SUPPLEMENTARY FIGURE LEGENDS

Supplementary Fig. S1. Vaccination does not change N-803 mediated trafficking of CD8 T cells.
A, Frozen PBMC that were isolated from whole blood samples collected from the indicated
timepoints pre- and post- N-803 treatment were stained for flow cytometric analysis as indicated
in Table 2. Complete white blood cell counts (CBC) were used to quantify the absolute number of
CD3+ cells that were CD8+tetramer- (top), Gagigi-139CM9 tetramer(middle), and Tatyg.35SL8
tetramer” (bottom) cells per puL of blood. The results were then normalized to the average value
for the absolute counts for each cell population from pre-N-803 controls and are displayed as the
fold change in absolute cell counts/uL. blood. Repeated measures ANOVA non-parametric tests
were performed, with Dunnett’s multiple comparisons for individuals across multiple timepoints.
For individuals for which samples from timepoints were missing, mixed-effects ANOVA tests
were performed using Geisser-Greenhouse correction. *, p<0.05; **, p<0.005; *** p<0.0005;
**%* p<0.0001. B, Lymph nodes were collected from the indicated timepoints pre- and post- N-
803 treatment. Cells were stained from frozen samples as indicated in (A) for flow cytometric
analysis. The frequencies of CD3+ T cells that were CD8+SIV tetramer- (top panel), CD8+Gagisi-
1839CM9 tetramer'(middle), or CD8+Tatys.35SL8 tetramer” (bottom) were determined, then the data
were normalized to the average of the pre N-803 frequencies. Statistical analysis was performed

as described in (A). p=ns; not significant.

Supplementary Fig. S2. Representative gating schematic for Tetramer+ cells and memory markers
in Mamu-A*001+ and Mamu-B*008+ macaques. A, Frozen PBMC from all Mamu-A*001+

macaques in this study were stained with the antibodies indicated in Table 2 of the methods. Flow



cytometry was performed as described in the methods. Shown is a representative gating schematic
for CD8+Gagig1-189CM9 tetramer+,CD8+Tatyg-35SL8 tetramer+, and CD8+SIV tetramer- cells,
and memory sub-populations for each respective tetramer-positive or -negative parent population.
B, Representative gating schematic for Nef137.146RL10 tetramer+ cells in B*008+ macaques. Cells
were stained identically to the samples in (A) except Nefi37.146RL10 tetramer was used instead of
Gagi31-189CM9 tetramer, and no Tatos-35SL8 tetramer was used. Shown is a representative sample
indicating Nef137.146RL10 tetramer+ cells and the memory subpopulations of those cells. C, Gating
schematic used to define Effector memory, Central memory, and Transitional memory cells.
Memory subpopulations that were shown in (A) and (B) were further differentiated into effector
memory (CD28-CD95+CCR7-), transitional memory (CD28+CD95+CCR7-) or central memory
(CD28+CD95+CCR7+) based on CCR7 expression. Central memory and transitional memory cell
phenotypes were validated by examining CCR7 expression based on the CD28+CD95+ parent

gate.

Supplementary Fig. S3. Representative gating schematic for ki-67 and Granzyme B expression on
SIV specific cells of SIV controllers and non-controllers. Frozen PBMC from SIV controllers
(gold; top panels) or SIV non-controllers (purple, bottom panels) were stained with the antibodies
indicated in Table 2 of the methods, and flow cytometry was performed. The frequency of ki-67+
and GranzymeB+ cells were determined for all memory subpopulations of CD8+SIV tetramer-,
Gagisi-139CM9 tetramer+, Nefi37.146RL10 tetramer+, and Tatyg35SL8 tetramer+ cells. Shown is
representative ki-67 and Granzyme B staining for the effector memory (EM) cells of Gagisi-
189CM9 tetramer+ cells of an SIV controller (gold) and an SIV non-controller (purple) from pre

N-803 and Day 3 post N-803 timepoints.



Supplementary Fig. S4. A, Representative gating schematic for intracellular cytokine staining
(ICS) assay. Frozen PBMC from SIV non-controllers (purple) or SIV controllers (gold) were
incubated overnight with media alone (no stim), or stimulated with peptides as indicated in the
methods. For this representative figure, 0.5ug/mL of Gagisi-139CM9 peptide was used. The
following day, the cells were stained with the antibodies indicated in Table 4 of the methods, and
flow cytometry was performed. Shown is a gating schematic for CD8+ T cells, and representative
CD107a+, TNFo+, IFNy+ subpopulations with each respective stimulus for an SIV controller
(gold) and an SIV non-controller (purple). B, Frequencies of CD107a+, [IFNy+, or TNFo+ from
intracellular cytokine staining assays from Fig. 8 prior to background subtraction. Intracellular
cytokine staining assays were performed as indicated in Fig. 8 and cells were stained as indicated
in Table 4. Shown are the frequencies of CD8 T cells producing CD107a (left), [FNy (middle), or
TNFa (right) prior to background subtraction. NS; no stim, pep; 0.5ug/mL of Gagisgi-1s9CM9 or

Nefi137-146RL10 peptides, pool; 0.5ug/mL of STVmac239 Gag peptide pool.
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Supplementary Fig. S2
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Supplementary Fig. S4

A 250K 10°
T 200K ™ 10*
Q 150K Qe
& 100k O1pe
50K / ; 0
" 0 e -
50K 150K 250K 50K 150K 250K 0 105107105
FSCA SSCA LIVE/DEAD
105
L 5 210
O 4
0
0 10° 10¢ 10°
CcD8
SIV controller SIV non-controller
109 . 10 0.15 105 0.08 105 10% O 105  0.01
E |=10¢ 0104 ©10* .. E |10 0104 § w104 7
% |G1oe 810 . S10 % |10 8102 G100 QD
P 0! 0 0 g 0 0! 0!
[} 010%10710° 010%0°10° 01070105 @ 01090410°  010°0%105  010%0%10°
g CD107a TNFa IFNy g CD107a TNFa IFNy
E 5 E o
= 2 105 24 ) g0 12 | 109 13 [| S S | 10° 0 | 109 109 . 0.3
(2] Ugfg 0 10* 00104 104 4 (2] Ogﬁ 0010* 0 10* Y 0104
i3 (G100 G100 810 T2 (5100 a102 S0y
o 0 0 o Zel” o 0 o
S 070707105 070907105  071090°109 S 0100°10°  010%0°10°  01040°10°
CD107a TNFa IFNy CD107a TNFa IFNy
245 CD107a o8 %10 TNFa
5 ] Os
® e 5
~10 > Le
e Z4 =
Ss . i
& g2 g2
Q 2 3
Q0 R} T T T T 0 T T
S SRS EEEEYY ORNORNTRS P ROE RNTRNZRIGRI P RS
W R R
pre Day3 Day7 pre Day3 Day7 pre Day3 Day7 pre Day3 Day7 pre Day3 Day7 pre Day3 Day7

I Non-controllers Controllers



	SUPPLEMENTARY FIGURE LEGENDS
	new supplementary fig 1 9 12 22
	New Supplementary Fig 2 09 12 22
	supplementary Fig. 3 09 12 22
	new supplementary fig 4 09 12 22

