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Abstract. The amino acid transporter named solute carrier 
family 7 member 5 (SLC7A5) is suggested to play a part in 
altered cell metabolism and proliferative signaling and has 
been reported to be overexpressed in various types of cancer, 
including breast cancer. Estrogen‑receptor‑positive (ER+) breast 
cancers constitute the most common type of breast malignan‑
cies and are often treated with anti‑estrogenic therapies. In 
this group of patients, endocrine resistance is a challenging 
problem that could lead to recurrent disease. To overcome this, 
additional prognostic biomarkers are needed. The present study 
aimed therefore to determine whether SLC7A5 may be consid‑
ered as a possible prognostic marker in ER+ breast cancer and 
to investigate its relation with certain cancer‑related genes. We 
used a local breast cancer cohort (n=154) and immunohisto‑
chemistry to analyze the expression of SLC7A5 in association 
with clinicopathological characteristics and patient outcome. 
In addition, gene expression analysis was performed on 80 
of these tumors. Furthermore, the METABRIC dataset was 
used for correlation analyses between expression of SLC7A5 
and several genes related to breast cancer biology. The results 
demonstrated that overexpression of SLC7A5 was signifi‑
cantly associated with histopathological grade in patients 
with breast cancer, and that SLC7A5 mRNA expression was 
positively correlated with the expression of marker of prolif‑
eration Ki‑67 and hypoxia inducible factor 1 subunit alpha. 
Overexpression of SLC7A5 may therefore play a role in the 
biology of endocrinologically‑driven disease. However, when 
further assessing SLC7A5 using the METABRIC dataset, 
SLC7A5 mRNA expression level was more significantly 

increased in ER‑ subgroups compared with ER+ disease. All 
breast cancer subtypes included, SLC7A5 mRNA expression 
was correlated with a higher number of cancer‑related genes 
than in estrogen receptor positive tumors alone. The present 
study suggested that SLC7A5 expression may be of impor‑
tance for breast cancer cell proliferation and survival. In order 
to further establish the biological and clinical role of SLC7A5 
in breast cancer, further investigation using different breast 
cancer subgroups is required.

Introduction

Breast cancer is one of the most prevalent malignancies 
worldwide, accounting for 11.7% of all new cancer cases 
in 2020 (1). Breast malignancies constitute a group of diag‑
noses that each presents with different characteristics. Current 
practice subdivides tumors according to expression of certain 
molecular markers, and this subdivision is used to guide 
the therapeutic approach (2). Of these general subgroups, 
estrogen‑receptor‑positive (ER+) breast cancers represent 
almost 2/3 of all cases (3). ER+ patients are eligible for endo‑
crine therapy, including some agents such as tamoxifen, which 
aims to inhibit tumor growth by interfering with proliferative 
estrogen signaling (4). In ER+ patients, disease progression 
despite anti‑estrogenic treatment may be suggestive of either 
intrinsic or acquired endocrine resistance. The underlying 
mechanisms of such resistance are not yet fully understood, 
although alterations in various signaling pathways, including 
estrogen‑signaling, seem to be of importance (5). As not all 
patients benefit from current treatment regimens, it is crucial 
to develop novel risk assessment tools capable of early identifi‑
cation of tumor characteristics associated with aggressiveness, 
including endocrine resistance in hormone‑sensitive cases.

One novel protein of interest is named solute carrier 
family 7 member 5 (SLC7A5), which is a transmembrane 
amino acid transporter also known as large neutral amino 
acid‑transporter 1 (LAT1). SLC7A5 has been described in 
several types of cancer, including breast cancer, and functions 
by facilitating the exchange of essential amino acids over the 
cell membrane (6,7). The connection between overexpression 
of SLC7A5 and cancer has been associated with alterations 
in cell signaling and metabolic homeostasis, which are both 
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considered as important hallmarks of cancer (8). SLC7A5 has 
also been reported to be induced by hypoxia in several tissues, 
including renal cell carcinoma, suggesting an association 
between SLC7A5 expression and changes in tumor environ‑
ment and cell demands (9).

Although largely independent of physiological restrictions, 
readily proliferating tumors are still to some degree constrained 
by nutrient and oxygen deprivation as they ultimately outgrow 
their supporting blood vessels (10). As local tissue hypoxia 
arises, malignant cells are forced to rearrange their genetic 
programming, and since exogenous amino acids are essential 
for the synthesis of various proteins and nucleic acids, tumors 
might start to overexpress amino acid exchangers in order to 
gain access to a ready supply of building blocks to sustain their 
proliferation and existence (11,12). In the case of the amino 
acid exchanger SLC7A5, the protein also appears to be directly 
involved in proliferative signaling by facilitating the uptake 
of leucine, which is an essential activator of the mTORC1 
signaling complex (13). SLC7A5 is therefore likely to influence 
tumor cell behavior and may ultimately contribute to disease 
progression. Thus, SLC7A5 may be considered as a promising 
biomarker candidate and a novel future therapeutic target.

Based upon the nature of SLC7A5, we hypothesized 
that upregulation of SLC7A5 may function as a way for 
breast cancer cells to prolong their lifespan under condi‑
tions that are not suitable for proliferation, such as during 
hypoxia or in conjunction with impaired cell signaling during 
anti‑estrogenic treatment. To confirm this hypothesis, we 
aimed to study the gene and protein expression of SLC7A5 
in ER+ breast cancer using immunohistochemistry and 
microarray analysis. The present study discussed the prog‑
nostic and biological role of SLC7A5 in ER+ breast cancer 
by determining how SLC7A5 protein expression may be 
associated with various clinicopathological characteristics 
linked to patient outcome. The present study also explored 
the correlation between SLC7A5 mRNA expression and the 
mRNA levels of certain genes linked to breast cancer biology 
such as estrogen receptor 1 (ESR1), Erb‑B2 receptor tyrosine 
kinase 2 (ERBB2), MYC proto‑oncogene, BHLH transcrip‑
tion factor (MYC) and mechanistic target of rapamycin 
(MTOR), to cell proliferation such as marker of proliferation 
Ki‑67 (MKI67) and cyclin D1 (CCND1), to hypoxia such as 
hypoxia inducible factor 1 subunit alpha (HIF1A), endothelial 
PAS domain‑containing protein 1 (EPAS1 or HIF2A) and 
vascular endothelial growth factor A (VEGFA), and to metab‑
olism such as lactate dehydrogenase A (LDHA), solute carrier 
family 2, facilitated glucose transporter member 1 (SLC2A1 
or GLuT1), carbonic anhydrase 9 (CA9) and NDuFA4 mito‑
chondrial complex associated like 2 (NDuFA4L2).

Materials and methods

Patients and breast cancer specimens. The present study 
included female patients diagnosed with breast cancer at the 
Department of Oncology, örebro university Hospital, Sweden, 
between January 2000 and December 2010. Patients were 
identified from the registry of the Regional Cancer Centre 
uppsala örebro, Sweden. Information regarding the patients' 
primary tumor characteristics was retrieved from the registry, 
along with clinical data. This study was approved by the 

regional ethics committee in uppsala (2011/070) and written 
consent was obtained from participants who were still alive. 
All procedures were performed in accordance with the ethical 
standards of the regional ethics committee and with the 1964 
Declaration of Helsinki and its later amendments.

The patients included in the present study (n=154) were 
all diagnosed with an ER+ tumor and treated with endocrine 
therapy, and had no distant metastasis at the time of diagnosis. 
Records from registry were first retrieved in 2013, when a total 
of 116 eligible patients were included (patients with recurrence, 
n=27; recurrence‑free patients, n=89). The selection procedure 
for these patients has been previously described in detail (14). 
To minimize the risk of including patients with undetected 
metastasis at the time of primary diagnosis, a cut‑off of 
24 months was used to distinguish recurrence. updated 
records were retrieved from the registry in 2017, and addi‑
tional patients (patients with recurrence, n=12; recurrence‑free 
patients, n=26) were selected and included in the study based 
on the same inclusion criteria. The 154 patients were subse‑
quently referred to as the örebro cohort.

Immunohistochemistry (IHC). Formalin‑fixed paraffin‑ 
embedded primary breast tumor tissues were available from 152 
out of the 154 patients. The protein expression of SLC7A5 was 
evaluated using IHC on 4‑µm sections mounted on glass slides. 
These tissues were stained as previously described (15). Briefly, 
tissues were deparaffinized and rehydrated using Tissue‑Clear® 
(Sakura Finetek Europe) followed by a series of ethanol (100, 95 
and 70%) and deionized water. Heat‑induced epitope retrieval 
was performed in DIVA Decloaker buffer (Biocare Medical) in 
a decloaking chamber (Biocare Medical) for 10 min at 110˚C. 
The staining procedure was then performed using the auto‑
mated slide stainer IntelliPATH FLx™ (Biocare Medical). For 
protein detection, a rabbit monoclonal anti‑SLC7A5 antibody 
(cat. no. ab208776; 1:500; 1 h incubation at room tempera‑
ture; Abcam) was used together with the MACH 1 universal 
HRP‑Polymer Detection system (Biocare Medical) and Betazoid 
DAB chromogen according to the manufacturer's instructions. 
The slides were washed with TBS Automation Wash Buffer 
(Biocare Medical) in between each reaction. Following subse‑
quent counterstaining with Mayer's haematoxylin, the tissues 
were dehydrated in ethanol (70, 95 and 100%) and xylene and 
mounted with coverslips using Pertex® mounting medium. For 
each run of the staining process, a tissue sample (testis) stained 
for SLC7A5 protein expression was included as a positive control.

Evaluation of IHC staining. The slides were digitally scanned 
using the Pannoramic 250 Flash II scanner (3DHistech Ltd.) 
and the resulting images were analyzed using the CaseViewer 
software package version 2.4 (3DHistech Ltd.). SLC7A5 
protein staining was graded according to HercepTest™ (Dako) 
scoring guidelines, originally intended for assessment of 
human epidermal growth factor receptor 2 (HER2)‑positivity 
(Table I). Staining was graded as 0, 1+, 2+ or 3+ according 
to membrane staining intensity, whether the staining was 
complete or incomplete, and the amount of positively stained 
tumor cells in the tissue specimen. Scores of 0 or 1+ were 
considered as negative while scores of 2+ and 3+ were consid‑
ered as positive. Grading was performed by two separate 
observers and final grades were based on consensus scores.
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Microarray. For 80 patients, mRNA gene expression data 
were obtained through microarray analysis performed on a 
previous occasion (data not shown). Of these, 78 specimens 
were also available for IHC staining of SLC7A5. Briefly, 
freshly frozen primary tumor tissues (stored at ‑80˚C) 
with confirmed tumor cell content were homogenized 
using a TissueLyser II (Qiagen AB) with 5 mm steel beads 
(Qiagen AB) for 2x2 min at 30 Hz. Lysing and RNA extraction 
was performed using the Allprep DNA/RNA/Protein mini kit 
(Qiagen AB). RNA concentrations were evaluated and purity 
determined according to the absorbance ratio at A260, A280 
and A230 nm using a NanoDrop Spectrophotometer ND‑1000 
(NanoDrop Technologies; Thermo Fisher Scientific, Inc.). 
Values of A260/A280 between 1.8 and 2.1 and A260/A230>2.0 
were considered as acceptable purity for microarray. RNA 
integrity number (RIN) values were determined using the 
Agilent RNA 6000 Nano Kit for the 2100 Bioanalyzer 
Instrument (Agilent Technologies, Inc.), with RIN>8 consid‑
ered as an acceptable quality for subsequent microarray 
analysis. The RNA was stored at ‑80˚C.

Microarray data acquisition. High‑quality RNA (100 ng) 
was used to prepare Cy3‑labeled and amplified cRNA 
with the One Color Low Input Quick Amp Labeling Kit 
(Agilent Technologies, Inc.) according to the manufacturer's 
instructions. The cRNA concentration and specific activity 
(pmol Cy3/µg cRNA) was determined using NanoDrop. 
Following the Gene Expression Hybridization Kit (Agilent 
Technologies, Inc.) protocol, the samples were hybrid‑
ized to SurePrint G3 Human Gene Expression 8x60k v2 
Microarrays (Agilent Technologies, Inc.) for 17 h at 65˚C in a 
Hybridization Oven (Agilent Technologies, Inc.). The micro‑
arrays were scanned with a G2565CA Microarray Scanner 
(Agilent Technologies, Inc.) and image analysis and data 
extraction were assessed with version 10.7.3.1 of Agilent's 
Feature Extraction Software package (Agilent Technologies, 
Inc.). All microarrays were verified and passed quality check 
parameters included in the software package prior to data 
analysis. Before extracting gene expression data for SLC7A5, 
ESR1, ERBB2, CCND1, MYC, HIF1A, MKI67, VEGFA, 
MTOR, EPAS1, LDHA, SLC2A1, CA9 and NDuFA4L2, 
the arrays underwent quantile normalization and ComBat 
correction to account for batch variations dependent of 
sample distributions on different slides (SVA R package) 
prior to log2‑transformation. The normalized fluorescence 
intensity values for each gene were further transformed into 
z‑values prior to statistical analysis.

METABRIC data. The METABRIC dataset, with both 
clinical and gene expression data, was downloaded from 
cBioPortal (16,17). Collection of the METABRIC study 
specimens was ethically approved by the institutional review 
board and the METABRIC study protocol was approved by 
ethics committees in Vancouver and Cambridge. The study 
was previously described in detail (18). Briefly, tumor RNA 
from >2,000 breast cancer patients was analyzed using the 
Illumina HT‑12 v3 platform (Illumina_Human_WG‑v3). Gene 
expression data (mRNA expression z‑values relative to diploid 
samples) were available from 1,904 breast cancer patients in 
total, although one patient with breast sarcoma was excluded, 
leaving a remaining pool of 1,903 patients.

Statistical analysis. For examining the associations between 
SLC7A5 protein expression and the clinicopathological charac‑
teristics in the örebro patient cohort, the χ2 or Fisher's exact tests 
were used. The Mann‑Whitney u test was used for continuous 
variables. Survival curves were generated by Kaplan‑Meier 
estimation using the log‑rank test with distant recurrence set 
as primary patient outcome. The hazard ratio with 95% confi‑
dence interval (CI) was calculated using Cox regression.

Prior to gene correlation analysis, the mRNA microarray 
data (fluorescence intensity values) were z‑transformed, with a 
z‑value of 0 representing the mean and scores of ±1 equaling 
1 standard deviation from the mean. Normal distribution of 
SLC7A5 expression was evaluated using Shapiro‑Wilk test, 
arguing for the use of non‑parametric tests for analysis of 
SLC7A5 correlation to other assessed genes as well as clinical 
data from both the örebro cohort and METABRIC data. The 
correlation between z‑values (gene expressions) was estimated 
using Spearman's rank correlation coefficient (ρ). The Mann 
Whitney u‑test was used to compare SLC7A5 gene expression 
with the corresponding protein expression and various clinical 
variables. One‑way ANOVA and Kruskal‑Wallis test were 
used to compare multiple categorical clinical variables. Data 
analysis was performed using SPSS software version 7.03 
(SPSS, Inc.) and GraphPad Prism version 7.03 (GraphPad 
Software, Inc.). P<0.05 was considered to indicate a statisti‑
cally significant difference.

Results

Characterization of SLC7A5 expression in ER+ breast cancer 
tissues. Immunohistochemical staining of SLC7A5 was 
evaluated in all available cases (n=152). The overall protein 
expression was found to be heterogeneous, and staining varied 

Table I. Immunohistochemistry SLC7A5 protein expression scoring guidelines adapted from the HercepTest™ (Dako) guide‑
lines for human epidermal growth factor receptor 2 protein expression assessment.

Score to Protein overexpression
report assessment Staining Pattern

0 Negative No staining is observed, or membrane staining is observed in < 10% of the tumor cells.
1+ Negative A faint/barely perceptible incomplete membrane staining is detected in > 10% of tumor cells.
2+ Weakly positive A weak to moderate complete membrane staining is observed in > 10% tumor cells
3+ Strongly positive A strong complete membrane staining is observed in > 10% of the tumor cells
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in intensity within and between tumors. Representative images 
of protein staining are provided in Fig. 1, where ~15% of the 
cases were found to be positive (2+ and 3+) for SLC7A5 
protein expression (Table SI).

SLC7A5 mRNA z‑values from the microarray analysis 
(n=80, of which 78 cases were available for IHC staining) 
were found to be normally distributed (Table SII). The gene 
expression of SLC7A5 was significantly higher in tumors with 
high protein expression score (Fig. 2).

SLC7A5 protein expression in association with clinicopatho-
logical variables. Associations between SLC7A5 expression 
and tumor characteristics in ER+ breast cancer are presented 
in Table SI. The results demonstrated that the positive protein 
expression of SLC7A5 was significantly associated with 

histopathological grade in the form of Nottingham Histologic 
Score (P=0.014).

To further evaluate the prognostic value of tumor SLC7A5 
protein expression, survival analysis was performed with 
regards to distant recurrence. When comparing tumors that 
were positive and negative for SLC7A5, a trend could be 
observed in which positive protein expression concurred with 
lower survival rate and earlier distant recurrence; however, 
this association was not statistically significant (Fig. 3). The 
estimated hazard ratio for patients with a SLC7A5‑ positive 
tumor was 1.85 (95% CI 0.88‑3.90; P=0.11).

SLC7A5 mRNA expression and clinicopathological 
tumor characteristics. Microarray data with z‑value conver‑
sion were available from 80 patients in the örebro cohort. 
In these patients, increased SLC7A5 mRNA expression was 

Figure 1. Representative images of SLC7A5 protein staining (magnification, x20). (A) Tumor tissue showing no observable staining (=0). (B) Tumor cells 
showing weak but incomplete membrane staining (=1+). (C) Tumor tissue showing complete but moderate staining (=2+). (D) Tumor cells showing strong 
complete membrane staining throughout the tissue specimen (=3+). Scale bar, 100 µm.

Figure 2. Association between SLC7A5 mRNA expression and SLC7A5 
protein expression score in the örebro cohort patients (n=78). SLC7A5, solute 
carrier family 7 member 5. ***p≤0.001, ****p≤0.0001 and ns, non‑significant 
(p>0.05) values.

Figure 3. Association between SLC7A5 protein expression and time to dis‑
tant recurrence. SLC7A5low (n=129; score 0‑1) compared with SLC7A5high 
(n=23; score 2‑3). P‑value was calculated using the log‑rank test. Vertical 
dotted line symbolizes the 24 months up to when all included patients were 
recurrence free. SLC7A5, solute carrier family 7 member 5.
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significantly associated with histopathological grade (Fig. 4A), 
thus adhering with the association between increased expres‑
sion of SLC7A5 protein and histopathological grade (Table SI). 
There was no significant association between SLC7A5 mRNA 
expression and tumor size, lymph node infiltration, menopausal 
status or PR‑status or HER2‑status in this cohort (Fig. 4B‑F).

For validation of the results obtained from the örebro 
cohort, SLC7A5 mRNA expression was also assessed using 
data on breast cancers categorized as ER+ in the METABRIC 
dataset (n=1,445). Increased SLC7A5 mRNA expression was 
similarly demonstrated to be significantly associated with 
histopathological grade in these tumors (Fig. 5). However, 
there were also insignificant associations between increased 
SLC7A5 mRNA expression and lymph node infiltration, as well 
as progesterone receptor (PR) negativity and HER2‑positivity. 
When investigating differences regarding SLC7A5 mRNA 
expression in ER+ tumor subtypes, higher z‑values could be 
observed in tumors classified as the more aggressive luminal 
B subtype compared with luminal A tumors (Fig. 5).

SLC7A5 mRNA expression and breast cancer molecular 
subtype. By including all primary breast cancer cases in 
the METABRIC dataset, regardless of ER status (n=1,903), 
it became possible to further evaluate SLC7A5 expression 
with regards to clinicopathological factors in the context of 
molecular breast cancer profiles. The results showed a higher 
SLC7A5 mRNA expression among tumors with higher histo‑
pathological grade. In addition, increased genomic expression 
of SLC7A5 was more strongly coupled to ER‑ molecular 
subtypes, with higher expression of SLC7A5 mRNA z‑values 
in HER2‑enriched and triple‑negative breast cancer cases 
compared with tumors classified as ER+ (Fig. 6).

SCL7A5 mRNA expression in correlation with genes related to 
breast cancer biology, hypoxia and cell metabolism. To also 
evaluate the biological role of SLC7A5, mRNA expression was 
assessed in connection with the expression of several other 
breast cancer related genes and genes related to hypoxia and 
cell metabolism (Table II). This assessment was performed 
both on the local örebro cohort (Fig. S1) and on METABRIC 
data (Figs. S2‑S4). In the örebro cohort, positive correlations 
were found between SLC7A5 expression and both MKI67 
and HIF1A expression (Table II). However, when testing for 
correlations between SLC7A5 expression and the other genes 
aforementioned, no significant correlations could be found.

ER+ cancers in the METABRIC dataset (n=1,445) showed 
concordant statistically significant correlations between 
SLC7A5 expression and increased expression of MKI67 and 
HIF1A (Table II). In this dataset, SLC7A5 was also positively 
correlated with expression of VEGFA, MYC, ERBB2, and of 
genes linked to metabolism (LDHA, SLC2A1 and CA9), and 
negatively correlated with ESR1 expression. When including 
all tumors in the METABRIC dataset (n=1,903), positive 
correlations were similarly found between SLC7A5 expres‑
sion and MKI67, HIF1A, VEGFA, MYC, ERBB2, LDHA, 
SLC2A1 and CA9 expression. Positive correlations in this 
dataset were also found between SLC7A5 expression and both 
MTOR and NDuFA4L2 expression. Negative correlations 
were demonstrated between SLC7A5 expression and ESR1 
and CCND1 expression (Table II). When categorizing the data 
by ER status, as based on IHC staining, ER+ tumors tended 
to follow a general pattern of lower relative expression of 
all assessed genes compared with SLC7A5 mRNA expres‑
sion (Fig. S4).

Figure 4. Association between SLC7A5 mRNA expression and clinicopathological variables in estrogen‑receptor‑positive tumors as assessed via immunohis‑
tochemistry (örebro cohort, n=80). Association between SLC7A5 expression and (A) histopathological grade (Elston grade), (B) tumor size, (C) lymph node 
infiltration, (D) menopausal status, (E) PR‑status and (F) HER2‑status. SLC7A5, solute carrier family 7 member 5; PR, progesterone receptor; HER2, human 
epidermal growth factor receptor 2. **p≤0.01 and ns, non‑significant (p>0.05).
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Discussion

ER+ breast cancers present with varying clinical charac‑
teristics and prognosis. Current therapy targets aberrant 
estrogen‑signaling, in most cases with good effect; however, 
a high number of patients see a progression of the disease, 
possibly due to endocrine resistance. To overcome therapy 
resistance, finding novel diagnostic markers and therapeutic 
targets has become increasingly important (19). The amino 
acid transporter SLC7A5 (or LAT1) was attributed some 
pro‑oncogenic properties and is overexpressed in various 
types of cancer, including breast cancer, and may therefore 
constitute a potential new marker and treatment target.

The results from the present study demonstrated that 
SLC7A5 protein expression was associated with histopatho‑
logical grade in ER+ breast cancers, which may suggest the 
role of the amino acid exchanger in breast cancer biology 
and tumor progression. We were not able to find statistically 

significant associations between SLC7A5 protein expression 
and other prognostic markers (e.g. lymph node infiltration 
or tumor size) or patient outcome (i.e. distant recurrence) in 
the örebro cohort. However, Mihály et al (20) reported that 
increased SLC7A5 expression is associated with shorter recur‑
rence free survival in a larger study population of tamoxifen 
treated patients (n=1,044). Considering the small size of the 
örebro cohort and the risk of failing to achieve statistical 
significance due to inadequate study power, the results from 
the present study were in concordance with those from 
El Ansari et al (21). El Ansari et al (21) also reported that 
SLC7A5 protein expression is an independent risk factor for 
worsened patient outcome in highly proliferative ER+ tumors 
and HER2‑enriched breast cancer subtypes. SLC7A5 protein 
expression has been evaluated and reported in different ways, 
which complicates comparison between studies. In our present 
cohort, 15% of the tumors were defined as SLC7A5 positive, 
which was similar to the 17% positivity from the 2,664 breast 

Figure 5. Association between SLC7A5 mRNA expression and clinicopathological variables in estrogen‑receptor‑positive tumors (METABRIC, n=1,445). 
Association between SLC7A5 expression and (A) tumor stage, (B) histopathological grade (Elston grade), (C) histological type, (D) molecular subtype classified 
via three gene expression profiling, (E) genetic subtype based on PAM50 gene expression analysis, (F) lymph node infiltration, (G) PR‑status according to genetic 
analysis, (H) HER2‑status according to genetic analysis. SLC7A5, solute carrier family 7 member 5; PR, progesterone receptor; HER2, human epidermal growth 
factor receptor 2. *p<0.05, **p≤0.01, ***p≤0.001, and ****p≤0.0001 and ns, non‑significant (p>0.05) values.
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cancer cases of El Ansari et al Bodoor et al (22) demonstrated 
that 84.4 and 64.3% of luminal A (n=32) and luminal B/triple 
positive (n=42) tumors, respectively, were SLC7A5 positive, 
and that SLC7A5 expression was overall negatively correlated 
with HER2 expression. However, this study used a polyclonal 
antibody, which also stains cytoplasmic structures, as well as a 
scoring system developed by the authors. El Ansari et al used 
an H‑score of >15 as cut‑off for positivity, whereas we applied 
the HER2 evaluation guideline identifying score 2+ and 3+ 
as SLC7A5 positivity in the present study. The HER2 evalua‑
tion guideline was established for pathological assessment of 
HER2 status and could be adapted for future clinical examina‑
tion of SLC7A5, which is also a membrane‑bound protein.

Comparing SLC7A5 protein expression and mRNA 
expression in the same patients can be seen as arbitrary. This 
issue needs to be addressed, as protein expression scoring is 
based upon tumor cell membrane expression while mRNA 

expression is based upon analysis of tumor tissue samples, 
which also contain stromal cells and parts of normal tissue. 
In the present study, being graded as SLC7A5‑negative in 
protein expression (0 or 1+) meant that <10% of all tumor cells 
in the specimen were positively stained. Furthermore, there 
was a variability in SLC7A5 expression, as some specimens 
with low protein expression still showed substantial mRNA 
expression levels (Fig. 2). A spatial expression of SLC7A5 
could possibly explain this phenomenon and must be taken 
into consideration.

In the present study, high SLC7A5 protein expression was 
found to correspond to high mRNA expression, thus providing 
a rationale for validating our findings in the METABRIC 
cohort. Furthermore, associations between SLC7A5 gene 
expression and clinical variables, such as histopathological 
grade, was connected to poor outcome, which has previously 
been described in the METABRIC data set (21). In METABRIC 

Figure 6. Association between SLC7A5 mRNA expression and clinicopathological variables in all tumors regardless of ER‑status (METABRIC, n=1903). 
Association between SLC7A5 and (A) tumor stage, (B) genetic subtype based on PAM50 gene expression analysis, (C) histological type, (D) molecular subtype 
classified via three gene expression profiling, (E) histopathological grade (Elston grade), (F) lymph node infiltration, (G) ER‑status according to genetic analysis, 
(H) PR‑status according to genetic analysis and (I) HER2‑status according to genetic analysis. SLC7A5, solute carrier family 7 member 5; PR, progesterone 
receptor; HER2, human epidermal growth factor receptor 2; ER, estrogen receptor. **p≤0.01, ***p≤0.001, ****p≤0.0001 and ns, non‑significant (p>0.05) values.
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ER+ breast cancers from the present study, SLC7A5 expres‑
sion was associated with HER2‑positivity and PR negativity. 
Furthermore, a negative correlation between SLC7A5 expres‑
sion and ESR1 expression was demonstrated. Among the 
luminal tumors, it is well known that these observations corre‑
spond to a lower likelihood of endocrine treatment response 
as they influence estrogen signaling. Expression of SLC7A5 
seems to vary in luminal cancers and is of great interest in 
terms of endocrine response (23). Guan et al (23) compared 
differentially expressed genes in tamoxifen‑sensitive and 
tamoxifen‑resistant cell lines as well as in clinical breast cancer 
samples, and developed a two‑gene pair signature (TOP2A, 
SLC7A5; NMu, PDSS1) that could predict tamoxifen therapy 
outcome. However, in the örebro cohort, which consisted 
of tamoxifen‑treated patients only, there was no significant 
difference in distant recurrence between SLC7A5‑positive 
and SLC7A5‑negative cases; however, there was a trend for 
SLC7A5‑positive cases to have lower survival rates.

SLC7A5 has previously been featured as one of the five 
immunohistochemical markers constituting the Mammostrat® 
risk assessment tool, which is intended to predict the risk of 
recurrent disease in cases of tamoxifen treated ER+ cancer (24). 
using this tool, Bartlett et al (24) demonstrated that increased 
SLC7A5 expression is on its own significantly associated with 
shorter recurrence‑free survival. However, previous studies 
reported that the analysis of individual expression of SLC7A5 
is insufficient to predict the prognosis and response to endo‑
crine therapy in these patients (25‑27). These studies suggested 
that SLC7A5 should be assessed together with SLC3A2, which 
is a key helper of SLC7A5 membrane transportation, to predict 
patient outcome in ER+ breast cancer. The role of SLC7A5 as 

a marker in endocrine disease is therefore disputed, and the 
present findings further highlight this.

To determine the biological role of SLC7A5, the present 
study evaluated the correlation between SLC7A5 expression and 
the expression of genes involved in cell proliferation, metabo‑
lism, and hypoxia. The results demonstrated that SLC7A5 gene 
expression was positively correlated with HIF1A and MKI67 
expression in both the örebro cohort and the METABRIC 
dataset, indicating the importance of SLC7A5 expression 
regarding the proliferative capabilities of breast cancer cells. 
Our findings also suggested a connection between SLC7A5 
expression and tissue hypoxia in breast cancer, which has been 
previously reported in renal cell carcinoma (9). HIF1A over‑
expression is known to be positively correlated with numerous 
unfavorable carcinogenic characteristics, such as increased 
angiogenesis, cell invasion and metastasis (28). Regarding 
SLC7A5, increased expression together with co‑expression 
of proliferative and hypoxic genes, in primary and metastatic 
tumor sites could indicate adverse disease (29). SLC7A5 
expression has previously been positively associated with 
expression of hypoxia related genes such as HIF2A in breast 
cancer, although it was only seen in luminal B tumors (21). The 
present study provided further insight into the possible connec‑
tion between amino acid transporters such as SLC7A5 and 
hypoxia‑inducible factors in ER+ disease. In the future, valida‑
tion of protein expressions in breast cancer will be required, 
alongside functional in vitro investigation. HIF1A signaling has 
been reported to stimulate the expression of several glycolytic 
enzymes as well as pH‑regulating factors in cancer, including 
LDHA, SLC2A1 and CA9 (30‑32). In the present study, we 
also observed positive correlation between the expression 

Table II. Association between SLC7A5 mRNA expression and genes related to breast cancer, hypoxia and cell metabolism in the 
örebro cohort and the Molecular Taxonomy of Breast Cancer International Consortium (METABRIC) dataset.

 örebro cohort (n=80) METABRIC ER+ (n=1,445) METABRIC (n=1,903)
Gene ‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑ ‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑ ‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑‑
name Spearman r 95% CI P‑value Spearman r 95% CI P‑value Spearman r 95% CI P‑value

ESR1 ‑0.023 ‑0.248 to 0.204 0.8399 ‑0.136 ‑0.188 to ‑0.083 <0.0001 ‑0.448 ‑0.484 to ‑0.410 <0.0001
ERBB2 ‑0.043 ‑0.266 to 0.185 0.7071 0.078 0.025 to 0.130 0.0031 0.010 ‑0.036 to 0.056 0.668
MKI67 0.410 0.202 to 0.582 0.0002 0.348 0.301 to 0.394 <0.0001 0.480 0.444 to 0.515 <0.0001
MYC 0.150 ‑0.079 to 0.363 0.1851 0.046 ‑0.008 to 0.098 0.084 0.137 0.091 to 0.182 <0.0001
MTOR ‑0.042 ‑0.266 to 0.185 0.7089 0.013 ‑0.040 to 0.066 0.6139 0.084 0.038 to 0.129 0.0003
CCND1 ‑0.117 ‑0.334 to 0.112 0.3007 0.040 ‑0.013 to 0.093 0.1297 ‑0.186 ‑0.231 to ‑0.141 <0.0001
HIF1A 0.263 0.039 to 0.462 0.0184 0.097 0.044 to 0.150 0.0002 0.192 0.147 to 0.236 <0.0001
VEGFA 0.062 ‑0.166 to 0.284 0.585 0.243 0.192 to 0.292 <0.0001 0.355 0.314 to 0.395 <0.0001
EPAS1 0.191 ‑0.036 to 0.400 0.089 ‑0.031 ‑0.084 to 0.022 0.239 ‑0.039 ‑0.085 to 0.008 0.0929
LDHA 0.013 ‑0.214 to 0.238 0.9083 0.066 0.014 to 0.119 0.0118 0.149 0.103 to 0.194 <0.0001
SLC2A1 ‑0.213 ‑0.419 to 0.014 0.0579 0.261 0.211 to 0.310 <0.0001 0.381 0.341 to 0.420 <0.0001
CA9 ‑0.010 ‑0.235 to 0.217 0.9304 0.136 0.084 to 0.188 <0.0001 0.340 0.298 to 0.380 <0.0001
NDuFA4L2 ‑0.037 ‑0.261 to 0.190 0.7416 0.026 ‑0.028 to 0.079 0.3314 0.121 0.075 to 0.166 <0.0001

SLC7A5, solute carrier family 7 member 5; ER, estrogen receptor; ESR1, estrogen receptor 1; ERBB2, Erb‑B2 receptor tyrosine kinase 2; 
MYC, MYC proto‑oncogene, BHLH transcription factor; MTOR, mechanistic target of rapamycin; MKI67, marker of proliferation Ki‑67; 
CCND1, cyclin D1; HIF1A, hypoxia inducible factor 1 subunit alpha; EPAS1, endothelial PAS domain‑containing protein 1; VEGFA, vascular 
endothelial growth factor A; LDHA, lactate dehydrogenase A; SLC2A1, solute carrier family 2, facilitated glucose transporter member 1; 
CA9, carbonic anhydrase 9; NDuFA4L2, NDuFA4 mitochondrial complex associated like 2.
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of SLC7A5 and LDHA, which encodes the enzyme lactate 
dehydrogenase, and of SLC2A1, which encodes the glucose 
transporter GLuT1. Both are crucial to accelerate glycolysis 
and stimulate the Warburg effect (33‑35). SLC7A5 expression 
was also significantly correlated with CA9 expression, which 
encodes the enzyme carbonic anhydrase. This enzyme is 
involved in cellular pH buffering and has been demonstrated 
to provide a more favorable tumor microenvironment in breast 
cancer (36,37). These results suggested that SLC7A5 may either 
be part of or be crucial to the metabolic reprogramming of 
breast cancer cells. Tumors may upregulate SLC7A5 together 
with other factors such as LDHA, SLC2A1 and CA9, as a way to 
counteract the negative effects of oxygen and substrate starva‑
tion that arises as the tumor progressively grows.

Regarding the spatial expression of SLC7A5, its expres‑
sion was demonstrated to differ between and within individual 
tumors, suggesting that SLC7A5 expression may vary with 
certain tumor growth conditions. A previous study on basal 
cell carcinoma reported that SLC7A5 tends to be confined to 
centrally located tumor cells rather than surrounding cells in 
the tumor margins (15). In this context, SLC7A5 protein expres‑
sion patterns and SLC7A5 mRNA association with MKI67, 
HIF1A, LDHA, SLC2A1 and CA9 could further suggest that 
SLC7A5 upregulation may be crucial for cell proliferation or 
survival in certain unfavorable settings, such as for example, in 
rapidly growing tumor masses where blood flow successively 
becomes inadequate towards the tumor core or as a response to 
anti‑tumor agents. Sato et al (38) reported that SLC7A5 protein 
expression is higher following chemotherapy, suggesting an 
enhanced amino acid metabolism when glucose metabolism 
is impaired from treatment. Saito et al (39) also demonstrated 
that endocrine resistance in breast cancer is associated with 
adaption to nutrient stress, and that SLC7A5 is an important 
factor and a potential target to overcome treatment resistance. 
The presence of SLC7A5 could be a sub‑marker for endocrine 
resistance, suggesting a possible benefit from using SLC7A5 
inhibitors such as JPH203, which is currently undergoing a 
phase II drug trial (uMIN000034080). It is reasonable to 
think that the expression of amino acid transporters might 
vary with changing cellular growth conditions. According to 
our hypothesis, SLC7A5 expression may be induced as a result 
of unfavorable tumor microenvironment.

In summary, the results from the present study suggested 
that SLC7A5 expression in ER+ tumors may be of importance 
for tumor cell proliferation and survival. However, the biolog‑
ical role as well as the prognostic and predictive values of 
SLC7A5 expression require further investigation in different 
subtypes of breast cancer.
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