


Supplementary Figure 7

Effects of the long-term CDS8 depletion on the metabolic profiles of mice fed a high-fat
diet

C57BL/6 mice were administered either antibody to CD8 (CD8 Ab) or control IgG (IgG)
weekly for 8 weeks, beginning when they were 4 weeks old. They were also fed a high-fat
diet over the same period, as shown in Figure 2. All mice were examined when they were 12

weeks old. (a, b, ¢) Body weight, daily food intake, epididymal fat pad weight, femoral
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subcutaneous fat pad weight, and mean adipocyte diameter in the epididymal fat pads are
shown (n=8 animals in each group). Mean adipocyte diameters were calculated from a total
of 200 adipocytes randomly selected from 25 low-power fields (n=8 animals in each group;
ns, not significant). (d) Numbers of crown-like structures (white arrows in Fig. 2b) in adipose
tissue (n=20 low-power fields in each group, *P < 0.05). Twelve-week-old lean mice fed a
normal chow diet (ND) served as a control. (e, f, g) Serum levels of insulin, TNF-a, IL-6,
MCP-1, adiponectin, leptin, and nonesterified fatty acids (NEFA) in mice treated with IgG or
CD8 Ab (n=8 animals under ad-libitum feeding in each group). (*P < 0.05; ns, not

significant).
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Supplementary Figure 8
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Effects of CD8" cell depletion in ob/ob mice

ob/ob mice fed a normal diet were randomly assigned to two groups and administered either
antibody to CD8 (CD8 Ab, 120 pg/mouse) or control IgG (IgG) weekly for 3 weeks,
beginning when the were 5 weeks old. They were then examined at 8 weeks old. (a, b)
Results of insulin-tolerance (a, 2 U/kg insulin) and oral glucose-tolerance (b, 1 g/kg glucose)
tests in mice administered anti-CD8 Ab (ob/ob + anti-CD8, black lines) or control IgG (ob/ob
+ IgG, gray lines) (n=6 animals in each group, *P < 0.05). (c¢) Flow cytometric analysis of M1

macrophages (F4/80'CD11¢'CD2067), M2 macrophages (F4/80'CD11¢'CD206"), CD8" T
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cells, and CD4" T cells in SV fractions (n=5 animals in each group, *P < 0.05). Body weight
(d), daily food intake (e), epididymal fat pad weight (f), and femoral subcutaneous fat pad
weight in ob/ob mice treated with IgG and anti-CD8 Ab (n=6 animals in each group; ns, not

significant).

14

Nature Medicine: doi;10.1038/nm.1964



Supplementary Figure 9
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Effects of CD8-specific antibody treatment on metabolic profiles in pre-established DIO

mice

C57BL/6 mice were fed a high-fat diet, beginning when they were 9 weeks old. Beginning at
19 weeks, they were administered either antibody to CD8 (CD8 Ab) or control IgG (IgG) for
2 weeks, as in Figure 3. Lean mice fed a normal chow served as controls (ND). All mice were
examined when they were 21 weeks old. (a, b) Body weight (a) and daily food intake (b) of
DIO + CDS8 and DIO + IgG mice (n=10 animals in each group; ns, not significant). (¢, d, e)
Serum levels of insulin, TNF-a, IL-6, MCP-1, adiponectin, leptin, and nonesterified fatty

acids (NEFA) in mice treated with IgG or anti-CD8 Ab (n=10 animals fed ad-libitum in each

group, *P < 0.05).
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Supplementary Figure 10
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Effects on metabolic profiles of adoptive transfer of CD8" T cells to Cd8a-deficient mice

Cd8a”" mice were fed either normal chow (ND) or a high-fat diet (DIO) for 8 weeks,
beginning when they were 6 weeks old. Splenic CD8" T cells (5 x 10°) isolated from lean
control mice (DIO + CD8) or PBS (DIO + PBS) were intravenously administered to the DIO
mice weekly over the same period, and the mice were examined at 14 weeks old. (a, b) Body
weight, daily food intake, and epididymal fat pad weight in ND, DIO + PBS and DIO + CD8
mice (n=6 animals in each group, *P < 0.05). (¢, d, e) Serum levels of insulin, TNF-a, IL-6,
MCP-1, adiponectin, leptin, and nonesterified fatty acids (NEFA) in ND, DIO + PBS and

DIO + CD8 mice (n=6 animals under ad-libitum feeding in each group, *P < 0.05).
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Supplementary Figure 11
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Validation of CD8 depletion by antibody to CD8 treatment

Neutralizing antibody to CD8 (CD8 Ab, 120 pg/mouse) or control rat IgG (IgG) was
intraperitoneally administered to 20-week-old DIO mice 3 days before examination.
Untreated DIO mice served as a control (CTRL). Lymphocyte and monocyte populations
were examined in the spleen (a), lymph node (b), and peripheral blood (¢). CD8 Ab treatment
reduced the numbers of CD8" cells by 70% to 90% in all three tissues. By contrast, monocyte
(CD11b™¢"Gr-1"CD3°CD94") numbers in peripheral blood were not significantly altered by

CDS8 Ab treatment.
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Supplementary Figure 12
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CD11c as a marker of M1 and M2 macrophage differentiation

To validate CD11c as a marker for discriminating the M1 and M2 subsets of macrophages in
adipose tissue, expression levels of TNFa (a), CD206 (b) and IL-10 (¢) were examined in the
F4/80" CD11c" and F4/80" CD11c¢ cell populations in the SV fraction from 20-week-old DIO
mice. We found that the majority of F4/80° CD1lc" cells were positive for TNFa and
negative for CD206 and IL-10, while F4/80" CD11c cells were largely negative for TNFa,
and positive for CD206 and IL-10. Positive cells were determined by isotype-matched control
antibody staining. These data indicate that F4/80" CD11c" and F4/80" CD11c macrophages

respectively exhibit the M1 and M2 phenotypes .
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