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ABSTRACT

The clinical relevance of tumor-infiltrating lymphocytes (TIL) in breast cancer (BC) has been clearly
established by their demonstrated correlation with long-term positive outcomes. Nevertheless, the
relationship between protective immunity, observed in some patients, and critical features of the infiltrate
remains unresolved. This study examined TIL density, composition and organization together with PD-1
and PD-L1 expression in freshly collected and paraffin-embedded tissues from 125 patients with invasive
primary BC. Tumor and normal breast tissues were analyzed using both flow cytometry and
immunohistochemistry. TIL density distribution is a continuum with 25% of tumors identified as TIL-
negative at a TIL density equivalent to normal breast tissues. TIL-positive tumors (75%) were equally
divided into TlL-intermediate and TIL-high. Tumors had higher mean frequencies of CD4" T cells and
CD19" B cells and a lower mean frequency of CD8" T cells compare with normal tissues, increasing the
CD4%/CD8™ T-cell ratio. Tertiary lymphoid structures (TLS), principally located in the peri-tumoral stroma,
were detected in 60% of tumors and correlated with higher TIL infiltration. PD-1 and PD-L1 expression
were also associated with higher TIL densities and TLS. TIL density, TLS and PD-L1 expression were
correlated with more aggressive tumor characteristics, including higher proliferation and hormone
receptor negativity. Our findings reveal an important relationship between PD-1/PD-L1 expression,
increased CD4" T and B-cell infiltration, TIL density and TLS, suggesting that evaluating not only the
extent but also the nature and location of the immune infiltrate should be considered when evaluating
antitumor immunity and the potential for benefit from immunotherapies.

Abbreviations: Ab, antibody; BC, breast cancer; Cl, confidence interval; CTLA-4, cytotoxic T lymphocyte-associated

protein 4; ER, estrogen receptor; FFPE, formalin-fixed paraffin-embedded; HD, healthy donor; H&E, hematoxylin and
eosin; HER2, human epidermal receptor 2; HR, hormone receptor; IC, immune cells; ICC, intra-class correlation coeffi-
cient; IHC, immunohistochemistry; NANT, non-adjacent non-tumor; PB, peripheral blood; PD-1, programmed death 1;
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Introduction

Tumor-infiltrating immune cells have been associated with
favorable clinical outcomes, including disease-free survival, and
overall survival in various solid tumors, including melanoma,'
colorectal,” lung’ and breast cancer (BC).* Large BC clinical trials
have validated the prognostic and predictive significance of
tumor infiltrating lymphocytes (TIL), particularly in TNBC and
HER2" BC.” These studies principally scored TIL on hematoxy-
lin and eosin-stained (H&E) sections, with occasional use of

immunohistochemistry (IHC) and immune gene signatures.
Measuring the overall extent of TIL infiltration does not distin-
guish between the relative contributions made by the diversity of
innate and adaptive immune cells potentially present; however,
higher magnitudes do appear to reflect antitumor immune
responses that are clinically relevant. Recent evidence suggests
that the balance between immune cells whose functions actively
control or restrain neoplastic progression and those that promote
tumor activities may be a critical determinant for clinical
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outcome.*® Some immune cells are direct effectors of antitumor
immune responses, exemplified by CD8™ T cells, whereas others
such as CD4" regulatory T cells and M2-macrophages can nega-
tively regulate immune responses and have been associated with
worse clinical outcomes.” "

The immune infiltrate in breast tumors is heterogeneous,
ranging from a few detectable lymphocytes to extensive infiltra-
tion.*® Immune cells, when present, are scattered throughout
the tumor bed and/or aggregated in the peri-tumoral stroma.
These immune cell clusters are frequently organized in tertiary
lymphoid structures (TLS),>'" structurally similar to secondary
lymphoid organs. TLS are thought to be a key contributing fac-
tor to the chronic inflammation associated with autoimmune
diseases and persistent infections (reviewed in ref.12). TLS
were first associated with better clinical outcomes in colorectal
and lung cancer.'>'* Recent studies have more closely investi-
gated the nature of the immune infiltrate in BC,!>16 including
our work identifying TLS and their specific association with
specialized CD4" T follicular helper (Tth) cells.” We found that
their presence, as detected by an eight gene signature domi-
nated by CXCLI13, is positively associated with survival and
response to pre-operative chemotherapy.

The emergence of immunotherapy as an effective cancer treat-
ment highlights the need to fully understand variation in immune
responses between different tumor microenvironments. Check-
point receptors play an important role in regulating conventional
lymphocyte responses by limiting antigen activation through
binding to their specific ligands. These ligands are upregulated on
immune cells in response to chronic stimulation and inflamma-
tory cytokines as well as other cell types, including tumor cells.'”
' Clinical use of immune checkpoint inhibitors, initially with
antibodies blocking CTLA-4 and PD-1 or PDL-1," have shown
remarkable promise via their induction of long-lasting responses
and survival benefits in various tumor types, including melanoma,
lung and more recently renal®' and breast cancer patients.”” An
increased TIL presence at the tumor site has been linked with the
efficacy of immune checkpoint blockade.”> PD-L1 upregulation
on tumor cells and/or immune cells has been detected on many
human tumors including BC, with triple-negative (TN) and
HER2" BC most frequently characterized by higher TIL and PD-
L1 upregulation.*** PD-L1 upregulation has been correlated
with a better response to PD-1 blockade;’**” however, recent
studies suggest that the appropriate immune microenvironment
is key to positive responses.”®>° The goal of the present study was
to examine TIL density, composition and organization in breast
tumor compare with normal tissues, establish a threshold identi-
fying TIL-positive (TILP*) and TIL-negative (TIL"®) BC, evaluate
PD-1 and/or PD-L1 expressing cells in the tumor microenviron-
ment and analyze the relationship between specific TIL character-
istics and standard clinicopathological parameters.

Results

TIL density and a lymphocyte-infiltration threshold for
human BC

In this study, TIL density determined by flow cytometry was
compared with TIL assessment on IHC-stained full-face tissue
sections from formalin-fixed, paraffin-embedded (FFPE) of the

same BC surgical specimens (Figs. 1A-C; gating strategies
shown in Fig. S1). We found a significant positive correlation
between IHC- and flow cytometry-based scoring of T-cell and
B-cell TIL. Consistent with the observation that a sizeable
majority of TIL are lymphocytes (Fig. 2A), a combined IHC
score for CD3™ T cells and CD20" B cells was positively corre-
lated with total CD45" TIL density quantified by flow cytome-
try (Fig. 1C). Overall, our data demonstrate that quantification
of TIL density by flow cytometry accurately reflects lympho-
cyte-infiltration levels scored by experienced pathologists.

We next compared CD45" immune cell infiltration in breast
tissues from patients undergoing mammary reduction surgery
as well as matched NANT (non-adjacent non-tumor) from the
primary tumors. Our analysis revealed remarkably similar
CD45™ cell densities in NANT and mammary reduction tissues
(median: 5.4 and 3.7 infiltrating CD45"% cells/mg of tissue,
respectively (Fig. 1D)). No correlation was found between
CD45" cell density in a tumor specimen and its matched
NANT nor based on the distance between the two samples
(Fig. S3). Finally, our data importantly establish that CD45"
TIL distribution in breast tumors forms a continuum with a
median at 218 CD45" TIL/mg of tumor tissue (Fig. 1E; inter-
quartile range: 85-445 CD45" TIL/mg).

With the goal of setting a threshold that discriminates
between normal immune trafficking in breast tissue and
tumor-associated inflammation, CD45" cell densities in normal
tissue and NANT were used to identify relevant cutoffs. TIL"®
tumors are defined as those with a TIL density <99th percen-
tile of CD45% cell density in normal tissue (<89 TIL/mg;
Fig. 1E). TILP* tumors (>89 TIL/mg) are subdivided into TIL-
high (TIL"; >275 TIL/mg), which is equivalent to a TIL den-
sity >99th percentile of CD45" cell density in NANT and TIL-
intermediate (TIL™; >89 and <275 TIL/mg). Applying these
thresholds identified approximately 25% of our BC cohort as
TIL™® with CD45" cell infiltration levels similar to normal
breast tissue. The TILP®® tumors (75%) are evenly divided into
TIL™ tumors (36% of BC; median: 163, interquartile range:
121-229 CD45" TIL/mg) and TIL" tumors (39% of BC;
median: 598, interquartile range: 379-1,407 CD45" TIL/mg).

We next investigated potential correlations between the
frequency of TIL, both as continuous and categorical (three
TIL density groups) variables, and clinicopathological parame-
ters. Higher TIL densities were significantly associated with a
younger age, higher tumor cell proliferation (Ki67), histologi-
cal grade and hormone receptor (HR) negativity (Table 1 and
Fig. S4, Table S4) consistent with previous studies.*

The composition and phenotype of BC TIL

Flow cytometry was used to quantify the major lymphocyte line-
ages in the TIL including CD4" and CD8" T cells and CD19" B
cells. Tumors were determined to have higher mean frequencies
of CD4™" T cells (42% of TIL) and CD19" B cells (8% of TIL) and
a lower mean frequency of CD8" T cells (44% of TIL) compare
with control tissues (Fig. 2A, Fig. S5 and Table S2), which signifies
an increased CD4"/CD8" ratio in tumors (Fig. 2C). We also
observed differences in lymphocyte subpopulations between the
TIL density groups with an increased CD4*/CD8™ ratio in TILP*®
compare with TIL™® BC (Fig. 2D). TIL™ tumors were



ONCOIMMUNOLOGY e1257452-3

A B

C

_""1spearman r : 0.57; p<0.0001 1001 Spearman r : 0.47; p<0.0001 ~ 1001 Spearman r : 0.53; p<0.0001
~ O n=90 -~ O |n=104 l—:‘ o n=107
L =X + L
F3 B S5
+

© 9 10 o 9 4o Q © 49
la il 8 © O ©
O = o o
- g O o 8 )
B S ES 5 oE

1 r : . . ] 1 - ) - . , = 1

1 10 100 1000 10000 10000C 01 1 10 100 1000 1000 i 10 100 1000 10000 100000

CD3" cells / mg tumor (FACS) CD19" cells / mg tumor (FACS) CD45" cells / mg tumor (FACS)

D

100000, I NS

100004
10004
100

CD45"cells/mg of tissue

S
=
r

=
o
-

Normal NANT Tumors
n=49 n=97 n=110

m

100000+

100004

1000+

100

TILPOS

1044  TIL"®9

CD45" TIL/mg of tissue

1 T
0 50

Tumors (n=110)

100

Figure 1. The density (cells/mg of tissue) of (A) CD3™ TIL (T cells) and (B) CD19™ TIL (B cells) quantified by flow cytometry (x-axis) was correlated with the percentage of
tumor surface area occupied by CD3™ TIL or CD19™ TIL evaluated by trained pathologists on IHC-stained full-face tissue sections (y-axis), respectively. (C) The density of
total CD45™ TIL quantified by flow cytometry was correlated with the percentage of tumor surface area occupied by CD3* plus CD19™ TIL evaluated on IHC-stained tissue
sections. (D) CD45™ cell density was compared between normal breast tissues, NANT and breast tumor tissues. Median and interquartile ranges are represented for each
group. The level of significance is shown as a p value (*p < 0.05, “*p < 0.01, ***p < 0.001). (E) The distribution of CD45™ cell density determined by flow cytometry for
110 breast tumors is shown graphically. The 99th percentile of CD45™ cell density in normal breast tissue is identified by the lower line, whereas the upper line delimits
that for NANT. These thresholds are used to define TIL-negative (TIL"*%; below the lower threshold) and TIL-high tumors (TIL"'; above the upper threshold), respectively,

with TIL-intermediate tumors (TIL™) falling between the two thresholds.

distinguished by a significantly lower frequency of CD8" T cells
and a higher density of CD4" T cells and B cells (Fig. S6 and
Table S3). Interestingly, B cells were identified (>1% of total
CD45" TIL identified by flow cytometry) in more than 80% of
tumors and matching NANT and 66% of normal breast tissues.

The majority of T cell TIL in BC were previously shown
to have gene expression patterns characteristic of CD45RO™
antigen-experienced memory cells with an effector/memory
phenotype.® In this study, flow cytometric analysis con-
firmed that CD4" and CD8" TIL are principally composed
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CD8™" T cell and CD19" B-cell TIL in normal, NANT or tumor tissues separated into naive vs. memory cell CD45RA/RO (CD45RA™~ for T cells and CD27*~ for B cells). The

level of significance is shown as a p value ("p < 0.05, **p < 0.01, ***p < 0.001).

of CD45RO™ memory T cells (Figs. 2E-G and Table S2).
Similar frequencies of memory T cells were detected in
both normal (reduction and NANT) and malignant breast
tissues. In contrast, tumors were enriched in CD19*CD277"
B cells making the proportion of tumor-resident memory B
cells significantly higher than normal breast tissues (Fig. 2G
and Table S2). No correlation was observed between stan-
dard clinicopathological parameters or TIL density and the
distribution of naive or memory T- and B-cell TIL subpo-
pulations. These observations appear to be specific for the
TIL because differences in the percentage of CD4*, CD8"
and CD19" cells and their maturation state were not
detected in the peripheral blood (PB) of patients and
healthy donors (HD) or between patients with TILP®* and
TIL"® tumors (Fig. S7).

BC TIL organization in TLS

TIL spatial distribution and organization cannot be determined
by flow cytometry; therefore, dual IHC-stained sections (CD3
plus CD20) from the same tumors were evaluated to link these
parameters with TIL density and composition. The pattern of
lymphocyte distribution in TILP*® BC reveals that T- and B-cell
TIL are scattered in the tumor core with more dense aggregates
located in the peri-tumoral stroma where a substantial number
are organized TLS (Fig. 3). Intra-tumoral and stromal TIL
densities are highly correlated (Spearman r: 0.89, p < 0.0001),
with the median percentage for intra-tumoral TIL at 3%, which
is significantly lower than stromal TIL at 6% (p < 0.0001)
(Fig. 3G). Consistent with the flow cytometry data, the IHC
analyses show that T cells dominate the immune infiltrate with
a median infiltration of 3.5% in the tumor. B cells were detected
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Figure 3. (A) A representative TIL" breast tumor IHC-stained for CD3™ T cells (brown) and CD20™ B cells (red). Enlargement of areas showing random aggregates of CD3"
and CD20™ TIL (B) or highly organized infiltrates in TLS (C) with the latter characterized a B-cell follicle adjacent to T-cell zone. (D, E) A different section from the same T
tumor IHC-stained for CD4™ (brown) and CD8™ T cells showing their location in TLS (D) and TIL aggregates (). (F) CD23* IHC staining of follicular dendritic cells (FDC) and
germinal center B cells in the same TIL" tumor. (G) Table showing mean and median values for the percent TIL in different regions of the tumor evaluated on CD3 plus
CD20 IHC-stained slides. (H) CD45" TIL density determined by flow cytometry in TLS™*® and TLSP*® tumors, scored within the tumor area on CD3 plus CD20 IHC-stained

slides.




in 72% of the IHC-stained samples, most frequently located in
TLS, with a median infiltration of 1% in the invasive tumor
area.

TLS were detected in 60% of all tumors (70% of TILP*® BC)
with a median of 2.5 TLS per cm” of tissue (interquartile range:
1.0-5.2) among the TLS-positive (TLSP**) tumors. A TLS pres-
ence is correlated with higher TIL infiltration (Fig. 3H) making
the proportion of TLSP* tumors significantly larger in the TIL™
group (Table 1). Flow cytometry experiments confirmed that
TLSP*® BC also contain a higher proportion of B cells (CD19™)
associated with a parallel decrease in CD8™ T cells (Fig. S8) as
previously shown for melanoma®" and lung cancer.'* The posi-
tioning of the major lymphocyte subpopulations was further
analyzed using a double IHC stain for CD4" plus CD8*
(Figs. 3D and E) and a single stain for CD23 (Fig. 3F; follicular
dendritic cells). TLS are principally composed of CD4" T cells
and B cells with fewer CD8" T cells (Fig. 3D). A network of
CD23" follicular dendritic cells is present in the TLS with par-
ticularly dense staining in the germinal center (GC) due to the
presence of GC B cells, which are also CD23™ (Fig. 3F). Both
CD4" and CD8™ T cells are scattered throughout the B-cell fol-
licles of TLS (Fig. 3D). In addition to their correlation with TIL
density, TLS were also associated with higher histological
grades, increased proliferation and HR-negativity (Table 1,
Fig. $4), suggesting that TLS more readily form in extensively-
infiltrated, high proliferative tumors.

PD-1 and PD-L1 expression in BC

The prevalence of PD-1 and PD-L1 expression on cells in the
BC microenvironment and their potential correlation with TIL,
TLS and clinicopathological parameters were evaluated using a
double THC stain on FFPE tissue sections from the same pri-
mary tumors (Fig. 4). These analyses revealed heterogeneity of
expression with PD-1 expressed only on immune cells
(Figs. 4C and D) and PD-L1 principally detected on immune
cells (Figs. 4B-D) with only a small percentage of positive
tumor (Fig. 4A) or stromal cells. Morphological evaluation of
PD-L1 together with CD68 and CD3+CD20 IHC staining of
serial sections reveals that positive cells are principally from the
macrophage lineage with some positive lymphoid lineage
immune cells (Fig. S9).

Using a threshold of >1% positive cells, 15.5% of our tumors
contained PD-11 immune cells, 23.6% PD-L1% cells (all cell
types) and 9% positive for both (Fig. 4E). PD-1* TIL and PD-
L1" tumor cells (just over the limit of 1% positivity) were
detected in two TN tumors; however, they were not bordering
as PD-1" TIL were primarily restricted to TLS in the peri-
tumoral stroma. Only three tumors (2.8%) contained both
PD-L1" immune and tumor cells and all were TIL™, PD-L1
positivity was correlated with standard clinicopathological and
immune parameters revealing a significant association with
younger age, ductal histology, higher tumor grade, HR negativ-
ity, higher Ki67 expression, higher TIL density, a TLS presence
and a higher proportion of PD-1" cells (Table 1 and Fig. S4;
the distribution between the four BC molecular subtypes is
shown in Fig. 4F). No relationship was observed with tumor
size or nodal involvement suggesting that PD-L1 expression is
not linked to BC stage.
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We also evaluated PD-1 expression on T cells in tumors
compare with normal breast tissue using flow cytometry, find-
ing higher mean frequencies of expression on both CD4* TIL
(22% vs. 5% in normal) and CD8" TIL (19% vs. 3% in normal)
(Fig. 5A and Table S2). PD-1"CD4" and PD-1"CD8™" TIL fre-
quencies were positively correlated with one another (Fig. 5B)
but not with TIL density (total CD45" TIL) (Fig. 5C). PD-
17CD200*CD4™ Tth cells constitute 40% of the PD-1*CD4*
TIL (Table S3) and are significantly correlated with TIL density
(Figs. 5D and E) and specifically associated with TLS (Fig. 5F)
and PD-L1 positivity (Fig. 5G). Contrary to the PD-1"CD4"
TIL, the proportion of Tfh cells was not correlated with
PD17CD8" TIL. No other significant differences in immune
subpopulation composition were detected between the positive
or negative tumors for either marker.

Discussion

The data presented in this study show that beyond the extent of
infiltration, the balance and organization of individual TIL sub-
populations are important parameters of the BC immune
microenvironment. The correlation between TIL and clinical
outcome was shown to be linear in large BC trials.”*>* Here,
we used normal breast tissues to establish thresholds that define
three density groups: TIL"® tumors (25%), infiltrated at levels
in the range determined for normal breast tissue; TIL" tumors
(38%), above the NANT threshold; and TIL™ falling in
between the normal and NANT thresholds (36%). This
approach of setting TIL density thresholds based on infiltration
in non-malignant breast tissues and linking the analysis of fresh
tissues by flow cytometry with standard histo-pathological
analysis of FFPE tumor sections is novel. Although we were
unable to analyze small tumors due to a lack of residual mate-
rial, we did analyze a sizeable cohort (n = 125) of untreated,
primary BC tumors and matching NANT, which included
tumors from clinical stage IA to IIIC, the four BC molecular
subtypes and the three histological grades.

Our data show that the BC immune infiltrate forms a con-
tinuum (Fig. 1E) where the TIL density for a given tumor is
only incrementally different from those proximate but distinct
from those at a distance on the curve. These data provide a dif-
ferent view of TIL in BC and suggest that stratification of
tumors using our TIL density thresholds for TIL"®, TIL™ or
TIL™ could have clinical relevance for evaluating treatment
options, particularly for cancer immunotherapies. TIL™®
tumors appear to be seen by the immune response as “normal
tissue” with this threshold possibly identifying patients tolerant
to their tumors. These patients are unlikely to respond to
immunotherapies designed to augment or release existing
immune responses but might benefit from treatments that
increase immune recognition and infiltration. Patients with
TIL™ tumors may benefit most from therapies that amplify
their existing immune responses, particularly treatments that
induce immunogenic cell death.®® This notion is supported by
studies showing TIL predicts the response to neo-adjuvant che-
motherapy in BC.*** TIL™ tumors have moderate degrees of
immune activity that might be actively suppressed. These
tumors likely need treatments that relieve immune suppression
and/or expand immune responses. Immune checkpoint
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Figure 4. (A-D) Representative tumors were IHC-stained for PD-1 (red) plus PD-L1 (brown) tumor cells (TC) and/or immune cells (IC), showing PD-L1" tumor cells (A), PD-
L17 IC at the tumor-stroma interface (B) and PD-17 plus PD-L17 IC in TLS (C, D). (E) PD-1 and PD-L1 expression on different cell types is represented numerically for PD-
L1" tumors (>1% PD-L1* among all cell types). (F) The four BC molecular subtypes (Luminal A (HR+, Ki67 <20%), Luminal B (HR+, Ki67 >20%), HER2+ (HR+ or HR—)
and TN (HR— HER2—)) are numerically divided based on different TIL densities, TLS, PD-1 and PD-L1. “n.a” for not applicable.

inhibitors in combination with conventional treatments admin-
istered in the neo-adjuvant setting could potentially reactivate
antitumor immunity to exploit the tumor as a source of anti-
gen, with clinical trials in TNBC currently ongoing
(NCT02622074 and NCT 02620280). The use of flow cytome-
try to analyze fresh tissue homogenates provides information
that is difficult to obtain from archival tissues. These data were
used to determine the frequency of a given lymphocyte subpop-
ulation within the total leukocyte population (ie., % of x in

total CD45" cells) and calculate the relative density of individ-
ual subpopulations per mg of tissue, to fully reflect the nature
of a tissue infiltrate (detailed in M&M). In some tumors, the
distribution of TIL subpopulations, reflected by their frequency
(%) within the total CD45" population, was similar to normal
tissues; however, examination of their density revealed an over-
all significant increase. In TILP®® tumors, this increase was
repeatedly associated with higher frequencies of CD4*" and
CD19" TIL (and consequently lower CD8" TIL) compare with
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Figure 5. (A) Graphic representation of the proportion of PD-1" T cells determined by flow cytometry for tumors (Tu) compare with normal breast tissue (N). (B) The cor-
relation between PD-17CD4™ T cells (y-axis) and PD-1CD8* T cells (x-axis) in tumor tissue. (C, D) The correlation between PD-1*CD4" (C) and PD-11CD200*CD4" Tfh
cells (D) and CD45™ TIL density all determined by flow cytometry. (E-G) Graphic representation of the proportion of PD-11CD200™ (Tth cells) in total CD4™ T cells relative

to TIL density (E), TLS presence (F) and PD-L1 status (G).

normal tissues and TIL"® tumors. This observation shows that
the quality as well as quantity of TIL is an important consider-
ation with an increased ratio of CD4" helper T cells and B cells
potentially reflecting a role for humoral immunity in tumors
with higher TIL infiltration. Specific CD4" T cell and B-cell
subpopulations have been correlated with antitumor (Th1,*®
Tfh,® follicular B cells®®) as well as pro-tumor (Treg*® and
Breg*') activities, reinforcing the notion that their balance is an
important consideration.

The precise cellular and molecular mechanisms that drive
antitumor immune responses in some tumors and not others
remain unknown, although mutation load and neoantigen pre-
sentation is thought to be a contributing factor.** Recent data
from human tumors suggests that critical responses may

originate in tumor-associated TLS.*’ One study using a geneti-
cally engineered murine model, where lung adenocarcinomas
can develop from untransformed cells in a “natural” microenvi-
ronment, demonstrated that TLS recruit T cells to the tumor
and facilitate their interactions with antigen presenting cells to
produce potent antitumor immune responses.** TLS were ini-
tially detected in colorectal and lung carcinomas in close prox-
imity to tumor nests with their presence linked to a positive
prognosis.'>'* We identified TLS in BC, a tumor type previ-
ously thought to be modestly immunogenic and linked their
presence with higher TIL infiltration and a favorable progno-
sis.® TLS were detected in the stroma of 60% of our BC cohort
and correlated with the presence of CD4" Tth cells and higher
TIL density and histological grade. These data linking a TLS
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presence with greater TIL infiltration agrees with recent retro-
spective studies of primary BC; however, it differs in the fre-
quency detected. Figenschau et al.*® found TLS in 40% of
tumors but they used H&E slides previously scored for immune
cell infiltration to pre-select tumors for subsequent IHC stain-
ing and had a higher proportion of low grade tumors, both
potential factors in their lower TLS frequency. Two other retro-
spective studies detected at least one TLS in 92.7% of TN*® and
89.9% of HER2-positive’” tumors by scoring H&E sections and
including the adjacent tissue and in situ component. The evalu-
ation of TLS on H&E sections does not distinguish between orga-
nized TLS and lymphoid aggregates, potentially a factor in the
higher percentage they detected. Our recent methodological study
found that IHC is a more accurate than H&E for scoring TLS in
BC (Buisseret et al., submitted to Mod. Pathol.). The growing sci-
entific literature reporting that TLS are a significant prognostic or
predictive factor in a variety of solid tumors suggests that their
accurate identification and in-depth functional analysis are impor-
tant future directions.'>*>*® Sequestration of immune cells in TLS
could deliver a measure of protection from tumor-mediated
immune suppression while providing an appropriate niche for the
generation of protective immune responses.

Why some tumors elicit an immune reaction and others do
not remains unknown but an important link has emerged
between pre-existing antitumor immunity and clinical
responses to immune checkpoint blockade for a variety of solid
tumor types.*” Treatments blocking these immune regulatory
pathways have produced durable clinical outcomes in some
patients.”® In BC, PD-L1 expression has been associated with
poor-prognostic features, including larger tumor size, higher
tumor grade, higher proliferation index (Ki-67), HR-negativity
and HER2-positivity.”' Alternatively, some studies reported a
good prognostic and predictive value for PD-L1, particularly in
ER-negative BC.>>°*>* We show here that in BC, PD-1 and
PD-L1 positivity is most frequently detected on immune cells
(T cells and macrophage lineage cells, respectively) and corre-
lated with higher levels of TIL and TLS, supporting previous
findings that increased PD-L1 expression is associated with
more extensive infiltration.”*>

A recent evaluation of PD-LI expression in 3,916 BC TMA
cores from the SEARCH and NEAT studies found a low fre-
quency of expression (6% of TIL and 1.7% of tumor cells).”> We
detected a higher prevalence of PD-L1 positivity (23.6% of BC on
any cell type) that was dominated by PD-L1" immune cells
(20%) potentially because our assessment of full-face sections
included the peri-tumoral stroma. Variation in PD-L1 positivity
between BC studies could be linked with the PD-L1 antibody
used and/or differences between scoring on TMA cores, biopsies
and full-face sections. It is important to standardize these analyses,
particularly since recent clinical data suggest that PD-1 and PD-
L1 expression on immune cells is a critical parameter linked with
response to treatments targeting these molecules.>

TIL in breast tumors are a key element currently motivating
the testing of immunotherapies for the treatment of specific BC
subtypes. The success of immunotherapy in some but not all
BC patients highlights our need to understand differences in
tumor-associated immune responses and identify immune bio-
markers of response. The classification of BC based on the
extent of TIL, their organization in TLS, altered CD4"/CD8"

ratios, the balance between infiltrating T and B cells and their
association with PD-1/PD-L1 expression shown here is only a
beginning. We need to understand why some primary,
untreated BC are naturally receptive to significant immune
infiltration, which subsequently establishes a functional organi-
zation. Paradoxically, highly infiltrated tumors are frequently
associated with more aggressive pathological features, including
higher proliferation and HR negativity, but it is expected that
these BC patients will have more positive clinical outcomes due
to the presence of TIL and TLS.

Materials and methods
Human specimens

Tumor and NANT breast tissues from surgical specimens were
prospectively collected from untreated primary BC patients
diagnosed and treated in the adjuvant setting at the Institut Jules
Bordet between September 2012 and December 2013. Inclusion
criteria: all untreated invasive primary carcinomas, stage I to III
at diagnosis, from female patients who accepted to be included
and signed an informed consent (clinicopathological parameters
in Table 1). Normal breast tissues were collected from 56
patients undergoing mammary reduction surgery as a control.
PB samples from 59/125 BC patients and 23 HD were also ana-
lyzed. All specimens were acquired after signed informed con-
sent using procedures approved by the Institut Jules Bordet’s
Medical Ethics Committee (Accepted project CE 1895).

Flow cytometry

Blood samples were freshly collected (prior to surgery for BC
patients) and processed. PB mononuclear cells were isolated by
Ficoll Paque density gradient centrifugation prior to antibody
(Ab) labeling for multi-color flow cytometric analysis. Fresh breast
tissue specimens from mammary reductions (n = 56), NANT
(n = 114) and tumors (n = 125) were collected immediately fol-
lowing surgery and dissociated (without enzymatic digestion)
using the GentleMacs Dissociator (Miltenyi Biotec) prior to Ab
labeling and analysis.”” With the goal of setting a threshold that
discriminates between normal lymphocyte traffic in breast epithe-
lium and tumor-driven infiltration, we tested a variety of
approaches for measuring TIL density. We have previously shown
that mechanical (non-enzymatic) tissue dissociation coupled with
flow cytometry is rapid, reproducible and sufficiently quantitative
for comparing TIL densities in fresh tissue samples prepared
directly from the operating room.”” TIL density based on the
weight of the tissue fragment together with the number of viable
CD45" cells in the lymphocyte gate (Fig. S1) was determined for
110 tumor, 97 NANT samples and 49 normal breast samples as
controls. Fluorescently-labeled cells were acquired on a GALLIOS
10/3 cytometer and analyzed using Kaluza® 1.3 Flow Analysis
Software (Beckman Coulter). The antibodies used for flow cytom-
etry are listed in Table S1.

Immunohistochemistry (IHC)

FFPE full-face tissue sections from available tumors were dual
IHC stained as detailed in supplementary text. All antibodies



were initially tested on positive and negative control tissues
with the Abs chosen for IHC detailed in the supplementary text
file. Dual THC stains were employed to examine the proximity
of different lymphocyte subpopulations using the following
markers: CD3 for total T cells, CD4" and CD8™ for T-cell sub-
sets, CD20 for total B cells (chosen for IHC instead of CD19
(used in flow cytometry experiments) because it has been
shown to be more sensitive and specific for B cells in FFPE tis-
sues®®), CD23 for follicular dendritic cells and GC B cells, PD-1
and PD-L1. IHC staining for PD-L1 (B7-H1) was compared
between several different Abs (polyclonal Abs Ab58810
(Abcam) and GTX104763 (GeneTex) and monoclonal Ab
E1L3N (Cell Signaling Technology)) and a non-commercial
reference Ab kindly provided by Dr Lieping Chen’s lab (murine
IgG1, clone 5H1%°) with the best results achieved using E1L3N
(control tissue staining shown in Fig. S1). Tumors with PD-L1
positivity on infiltrating immune cells were stained with CD68
(macrophage lineage marker).

Pathological assessment

Scoring TIL infiltration, lymphocyte subpopulation markers
and TLS on IHC-stained tissues was independently performed
by two trained pathologists (RAW, GVdE) who were blinded to
the clinical and experimental data. TIL infiltration was assessed
as a continuous variable based on the percentage of tissue area
occupied by CD3™" T cells plus CD20" B cells. Lymphocytes in
direct contact with tumor cells were identified as intra-tumoral
TIL and those in the stroma (within the borders of the invasive
carcinoma or its immediate surroundings) as stromal TIL fol-
lowing the proposed guidelines for BC.* TLS were defined as
dense aggregates of B cells with an adjacent T-cell zone. GC in
TLS were identified by the presence of CD23™ cells. The thresh-
old for PD-L1 positivity was set at >1% surface positive cells,
including tumor, TIL and/or stromal cells. Regions of in situ
carcinoma, normal glandular epithelium and necrosis were
excluded from the tissue evaluated.

A high degree of reliability (measured by the intra-class cor-
relation coefficient (ICC)) was detected between the two path-
ologists and the mean values are presented. The ICC’s were:
0.909 with a 95% confidence interval (CI) from 0.866 to 0.938,
p < 0.001 for global infiltration; 0.805 with a 95% CI from
0.717 to 0.864, p < 0.001 for CD3 positivity; and 0.856 with a
95% CI from 0.721 to 0.917, p < 0.001 for CD20 positivity. Dis-
cordant results for TLS and PD-L1 scoring were jointly re-eval-
uated by the pathologists.

Statistical analysis

All statistical analyses were performed using SPSS software
(IBM SPSS Statistics for Macintosh ver.20.0). The two-tailed
Spearman rank test was used between continuous variables.
The Mann-Whitney and Kruskal-Wallis non-parametric tests
were used for correlations between binary or categorical and
continuous variables. The Chi-square test was used between
categorical variables. Binary logistic regression analysis was
used to identify predictors for high TIL infiltration, TLS pres-
ence and PD-1/PD-L1 positivity. Two-tailed tests were consid-
ered significant if the overall p-value was <0.05.
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