score two and three: 4.66E-09; score three and four: 7.49E-31.

(d) Average absolute number of macrophages (Fig 4b). P value between score one and

two: 8.17E-19; between score two and three: 2.24E—-19; between score three and four:

2.52E-15.

Activation of microglia precedes the infiltration of blood derived inflammatory cells
(Fig 4). Two opposite quadrants in each spinal cord section were counted. The data

represent average mean + s.d.

P value for each comparison point is as follow:

(a) Average absolute number of microglia (Fig 4b). P value between score one and two:

0.002; between score two and three: 2.2E-19; between score three and four: 1.20E-11.

(b) Percentage of BrdU" microglia (Fig 4a). P value between score one and two: 0.77;

between score two and three: 4.41E-20; between score three and four: 0.94.





