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SUPPLEMENTARY MATERIALS AND METHODS 

 

Study Design. Male and female mice were used, with individual experiments utilizing 

mice of a single gender. Mice were enrolled in experiments at 3-3.5 weeks of age. In vivo 

studies utilized 3-6 mice per group, and in vitro studies utilized 3 wells per condition. No power 

calculation was performed; groups of mice of at least 3 were enrolled as they became available 

from the breeding colony. Sample size was based on prior published studies to detect similar 

biological effects (1). Sample size was not altered after experiments were initiated. However, 

final data were in some cases pooled, as indicated, from identical experiments, after termination 

of all experiments. Outlier exclusion was not performed, and all assessed samples were 

included in final data analyses. Tumor growth studies proceeded until the majority of animals in 

at least one experimental group were excluded based on reaching a maximum tumor burden. 

Exclusion criteria were based on our Institutional Animal Care and Use Committee (IACUC) 

approved animal protocol dictating mouse health and tumor burden requirements. All other 

experiments were conducted with fixed endpoints, with experiments terminated at a 

predetermined time point. All experiments were performed in duplicate, as indicated, unless 

otherwise noted. All studies were conducted as controlled laboratory experiments, with 

melanoma-tumor bearing mice treated, as indicated, with pharmacological inhibitors and 

antagonists, and blocking or depleting monoclonal antibodies. Tumor progression during 

tumorigenesis was assessed by repeated caliper measurements of skin thickness. When 

treatment was initiated in mice after tumor establishment, individuals were assigned to groups to 

establish the best possible match between groups of average tumor thickness before first 

treatment administration. Experiments were not blinded.  

 

  Mouse Husbandry. All procedures on live animals were carried out within the CCMR 

facility between the hours of 7am and 8pm.  Studies were performed in accordance with the 
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IACUC Guidelines at Dartmouth. Animals were housed within the specific pathogen-free section 

of the Center for Comparative Medicine and Research (CCMR) at Dartmouth College. Animals 

were housed in CCMR standard cages containing hardwood chip bedding with no more than 5 

mice per cage. Mice had ad libitum access to water via drip bottle and to Teklad Irradiated 

Rodent Diet 2918 or PLX4720-containing rodent chow as described. Mice were maintained on a 

12hr light/12hr dark cycle, at a temperature of 22°C +/- 1°C with 30-70% humidity. Where 

indicated, mice were bred in house to CCMR standards, as breeding pairs or trios with access 

to Nestlets® or a mouse house and ad libitum access to Teklad Irradiated Rodent Diet 2919. 

Litters were weaned to standard CCMR caging at 20-22 days old.  

 

Histology. For histological analysis, age- and sex-matched mice were euthanized by CO2 

asphyxiation. Skin and tumor samples were harvested and fixed in 10% (vol/vol) buffered 

formalin overnight and embedded in paraffin. Hematoxylin and eosin (H&E) staining was 

performed on tissue sections and slides were scanned on Leica SCN400 by the Dartmouth’s 

Pathology Shared Resource. 

 

Ex vivo Treg suppression assay. CD8 T cells were isolated from spleens of naïve 

C57BL/6 mice using CD8 MACS beads (Miltenyi), labeled with CellTrace Violet (ThermoFisher), 

and plated in culture medium with 10% FBS in wells coated with anti-CD3 (5 µg/ml, clone 145-

2C11, BioXcell) and anti-CD28 (1 µg/ml, clone PV-1, BioXcell), at a concentration of at 5x104 

cells/well. CD4+CD25+ Tregs were isolated from tumor DLN or naïve LN by magnetic sorting 

(Treg isolation kit; Miltenyi) and added at the indicated ratios. After 72 hours, CD8 T cell 

proliferation was measured by flow cytometry and reported as percentage of cells that had 

undergone at least one division. 
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Protein detection. To isolate total protein from tumor-induced and WT skin, tissue was 

homogenized in T-PER Tissue Protein Extraction Reagent (Thermo Scientific) containing 

cOmplete Protease Inhibitor Cocktail (Roche; 1 tablet / 8ml TPER) and 1:100 Antifoam Y-30 

Emulsion (Sigma Aldrich), at a ratio of 1 mg tissue to 20 µl reagent mix. Mechanical 

homogenization was performed using gentleMACS M Tubes on gentleMACS Dissociator 

(Miltenyi Biotec). Homogenized samples were centrifuged at 9,000xg for 10 minutes to pellet 

debris, and supernatants were transferred to clean tubes for subsequent application. Total 

protein concentration per sample was quantified by A280 absorbance using NanoDrop One 

Spectrometer (Thermo Fisher). Chemokine concentrations were quantified using mouse DuoSet 

ELISA kits for Ccl17, Ccl2, and Ccl22 (R&D Systems). Final concentration of chemokines were 

calculated as pg chemokine / mg total protein. 

 

In vivo chemokine neutralization. Tumor-induced Braf/Pten mice were injected 

intraperitoneally (i.p.) with anti-Ccl2 (clone 2H5; BioXCell), anti-Ccl17 (clone 110904; R&D 

Systems), and anti-Ccl22 (clone 158132; R&D Systems) as follows: Day 20 (post 4HT 

induction): 0.5 mg anti-Ccl2. Day 21: 0.5 mg anti-Ccl2, 10 µg anti-Ccl17, and 10 µg Ccl22. Day 

22, 23, 24, and 25: 1.25 mg anti-Ccl2, 37.5 µg anti-Ccl17, and 37.5 µg Ccl22. Treg infiltration of 

tumor-induced skin was assessed by flow cytometry on day 26. 
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