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Abstract: Immune checkpoint inhibitors (ICIs) such as PD1/PD-L1 blockers are an established
treatment for many solid cancers. There are currently no approved ICIs for sarcomas, but satisfactory
results have been seen in some patients with disseminated disease in certain histological types. Most
studies on PD-L1 in sarcoma have used small specimens and there are no clear cutoff values for
scoring. We investigated PD-L1 immunoreactivity in high-grade chondrosarcomas (CS), abdominal
liposarcoma (LS) and undifferentiated pleomorphic sarcomas (UPS). In total, 230 tumors were stained
with SP142 and SP263 assays and evaluated by two clinical pathologists. Immunoreactivity in tumor
and immune cells was correlated with clinical outcome. Overall, ≥1% PD-L1 immunoreactivity in
tumor cells was found in 11 CS, 26 LS and 59 UPS (SP142 assay) and in 10 CS, 26 LS and 77 UPS (SP263
assay). Most tumors exhibited ≤10% PD-L1 immunoreactivity, but a subset across all three subtypes
had >50%. Kaplan–Meier survival analysis showed no significant difference in metastasis-free or
overall survival in relation to PD-L1 immunoreactivity in tumor or immune cells for any subtype. As
there is a lack of clinical data regarding PD-L1/PD-1 status and therapy response, it is not currently
possible to establish clear cutoff values. Patients with high (>50%) PD-L1 immunoreactivity in tumor
cells (TC) with the SP263 assay would be a logical group to investigate for potentially beneficial
PD1/PD-L1-targeted treatment.

Keywords: sarcoma; immunotherapy; PD-L1; chondrosarcoma; liposarcoma; undifferentiated pleo-
morphic sarcoma

1. Introduction

The complex network of interactions present in the tumor microenvironment has
in recent years risen, as the new frontier of targeted cancer therapies for a number of
malignant tumors, with the programmed cell death protein 1 (PD-1)/programmed cell
death ligand 1 (PD-L1) pathway as the currently most widely utilized target. PD-L1 is
a type 1 transmembrane protein, and a ligand to PD-1, a receptor found on T, B and
myeloid cells. The binding of PD-1 and PD-L1 suppresses the adaptive immune system by
interactions with phosphatases (SHP-1 or -2) via ITSM (Immunoreceptor Tyrosine-based
Switch Motif [1,2]. Tumor cells utilize this mechanism to escape the immune system, which
in turn, by inhibiting this bond, may properly identify and attack tumor cells. PD-L1
immunoreactivity is now part of routine workup in many solid cancers, but is not yet
established in sarcomas.
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Targeted treatments using immune checkpoint inhibitors (ICI) blocking the binding
between PD-L1 and PD1 is already established in many solid cancers such as melanoma
and lung cancer, with favorable response even in inoperable or disseminated disease [3,4].
Treatment response is often correlated with the presence of tumor-infiltrating lymphocytes
(TILs) and PD-L1 expression in both tumor and immune cells [1,5]. Association with
worse clinical outcome has been demonstrated in solid cancers [6–8] as well as soft tissue
sarcomas and osteosarcoma [9–11]. Other studies have found PD-L1 expression to be a
positive predictive marker [11], or that it had no significant impact on prognosis [12–15].

The diversity and rarity of sarcomas pose challenges; sample sizes are often small
and difficult to extrapolate across subtypes. Current studies show significant variation in
both PD-L1 immunoreactivity and blockade efficacy among histological subtypes, which
seem to be the most important factors in that regard [16]. Sarcomas found to have PD-L1
immunoreactivity include, among others, angiosarcoma, chondrosarcoma, osteosarcoma,
Ewing’s sarcoma, liposarcoma, rhabdomyosarcoma, synovial sarcoma [7], undifferentiated
pleomorphic sarcoma and MPNST [16–20]. Currently, there are no ICIs formally approved
for treatment of sarcomas, although it can be considered for specific soft tissue sarcoma
subtypes based on results from phase II studies [21].

Though cutoff values have been defined in some cancers such as non-small-cell lung
cancer, the predictive and prognostic values of PD-L1 expression have not yet reached
a consensus in many other cancer types. There are clear protocols for scoring PD-L1
in cancers with formal indication for ICI with cutoff values depending on histological
type as well as antibody assay. The lack of established protocols for evaluating PD-L1
immunohistochemistry staining in sarcomas is a major challenge, given that different
histological subtypes might have different cutoff values. Existing studies often adapt
pre-existing protocols [22,23], but the absence of consensus results in interstudy variation
in cutoffs for positive expression.

In this study, we aimed to categorically investigate and quantify PD-L1 immunore-
activity in three major sarcoma subtypes; chondrosarcoma (CS), liposarcoma (LS) and
undifferentiated pleomorphic sarcoma (UPS), using the SP142 and SP263 assays, which are
two of the most used in vitro diagnostic regulation (IVDR)-approved PD-L1 immunohisto-
chemistry assays used in clinical settings.

2. Materials and Methods
2.1. Patients and Tumor Samples

The study was based on three previously published cohorts of primary chondrosar-
coma (CS) [24], abdominal liposarcomas (LS) and undifferentiated pleomorphic sarcomas
(UPS) and patient and tumor characteristics were previously reported [25]. Since grade
1 chondrosarcoma has very limited metastatic potential, these were excluded from the
analysis. All cases were identified through the archives of the Department of Clinical
Pathology and Cytology at Karolinska University Hospital from 1994–2020. We excluded
grade 1 chondrosarcomas from the CS cohort since these tumors had very low malignant
potential. Clinical data were retrieved from the digital patient records and was available
for all patients.

2.2. TCGA Gene Expression Data

Both gene expression data (LS, n = 58; UPS, n = 50) and corresponding clinical
data were obtained through the TCGA sarcoma (SARC) cohort from UCSC Xena (http:
//xena.ucsc.edu/ accessed on 26 February 2021) website. PD-L1 expression was based on
transcriptome levels based on RNA-seq. Among all cases, the scaled estimate values from
RNA-seq by Expectation Maximization (RSEM) were log2 transformed and converted to
transcripts per million (TPM) values by multiplying by one million. For grouping by PD-L1
status, we determined the cutoff as the median value of CD274 gene expression level as a
surrogate of PD-L1.

http://xena.ucsc.edu/
http://xena.ucsc.edu/
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2.3. Immunohistochemistry and Scoring

Immunohistochemistry was performed on full slides using Ventana PD-L1 (SP142)
and Ventana PD-L1 (SP263) assays (Roche, Basel, Schweiz). The staining procedure was
performed at a clinically certified laboratory (SWEDAC accreditation) at the Department of
Clinical Pathology and Cytology, Karolinska University Hospital according to instructions
from the manufacturer (Ventana Benchmark ULTRA, Roche, Basel, Schweiz). Each staining
batch included one positive and one negative control.

The slides were independently evaluated by two pathologists in a consensus manner.
No specific pre-existing protocol was adapted during scoring. Immune cells (IC) were
noted if present and graded 1–3 depending on infiltrate density (1—focal, 2—intermediate,
3—dense). The individual cell types in the inflammatory infiltrates were not further charac-
terized. The amount of tumor cells (TC) and immune cells (IC) with PD-L1 immunoreactiv-
ity were estimated to the nearest percent and sorted into 4 categories for LS and UPS: none
(0%), low (<5%), intermediate (5–9%) and high (≥10%). PD-L1 immunoreactivity for CS
was sorted into only two categories: negative (0%) and positive (≥1%).

2.4. Ethical Permission

The study was approved by the local ethical board (study registration number 2013
1979-31, approval on 15 January 2014) and all patients had given informed consent in
accordance with the Swedish biobank law.

2.5. Statistics

Time to event was defined as the timeframe between the date of surgery and the date
of the event, defined either as first known metastasis or death. Differences in overall (OS)-
and metastasis-free survival (MFS) were calculated using the log-rank method, and the
differences were plotted on Kaplan–Meier curves. A two-sided Fisher’s exact test and
chi-squared test were used to compare categorical variables. A p-value of <0.05 was defined
as statistically significant. Correlation between the SP142 and SP263 assays were calculated
using Pearson correlation test. To ascertain the association between clinical features, PD-L1
progression and prognosis in CS, LS and UPS univariate analysis was performed using the
Cox regression model in R package “survival”.

3. Results
3.1. Clinical Data

A total of 230 tumors from 214 patients were included: 76 tumors from 74 patients
with chondrosarcoma, 58 tumors from 44 patients with liposarcoma and 96 tumors from
96 patients with undifferentiated pleomorphic sarcoma. Of the 96 patients with UPS,
18 cases were included based on ad hoc staining of PD-L1 (SP263) in the clinical setting
and were not stained with SP142. The average age was 58 (range 16–83) years for CS,
69 (26–86) for LS and 70 (46–93) for UPS. Median overall survival was 11 (0,3–39) years for
CS, 4 (0,1–32) for LS and 3 (0,1–12) for UPS. None of the patients had received systemic
therapy with ICIs or other immune-modulating agents.

3.2. Chondrosarcoma

Clinical characteristics and visualization of PD-L1 staining is demonstrated in Figure 1.
The majority of CS were PD-L1-negative (Table 1). PD-L1 immunoreactivity was more
common in tumors with higher histological grade (grade 3 or dedifferentiated) and not
observed in any grade 2 tumors. Three tumors also showed >50% immunoreactivity in
TC using SP263 (Figure A1). The presence of immune cells (IC) was rare; 22 cases had IC
present, and only two cases had ≥1% immunoreactivity (Table 1, Figure A1).
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Figure 1. (A) Magnetic resonance imaging depicting chondrosarcoma (CS) in the humerus (arrow)
and (B) histology of high-grade CS stained with (C) SP142 and (D) SP263 assays at ×200 magnification
showing a higher number of cells with PD-L1 immunoreactivity using the SP263 assay. (E) Clinical
and tumor characteristics of the CS cohort.

Table 1. PD-L1 immunoreactivity in chondrosarcomas, liposarcomas and undifferentiated pleomor-
phic sarcomas stained with SP142 and SP263 immunoassays (Roche).

Sarcoma type PD-L1 Im-
munoreactivity

TC
(No. of Cases)

IC
(No. of Cases)

SP142 SP263 SP142 SP263
Chondrosarcoma

0 65 66 20 20
>1% 11 10 2 2

Liposarcoma
0 31 30 13 12

<5% 22 15 15 13
5–9% 4 9 13 8
≥10% 1 4 6 14

Undifferentiated
pleomorphic sarcoma

0 18 19 16 16
<5% 34 27 17 15
5–9% 13 23 13 13
≥10% 12 27 12 24



Biomolecules 2022, 12, 292 5 of 16

Univariate analysis showed that higher age and tumor grade were significantly asso-
ciated with shorter MFS and OS (Figures 2 and A2). There was no significant correlation
between PD-L1 immunoreactivity and clinical outcome; Kaplan–Meier analysis showed
that patients with PD-L1-positive tumors had shorter OS, but the difference was non-
significant and most likely explained by the association to high tumor grade (Figure 3).
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Figure 2. Univariate cox regression analysis of association between clinical/tumor characteristics,
PD-L1 immunoreactivity and overall survival of (A) chondrosarcoma, (B) liposarcoma and (C) un-
differentiated pleomorphic sarcoma (P = primary, M = metastasis, R = recurrence, * = p < 0.05). We
found no significant association between PD-L1 immunoreactivity and overall survival.
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Figure 3. Kaplan–Meier curves depicting overall survival in (A) chondrosarcoma, (B) liposarcoma
and (C) undifferentiated pleomorphic sarcoma in relation to PD-L1 immunoreactivity in tumor cells,
as well as data from the Cancer Genome Atlas for (D) LS and (E) UPS, showing no significant impact
of PD-L1 status on overall survival. Kaplan–Meier survival analysis was performed by log-rank test.
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3.3. Liposarcoma

Clinical characteristics and visualization of PD-L1 staining is demonstrated in Figure 4.
Most tumors had either none or low immunoreactivity with SP142 and none, low or
intermediate with SP263 (Table 1). One tumor had >50% PD-L1 immunoreactivity in TC
using SP263 (Figure A1). Immune infiltrate was present in 48 cases; 35 cases expressed
≥1% immunoreactivity with SP263 and 34 cases with SP142 (Table 1, Figure A1).
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Figure 4. (A) Computed tomography of liposarcoma (LS) in the neck region (arrow). (B) Histology of
LS stained with (C) SP142 and (D) SP263 assays at ×200 magnification showing a higher number of
cells with PD-L1 immunoreactivity using the SP263 assay. (E) Clinical and tumor characteristics of
the LS cohort.

Univariate analysis showed that the presence of necrosis and higher FNLCC grade
were significant associated with shorter MFS and OS (Figures 2 and A2). Kaplan–Meier
showed a statistically significant reduction in MFS and OS in patients with PD-L1 im-
munoreactivity for the SP142 assay, but not for SP263; however, no statistically significant
impact was seen using univariate analysis (Figures 2, 3 and A3). PD-L1 immunoreactivity
in IC had no significant impact on MFS and OS (Figures A4 and A5).
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3.4. Undifferentiated Pleomorphic Sarcoma

Clinical characteristics and visualization of PD-L1 staining are demonstrated in
Figure 5. PD-L1 immunoreactivity was more common in UPS (Table 1) compared to
CS and LS (p < 0.05). Furthermore, >50% immunoreactivity was seen in two and eight
tumors using the SP142 and SP263 assay, respectively (Figure A1). Immune cells were
observed in 68 cases with 43 and 52 cases expressing ≥1% immunoreactivity with SP142
and SP263, respectively (Table 1, Figure A1).
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Univariate analysis showed that the presence of necrosis, tumor growth in deep
tissue and vascular invasion were significantly associated with shorter MFS and OS
(Figures 2 and A2). Kaplan–Meier showed no significant difference in MFS and OS in
patients with PD-L1-positive vs. -negative TC or IC (Figures 3 and A3–A5).

3.5. Correlation between SP142 and SP263 Assays

Pearson’s coefficient test showed a moderately positive correlation between SP142 and
SP263 arrays in tumor cells for chondrosarcoma (r = 0.62, p < 0.05) and undifferentiated
pleomorphic sarcoma (r = 0.74, p < 0.05), and a strong positive correlation for liposarcoma
(r = 0.83, p < 0.05).

3.6. The Cancer Genome Atlas

Gene expression data were extracted from The Cancer Genome Atlas (TCGA) on LS
and UPS in order to investigate any correlation between PD-L1 gene expression and clinical
outcome. Kaplan–Meier curves showed no significant difference in MFS or OS between
PD-L1 positive and negative cases for any of the two sarcoma subtypes (Figure 3).

4. Discussion

In this study, we aimed to investigate if positive expression of PD-L1 in tumor and
immune cells was associated with prognosis in three sarcoma subtypes using commercially
available assays approved for diagnostic use. In addition, we aimed to elucidate if any
clear cutoff for prognostic subtyping based on PD-L1 immunoreactivity could be derived
from the data.

In our cohort of 214 patients, we found that PD-L1 immunoreactivity in TC and IC was
overall negative or low (<10%) in CS and LS. PD-L1 immunoreactivity was more commonly
observed in UPS, in line with previous publications [10,26]. A subset of tumors in all three
subtypes had high (>50%) PD-L1 expression in TC and IC, especially using the SP263 assay,
which generally detected a higher % of PD-L1-positive cells, both TC and IC. There was a
strong concordance between the two assays regarding the number of tumors with PD-L1
reactivity. This is in line with results from previous studies, which have shown that the
SP142 assay generally stains a lower number of both tumor and immune cells [27,28].

Our cutoffs for statistical analysis were set at 0%, <5%, 5–9% and ≥10% for none, low,
intermediate and high PD-L1 immunoreactivity for UPS and LS, respectively; for CS the
cutoffs were set at 0% and ≥1 for negative and positive, respectively. These values were
chosen as we aimed exclude tumors with only a few positive cells and to identify those
patients with “true” PD-L1-positive tumors who may have a satisfactory response to ICIs
in a clinical setting in some solid tumors. It is, however, worth noting that PD-L1-negative
sarcomas have also shown satisfactory response, albeit to a lesser extent [29].

We found no significant difference in MFS and OS in all three sarcoma subtypes regard-
less of PD-L1 expression. In CS there was slightly worse, but not statistically significant,
MFS and OS in patients with positive PD-L1 expression; however, this is likely due to
the fact that PD-L1 immunoreactivity was only observed in grade 3 or dedifferentiated
tumors. In a meta-analysis, Zheng et al. found PD-L1 immunoreactivity to be a negative
prognostic factor in soft tissue sarcomas [8], while other studies found no significant impact
on survival in retroperitoneal liposarcoma [30] and chondrosarcoma [12,14]. While the
practical utility of PD-L1 as a prognostic marker may be limited, the true value of this
marker must be assessed in the context of response to ICIs (which is outside the scope of
this study). Worth noting is also the dynamic nature of PD1/PD-L1 and discordance of
PD-L1 expression in primary versus metastatic tumors, which has been observed in both
solid tumors and sarcomas [31–33], and its role as a predictive biomarker may require
assessment of more than one tumor from the patient. As it stands currently, none of the
patients had received ICIs and hence the lack of clinical data is a major limiting factor to
drawing absolute conclusions on the clinical impact of PD-L1 in this patient group.
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While there are no approved ICIs for the treatment of sarcomas, there are several phase
II studies, although the rarity and heterogeneity of sarcomas pose a challenge for conducting
phase III trials. SARC028 studied the effects of Pembrolizumab; objective response was
found in 7 of 40 patients with soft tissue sarcoma, with 4 being patients with UPS, and in
2 of 40 patients with bone sarcoma. Only three patients in total had PD-L1-positive (≥1%)
tumors, all of them with UPS [34]. In Alliance A091401 [29], 2 of 43 patients responded
to single-therapy with Nivolumab and 6 of 42 responded to Nivolumab + Ipilimumab;
two of these patients had UPS, and other subtypes included leiomyosarcoma, alveolar soft
part sarcoma, angiosarcoma and myofibrosarcoma. PD-L1 statuses of included patients
were not reported. Toulmonde et al. [13] found that only 3 of 50 patients with soft tissue
sarcoma showed any response to treatment with Pembrolizumab and Cyclophosphamide;
six patients in total had a PD-L1-positive (≥1%) tumor. No patients with UPS had a
satisfactory response in PEMBROSARC [35], but only one of those had a PD-L1-positive
(≥1%) tumor. The recent international recommendation for treatment of sarcomas using
ICIs suggests that ICIs may be considered in a few sarcoma subtypes where first-line
therapy has given unsatisfactory results, such as UPS, alveolar soft-part sarcoma, cutaneous
angiosarcoma and classic Kaposis’ sarcoma [21,36].

In conclusion, our cohort found no association between PD-L1 immunoreactivity
and prognosis in CS, LS or UPS, with PD-L1 immunoreactivity being rare in CS and
LS but more common in UPS. The SP142 assay stained less cells overall and cannot be
used interchangeably with SP263. Previous studies have shown satisfactory response in
some patients, and those with PD-L1 immunoreactivity could profit from PD1/PD-L1
targeted treatment. Since we lack data with regard to clinical response to PD1/PD-L1
inhibitors, it is not possible to establish a cutoff value for PD-L1 immunoreactivity in these
sarcoma subtypes. However, in analogy with the staining patterns found in carcinomas,
we distinguished a subset of cases with definitive high PD-L1 expression. Future clinical
studies on ICI in sarcomas should take these findings into account, since enrolling a
sufficient number of patients with high tumor PD-L1 expression would require multicenter
clinical studies. Nevertheless, establishment of working ICI biomarkers could be of great
value for sarcoma patients, even though only a smaller portion of patients might benefit
from the treatment. Investigating other biomarkers such as tumor mutational burden
and mismatch repair deficiency may also be of prognostic and predictive importance. As
PD-L1 immunohistochemistry is widely established, it should be performed on tumors
from sarcoma patients with disseminated disease and unsatisfactory response from first
line treatment.
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