Supplemental Table 1. Diet Formulations

30% 60%
Class description Ingredient (grams) calorie | 10% Kcal | Kcal
restricted | from fat | from fat
diet diet diet
Protein Casein, 80 Mesh 200 200 200
Protein L-Cystine 3 3 3
Carbohydrate Corn Starch 197.9 315 0
Carbohydrate Maltodextrin 10 Og 35 125
Carbohydrate Sucrose 197.9 350 68.8
Fiber Cellulose 50 50 50
Fat Soybean Oil 25 25 25
Fat Lard 20 20 245
Mineral RD96 Mineral Mix 10 10 10
Mineral Dicalcium Phosphate 13 13 13
Mineral Calcium Carbonate 5.5 5.5 5.5
Mineral Potassium Citrate 16.5 16.5 16.5
Vitamin Choline Bitartrate 2 2 2
Vitamin AIN-76A vitamin mix 10 10 10
Dye Yellow FD&C #5 0 0.05 0
Dye Blue FD&C #1 0 0 0.05
Total: 750.8 1055.05g | 773.85
Caloric Information Physiological Fuel Values
Protein (kcal) 29% 20% 20%
Fat (kcal) 14% 10% 60%
Carbohydrate (kcal) 57% 70% 20%
Energy Density (kcal/gm) 3.78 3.85 5.24




Supplemental Table 2. List of antibodies for flow cytometry.

Antibody Clone Fluorochrome Catalog number Supplier
CD3e 145-2C11 FITC, APC-Cy7 553062, 557596 BD Biosciences
CD4 GK1.5 PE 553730 BD Biosciences
CD8a 53-6.7 APC 553035 BD Biosciences

CDl11b M1/70 APC-Cy7 557657 BD Biosciences
CDllc HL3 PE 553802 BD Biosciences
CD19 1D3 FITC 553785 BD Biosciences
CD161 (NKI1.1) PK136 PE 557391 BD Biosciences

F4/80 BMS APC 17-4801-82 eBiosciences

Fc block 93 X 101302 Biolegend

Gr-1 RB6-8C5 FITC 553127 BD Biosciences
I-Ab AF6-120.1 FITC 553551 BD Biosciences
Ly6C 1A8 APC 560599 BD Biosciences
Ly6G AL-21 APC-Cy7 560596 BD Biosciences




Supplemental Table 3. Effect of increased adiposity on splenic immune cell

distribution
A Splenic immune cells Lean Overwt Obese
(percent) (@=12) (@=14) @10 | P
B cells (CD197) 457+88 416+92 43474 0.487
Total T cells (CD3%) 287+10.0 | 229+74 | 181+£52* | 0.011
Helper T cells (CD3°CD4%) 176 +£6.3 13450 | 11558 | 0.028
Cytotoxic T cells (CD3"CD8") 129+50 112+38 92+32 0.121
NKcells (NK1.17) 78+33 65+39 87+48 0.529
Dendritic Cells (I-Ab™CD11¢") 108+42 11.1+49 106=36 0.988
Macrophages (I-Ab"CD11b7) 125+40 149+39 15026 0.169
MDSCs (Gr-17CD11b%) 13.1+£7.7 17593 | 21.7+x11.1 | 0.084
gMDSCs (Gr-1%CD11b%) 82+6.3 10260 | 151104 | 0.086
mMDSCs (Gr-1°CD11b%) 44+23 6644 60=x21 0.128
B Splenic immune cells Lean Overwt Obese
(x106) (0=12) (0=14) @=10) | Ve
Sclesouyte const 1435+ 68.6 117 g:oi 1895502 | 0381
B cells (CD197) 69.1£355 | 68.1+327 | 824+£239 | 0.506
Total T cells (CD3%) 371145 | 352+174 | 339+126 | 0876
Helper T cells (CD3°CD4") 240£10.1 | 214+124 | 222+132 | 0.853
Cytotoxic T cells (CD37CD8") 17575 | 180110 | 17.8+89 0.991
NKcells (NK1.17) 108+7.2 95+65 163113 | 0.136
Dendritic Cells (I-Ab™CD11¢") 156108 | 178110 | 20.7+10.5 | 0415
Macrophages (I-Ab"CD11b7) 179+109 | 257+138 | 28597 0.092
MDSCs (Gr-17CD11b7) 214+£181 | 350+325 | 394176 | 0.112
gMDSCs (Gr-1%CD11b%) 13.7£125 | 21.2+206 | 264133 | 0.102
mMDSCs (Gr-1°CD11b%) 6964 126£120 | 11.7+59 0.169

a = significantly different than Lean (p<0.05)
b = significantly different than Overwt (p<0.05)




Supplemental Table 4. Effect of increased adiposity on TDLN immune cell

distribution
A TDLN immune cells Lean Overwt Obese
(percent) (n=8) (n=8) (n=8) P-yninc
B cells (CD197) 338+27 351+25 35.7+1.7 0.298
Total T cells (CD37) 56.7+1.2 483+20* | 45.7+13*® | <0.001
Helper T cells (CD3°CD4") 35709 280+232 26414 | <0.001
Cytotoxic T cells (CD3°CDS8%) 19413 158+1.12 13.8+132% | <0.001
Dendritic Cells (I-Ab™CD11c¢7) 06=0.1 0.7+0.1 0.7x0.1 0433
Macrophages (I-AbCD11b") 1.1+03 1504 22+06% | <0.001
MDSCs (Gr-1"CD11b") 2204 45+0.5° 6307 | <0.001
gMDSCs (Gr-1#CD11b%) 12+0.2 20+0.32 24+043 <0.001
mMDSCs (Gr-1°CD11b%) 1103 26+0.5° 3606 | <0.001
B TDLN immune cells Lean Overwt Obese
(x106) (0=8) (0=8) (@=g) | PV
B cells (CD197) 37£06 4204 43=+032 0.039
Total T cells (CD3%) 6308 58+0.8 5605 0.125
Helper T cells (CD3°CD4") 4005 3.3+0.6% 32x04 0.014
Cytotoxic T cells (CD3°CDS8") 22+03 19+03 1.7+£0.32 0.014
Dendritic Cells (I-Ab™CD11c¢") 0.1£0.1 0.1£0.1 0.1£0.1 0.153
Macrophages (I-AbCD11b") 0.1+0.1 02=+0.1 03+0.12* | <0.001
MDSCs (Gr-1"CD11b%) 02+0.1 05+0.12 08+0.12* | <0.001
gMDSCs (Gr-1¥CD11b%) 0.1+0.1 02+0.12 03=+0.12* | <0.001
mMDSCs (Gr-1°CD11b%) 0.1=0.1 03=+0.1 05+0.12 <0.001

a = significantly different than Lean (p<0.05)
b = significantly different than Overwt (p<0.05)
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