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[bookmark: _GoBack]Multiplex-bead-array assay for cytokines/chemokines quantification 
We measured the concentrations of 32 cytokines/chemokines involved in different immunological functions: 
(i) Mediators of innate immunity, inflammation and chemotaxis (interleukin [IL]-1α, IL-1β, IL-6, IL-17, IL-18, IL-22, IL-33, IL-8 (CXCL8), MIG (CXCL9), IFN-inducible-protein [IP]-10 (CXCL10), I-TAC (CXCL11), TNF-α, monocyte-chemotactic-protein [MCP]-1 (CCL2), macrophage-inflammatory-protein [MIP]-1α (CCL3), MIP-1β (CCL4), regulated-on-activation-normally-T-cell-expressed-and-secreted [RANTES, CCL5], eotaxin (CCL11), MIP-3α (CCL20), GRO-α (CXCL1)).
(ii) Mediator of hematopoiesis (macrophage-colony-stimulating-factor [M-CSF] and granulocyte-macrophage-colony-stimulating factor [GM-CSF]).
(iii) Anti-inflammatory cytokine (IL-10, IL-13, transforming-growth-factor [TGF]-β).
(iv) Mediators of lymphocytes activation, proliferation, and differentiation (IL-2, IL-4, IL-7, IL-12, IL-15, IL-16, IL-21, MIP-1α (CCL3), MIP-1 β (CCL4), RANTES (CCL5), MIP-3 α (CCL20), IFN-γ).
In consideration of their pleotropic effects, MIP-1α, MIP-1β, RANTES, MIP-3α were included in two different functional groups, both as mediators of chemotaxis and as mediators of activation, proliferation, and differentiation of lymphocytes. All standards, capture and detection antibodies were purchased from R&D (Minneapolis, MN) with the exception of IL-10 (BioLegend, San Diego, CA), IL-17A and IL-22 (Peprotech, Rocky Hill, NJ), IL-18 (eBioscience, San Diego, CA), IL-33 and M-CSF (R&D Systems, Minneapolis, MN), and lactoferrin (Abcam, Cambridge, UK).
Values that were below the lower limit of detection (LLD) were reported as the midpoint between zero and the LLD (LLDs in pg/mL): IL-1α (0.5), IL-1β (0.18), IL-2 (6.8), IL-4 (4.84), IL-6 (0.51), IL-7 (6.8), IL-8 (0.55), IL-10 (72.4), IL-12 (5.67), IL-13 (5.11), IL-15 (0.65), IL-16 (2.7), IL-17A (42.09), IL-18 (0.31), IL-21 (71.22), IL-22 (84.57), IL-33 (104.69), GRO-α (40.76), MIG (21.77), IP-10 (243.39), I-TAC (0.432), MCP-1 (35.59), CCL3 (4.87), CCL4 (1.47), CCL5 (1.4), eotaxin (99.5), MIP-3 α (3.52), M-CSF (821), GM-CSF (0.56), IFN-γ (309.64), TNF-α (4.4), TGF-β (47.69).

Cell viability in human tissues ex vivo
Human tissue blocks (27 from each donor) were treated with 5 μM or 50 μM GCV. Cell viability was assessed by enumerating cells of different subsets (CD3+, CD4+, CD8+, and CD4+ or CD8+ expressing CXCR4 or CCR5 as well as the activation markers CD25 and CD38) in treated tissue blocks compared to those in matched untreated control tissue blocks. Briefly, at day 12 of culture, cells were stained with anti–CD3-QD605, anti–CD4-QD655, anti–CD8-QD800, anti–CXCR4-FITC, anti–CCR5-PE-Cy5, anti-CD25-APC, and anti-CD38-PE and enumerated using a Novocyte flow cytometer, which allows us to acquire a similar volume for each experimental condition. To account for size differences in tissue blocks, we normalized the data by the weight of the tissues.

Exogenous template RT assay
Enzymes, nucleic acids, and small molecules.
Oligodeoxynucleotides and deoxynucleoside triphosphates were obtained from Integrated DNA Technologies. Ganciclovir-triphosphate was purchased from Trilink.
Full-length DNA synthesis by HIV-1 RT. To monitor the effect of GCV-TP incorporation at position n on downstream nucleotide incorporation by HIV-1 RT, a 3-fold molar excess of T50A DNA template was hybridized to 150 nM 5'-radiolabeled P1+GCV-MP DNA primer. The hybrid was heat-annealed in a buffer containing 50 mM Tris-HCl (pH 7.8) and 50 mM NaCl, then incubated with 50 nM WT RT in a buffer containing 50 mM Tris-HCl (pH 7.8), 90 mM NaCl, 0.3 mM EDTA, and increasing concentrations of a nucleotide mix (dATP, dTTP, dGTP, and dCTP). DNA synthesis was initiated by the addition of 10 mM MgCl2 at 37°C for 10 minutes. The reaction was stopped with formamide-loading dye containing xylene cyanol and bromophenol blue, and samples were resolved with 12% denaturing PAGE followed by phosphorimaging (Amersham Biosciences).

Steady-state kinetics of single nucleotide incorporation by RT.
Comparison of steady-state kinetic parameters of GCV-TP and dGTP incorporation at position n was conducted as follows: a 3-fold molar excess of template T50A was heat-annealed to 150 nM primer P1; the hybrid was then added to a reaction mixture containing HIV-1 RT in a buffer containing 25 mM Tris-HCl (pH 8), 0.5 mM dithiothreitol, 0.2 mg/mL bovine serum albumin, 5% glycerol, 90 mM NaCl, 0.3 mM EDTA, and increasing concentrations of GCV-TP or dGTP. The reactions were initiated with 10 mM MgCl2 and were quenched after 2.5–60 minutes with 100% formamide with traces of xylene cyanol and bromophenol blue. The samples were resolved by denaturing PAGE and phosphorimaging. We performed quantification using Quantity One software (BioRad). Results were fitted to the Michaelis-Menten equation using GraphPad Prism software. The same protocol was used for single-nucleotide incorporation experiments using primer-template systems containing GCV-MP in the primer.
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