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Abstract
Hormone receptor positive (HR+) breast cancers are a heterogeneous class with differential prognosis. Although
more than half of Indian women present with advanced disease, many such patients do well. We have attempted
identification of biologically indolent tumors within HR+HER2- tumors based on gene expression using
histological grade as a guide to tumor aggression. 144 HR+HER2- tumors were divided into subclasses based on
scores derived by using transcript levels of multiple genes representing survival, proliferation, and apoptotic
pathways and compared to classification by Ki-67 labeling index (LI). Clinical characters and disease free survival
were compared between the subclasses. The findings were independently validated in the METABRIC data set.
Using the previously established estrogen receptor (ER) down stream activity equation, 20% of the tumors with
greater than 10% HR positivity by immunohistochemistry (IHC) were still found to have inadequate ER function. A
tumor aggression probability score was used to segregate the remainder of tumors into indolent (22%) and
aggressive (58%) classes. Significant difference in disease specific survival was seen between the groups (P =
.02). Aggression probability based subclassification had a higher hazard ratio and also independent prognostic
value (P b .05). Independent validation of the gene panel in the METABRIC data set showed all 3 classes; indolent
(24%), aggressive (68%), and insufficient ER signaling (7%) with differential survival (P = .01). In agreement with
other recent reports, biologically indolent tumors can be identified with small sets of gene panels and these
tumors exist in a population with predominantly late stage disease.
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Introduction
Breast cancer patients with hormone receptor positive (HR+) HER2-
tumors tend to have the best outcomes [1]. However, there are a
significant proportion of women with HR+HER2− breast cancer who
have bad outcomes despite having received “standard of care”
treatments [2,3], and a small proportion of late stage tumors do well
despite detection in late stages [4,5].
Gene expression based analysis of breast cancer tumors has

established the presence of two sub classes amongst HR+HER2-
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tumors termed luminal A and luminal B, largely based on differential
levels of expression of proliferation genes [6,7]. In an attempt to spare
patients with luminal A type of tumors unnecessary chemotherapy,
gene expression based tests that can tell these tumors apart from
luminal B tumors have been developed. Oncotype DX, a 21-gene
based test; MammaPrint, a 70-gene microarray signature; and
PAM-50, a 50-gene based assay, all help identify early HER2
negative ER positive breast cancer with 3 or fewer positive nodes with
a higher risk of recurrence [8–11]. These tests have provided support
for the use of genomic assays in making therapeutic decisions but are
limited largely to early stage lymph node negative tumors.

Indian women seek medical attention at later stages with locally
advanced disease compared to the women in advanced Western
economies [12–14]. Hence, a majority of the tumors have already
spread to the regional lymph nodes (LNs). LN status has been the
most important determinant amongst all other clinical variables for
overall survival in breast cancer. The current clinical approach is to
offer chemotherapy to all patients with 4 or more positive nodes at
first presentation. However, there are both anecdotal as well as
outcome data that indicate that even amongst women with nodal
spread, a small but significant proportion do not have adverse
outcomes despite being spared chemotherapy [5]. The biological
behavior of these tumors seems to be the inverse of HR negative
tumors that spread metastatically despite being detected and treated
when they are still under 2 cm and confined to the breast tissue [15].

Although the 4 immunohistochemistry (IHC) based panel that
includes ER, PR, HER2 and Ki-67 is now part of the routine testing
for women with breast cancer in the established tertiary care centers in
the country, establishing the predictive or even prognostic utility of
Ki-67 for subclassification of luminal tumors and deriving a specific
cut off have proven to be an intractable problem [16–18].

Features of tumor aggression which have been conventionally
measured in the form of histological grade (HG) are used as a guide to
select for markers that best identify aggressive tumors. Using the lead
of others [19,20], we have attempted to dissect the biological
heterogeneity mediated by pathways of differentiation, proliferation
and survival in distinguishing subclasses with differential prognosis
within HR + HER2- tumors using histological grade as the guide.
HG in breast cancer is an integrative measure of cellular
differentiation and replicative potential which stratifies tumors
based on the degree of aggressiveness. Multivariate analysis of large
cohorts of breast cancer patients has shown the prognostic ability of
HG as a single marker [21]. Although HG suffers from significant
interobserver variability, the outcomes in the extreme classes; grade 1
and grade 3, are significantly different when compared to the
heterogenous grade 2 category which forms 50% of all the tumors
[22]. In common with other studies [20], we have tried to overcome
this drawback of HG by evaluating the gene expression (GE) levels of
multiple markers and integrating their values to derive a probability
equation for evaluation of the level of “aggression” in HR + HER2-
tumors. When used in conjunction with our previously published
method [23] to quantitate the ER downstream function, we are able
to definitively identify the biologically indolent HR + HER2- tumors
in a case series where two thirds of patients are LN positive.

Materials and Methods
Patients and samples for this study were obtained from our ongoing
observational prospective cohort study of breast cancer patients from
two tertiary care hospitals in Bangalore, India. The study was
approved by the ethical review boards of the hospitals involved.
Informed consent for use of the specimens for research was obtained
from all patients. Our observational cohort of 446 patients was recruited
at diagnosis over a 5 year period, between June 2008 and February
2013, and are being actively followed up through a dedicated breast
cancer support group, “Aadhara”. This cohort has completed median of
65 months with 97% follow up as of 30 June 2016. Tumors from 140
patients (including 4 bilateral) were used for the final analysis and the
process of progressive exclusion of samples from the analysis is shown in
Supplementary Figure S1. Only blocks with greater than 50% cancer
epithelial cells which passed our molecular QC [24] were used for the
analysis. Information on the hormone receptor status like ER, PR and
HER2 was obtained from hospital records.

The METABRIC data (normalized microarray information) from
1208 patients were downloaded from European Genomic archive
[25] for cross validation of our observations.

Immunohistochemistry
We performed IHC for Ki-67 on each of the tumor blocks selected

according to standard procedures. Briefly, sections (5 μm in thickness)
were cut from FFPE blocks on poly L-lysine coated slides, subjected to
deparaffinization in xylene, and rehydrated in graded alcohol. After
blocking endogenous peroxidase with a 3% hydrogen peroxide
solution, antigen retrieval was done in 0.01 M EDTA buffer at pH 8
in a microwave at 800W for 2 minutes, 480W for 7 minutes, followed
by 160 W for 11 minutes. Primary blocking was done with 1% bovine
serum albumin (Sigma, Cat # A 3803) for 30 minutes at room
temperature. Primary antibody for Ki-67(CloneMIB1, DAKO, 1:100,
Cat # M7240) was applied for 1 hour at room temperature. Sections
were further incubated with secondary antibody (DAKO REAL
EnVision) for 20 minutes as per the kit instructions, followed by
development of the color using DAB (DAKO REAL EnVision) for 10
minutes. Sections were counterstained with hematoxylin and mounted
after dehydration in graded alcohol and xylene. Appropriate positive
and negative controls were run for antibody in all the experiments.
Labeling index (LI) for Ki-67 was calculated by counting at least 500
tumor cell nuclei according to the recommendations of Dowsett et al.
[16]. LI value of 20% and above was considered as Ki-67 high as
recommended by the St. Gallen Breast Cancer Consortium (SG‐BCC)
guidelines (2013) and other recent studies [16,18].

RNA Extraction, Reverse Transcription and qRT PCR for
Selected Set of Genes

Total RNA was extracted from two 20 μm sections taken from each
patient's tumor block as described before [24]. Briefly, sections were
deparaffinized by heat, and then subjected to overnight digestion using
proteinase K (Qiagen #19133). Total RNA was then extracted using
TRI Reagent protocol according to manufacturer instructions (Sigma
Aldrich # T9424). Quantitation of the RNA was done using the
Ribogreen dye (Invitrogen # R11490 Quant-iT Ribogreen RNA
assay kit) on a fluorescent plate reader (Tecan M200-Pro Infinite
Series). 500 ng of total RNAwas then reverse transcribed using the ABI
high capacity cDNA archive kit (ABI # 4322171) as per the
manufacturer's protocol. The methods used for nucleic acid extraction,
qRT-PCR, selection of housekeeping genes (HKG), and quality control
criteria for inclusion of samples in this analysis have been described in
detail in a previous publication from our laboratory [24].

The expression level of selected set of ER regulated genes (ESR1,
PR, GATA3, TFF1, FOXA1, XBP1) and a set of selected genes



Figure 1. Increasing mean distribution of tumor aggression score
in 3 HG.
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(ANLN, CENPF, UBE2C, CCNB1, FOXM1, BIRC5, and BCL2)
which are involved in survival proliferation and differentiation in
luminal tumors, was determined along with a panel of 3 reference genes
(PUM1, RPLPO, ACTB). Primers for all genes were designed using
Primer3Plus and manufactured by Eurofins, Bangalore, India. The
reference genes normalize for any variations that may be introduced
through variations in sample processing and handlingmethods which in
turn lead to varied levels of RNA preservation in the FFPE blocks. The
primer sequences for the ER regulated genes are as given in previous
publication [23], and those for other set of genes are given in
Supplementary Table S1. Using 5 ng cDNA template per reaction,
qRT-PCRwas done in duplicate using SYBRGreen on the LightCycler
480 II (RocheDiagnostics). Total RNA fromnormal humanmammary
gland (Clontech, USA, # 636576) and Universal Human Reference
RNA (Agilent, # 740000) was also reverse transcribed and 0.1 ng of this
template was run in the assay as a control. Total reaction volume was
10 μl. Pre incubation and initial denaturation of the template cDNA
were performed at 95 °C for 10 minutes, followed by amplification for
45 cycles at 95 °C for 15 seconds and 60 °C for 1 minute. Quality
control criteria of cycle of threshold (Ct) values less than 32.25 were
used for the selection of samples as detailed earlier [24]. Ct values for the
test genes were in turn normalized relative to the mean Ct value of the
three reference genes for each sample as ΔCt. The relative normalized
units (RNU) of expression of the test genes were calculated as 15- ΔCt,
representing the dynamic range of the assay being 15 Cts.

Statistical Analysis
Descriptive statistics of demographic and clinical variables were

obtained for the chosen set of tumors and also within subgroups
defined by the IHC and gene expression subclasses.
Derivation of the Tumor Aggression Probability Score: The

association between each of the chosen genes (ANLN,CENPF,UBE2C,
CCNB1, FOXM1, BIRC5, and BCL2) and the dichotomized categories
of high and low, using HG (with grade 3 as high and grade 1 and 2
grouped as low) was determined by binomial logistic regression models
within the 144 HR+HER2− tumors. Only 125 specimens out of 144
had accurate grade information and were used for this derivation. Only
2 genes (ANLN and BCL2) with a significant positive correlation with
high grade were further used to calculate a probability distribution of
aggression which was derived by fitting a binomial logistic regression
model using the 2 genes as the predictor and grade 3 as the determinant.
This score is referred hereafter as tumor aggression score. Tumors were
grouped into low, and high groups using the lowest quartile value in the
tumor aggression probability score as the cutoff (0.238).
Derivation of the ER Probability Score: ER probability score was

calculated as detailed in a previous publication [23]. We used the
complete set of 274 tumor specimens that qualified for the molecular
analysis for this derivation. Briefly, using multiple ER regulated genes
(ESR1, PR, GATA3, TFF1, FOXA1, XBP1), we fit several binomial
logistic regression models with ER status by IHC (N10%) as the
determinant and different combinations of test genes as the potential
predictors. The different models were compared using the Bayesian
information criterion (BIC). The predicted probability from the best
fitting model (with lowest BIC) was chosen. Receiver operating
characteristics (ROC) curve corresponding to the best fitting model
was plotted, and the cutoff on the probability score corresponding to
the point where both sensitivity and specificity were maximized was
selected to classify patients into fully functional adequate ER and
inadequate ER downstream function groups.
Likewise, we derived the probability score for tumor aggression and
ER function in METABRIC data series using the same set of genes.
638 tumors which were ER positive and HER2 negative and had
information on grade and GE by microarray along with survival were
used for the derivation.

Sequential application of ER probability and tumor aggression
probability scores was used to categorize tumors into GE based
classes. The patient characteristics were compared between the GE
based classes using chi‐square test or Kruskal-Wallis test and Mann-
Whitney U test.

Kaplan-Meier survival curves and log rank tests were used to
compare the survival between the classes defined by GE as per the
probability score obtained from the logistic regression models. Cox
proportional hazards model was used to examine the effect of
probability score based classification on survival.

All statistical analyses were done on statistical software XLSTAT
version 2012.3.03 and SPSS software version 18 (Chicago, IL).

Results

Classification of Tumors Based on Tumor Aggression and ER
Probability Score

We calculated the ER probability score as detailed previously [23]
using ER IHC positivity of greater than 10% cells stained as the
determinant and arrived at cutoff of 0.68 by ROC analysis. Tumors
with probability values above this number were considered to have
fully functional ER downstream signaling activity. Tumors with
ER probability score less than 0.68 were classified as the inadequate
ER downstream function group.

Using similar methods, we derived a probabilistic measure of
tumor aggression that was derived by using HG as the determinant.



Table 1. Clinicopathological Features of the Subclasses Identified by Probability Score Are Given
Below

Indolent
n (%)

Aggressive
n (%)

Inadequate
ER n (%)

n 32 83 29
Age Median 64 59 52

Mean 66 58 53
T size Mean 3.2 3 3.7

Median 3 3 3.7
T1 13 (41) 25 (30) 5 (17)
T2 15 (47) 50 (60) 19 (66)
T3 4 (12) 5 (6) 4 (14)
TX 0 (0) 3 (4) 1 (3)

Grade I 7 (22) 5 (6) 3 (10)
II 19 (59) 43 (52) 13 (45)
III 5 (16) 30 (36) 11 (38)
NA 1 (3) 5 (6) 2 (7)

Lymph node Negative 13 (41) 24 (29) 11 (38)
Positive 18 (56) 55 (66) 17 (59)
Nx 1 (3) 4 (5) 1 (3)

Stage I 5 (16) 11 (13) 5 (17)
II 18 (56) 41 (50) 16 (55)
III 9 (28) 26 (31) 8 (28)
IV 0 (0) 5 (6) 0 (0)

PR Negative 3 (9) 17 (20) 9 (31)
Positive 29 (91) 66 (80) 20 (69)

Menopausal status (n = 140) Pre 4 (13) 18 (22) 9 (31)
Post 26 (87) 63 (78) 20 (69)

Table 2. Clinical Features in Subclasses Divided by Ki-67-LI

Luminal A n (%) Luminal B n (%)

n 88 39
Age Mean 58.6 56.5

Median 59 56
T size T1 30 (34) 9 (23)

T2 47 (53) 26 (67)
T3 9 (10) 2 (5)
NA 3 (3) 2(5)

LN Negative 32 (37) 11 (28)
Positive 53 (60) 27 (69)
NA 3 (3) 1 (3)

Grade I 9 (10) 2 (5)
II 52 (59) 17 (43)
III 22 (25) 19 (49)
NA 5 (6) 1 (3)

MP status Post 70 (80) 29 (74)
Pre 18 (20) 10 (26)
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The final predictors chosen included genes involved in cell growth
and migration (ANLN), and inhibition of apoptosis (BCL2). Model
parameters are given in Supplementary Table S2. The probability
score values ranged from 0.07 to 0.77 with a median of 0.32.
Distribution of the tumor aggression probability score amongst HG is
shown in Figure 1. The mean values of the aggression probability
score were significantly different between G1 and G2 compared to
G3 (0.27, 0.31 and 0.40 in G1, G2 and G3, respectively, P = .001).

The probability distribution for aggression was dichotomized at the
lowest quartile value (0.24) into low and high groups. The reasoning
behind the selection of the lowest quartile for dichotomization was
that this cutoff selected for the lowest proportion of HG 3 [7/46
(15%)] tumors in the low aggression category.

Next, using both the probability scores sequentially, we classified
the tumors into three groups as below. Tumors with ER probability
more than 0.68 and tumor aggression probability less than 0.24 were
classified as indolent tumors; those with ER probability more than
0.68 and tumor aggression probability more than 0.24 were classified
as aggressive. As stated above, tumors with ER probability score less
than 0.68 were classified into the third group as inadequate
ER downstream function group.

Only 115/144 (80%) were classified as having adequate ER signaling
by the GE based ER probability score and 20% (29/144) were of the
inadequate ER downstream function class, suggesting that a small but
significant fraction of tumors that were unambiguously HR+ by IHC
criteria had only marginal ER regulated down stream activity. This is
quite a striking result since the ERprobability score was being applied to
tumors where nearly 90% had been scored as having N10% of tumor
nuclei demonstrating immunoreactivity to ER.

As seen in Table 1 above, the three subgroups of indolent,
aggressive and the inadequate ER downstream function class showed
striking differences in the classical clinicopathological variables. There
was a clear gradation, with the indolent tumors having the most
favorable values in Clinicopathological variables including highest
median age at diagnosis (P b .001), lowest proportion of HG 3
tumors (Mann-Whitney U indolent Vs inadequate ER, P = .03), and
higher proportion of PR positive and tumors in post menopausal
women. On the other hand, the inadequate ER downstream function
group had the least favorable values for all of these variables and the
aggressive had intermediate values. The most commonly used clinical
variable LN status however was unable to distinguish the indolent
tumors from the aggressive luminal categories (P = .4).

Breast Cancer Subtypes Defined by Ki-67 Labeling Index
Of all 144 tumors, Ki-67 LI could be calculated only in 127

tumors (125 patients with 2 bilateral). The median value of Ki-67 in
these 127 tumors was 13, indicating the predominance of low
proliferating tumors. We used a cutoff of Ki-67 LI of 20 (SG‐BCC
2013) [18] to subdivide the tumors into luminal A and B and found
that 88 (69%) tumors were classified as luminal A and 39 (31%) were
luminal B. Their clinical features are presented in Table 2.

As expected, the median age was higher in the luminal A class
compared to luminal B group by 3 years. The only other notable
difference was in the proportion of tumors that were grade 3
histology. Only a quarter of luminal A tumors were grade 3 compared
to almost half of luminal B tumors. The stage distribution between
the two classes was almost identical.

GE Based Classification Identifies Biological Classes with
Differential Prognosis

To test if the GE based classes have differential outcomes, we
performed the survival analysis between the three classes
identified by the probability scores by Kaplan-Meier analysis.
Patients with distant metastasis (stage IV) at presentation and
lost to follow up were excluded from the survival analysis. As
seen in the figure below, a clear separation emerged between the
indolent and aggressive tumors (Figure 2A). Indolent tumors had
the best survival, and the inadequate ER had the lowest survival
(Figure 2B). There was no obvious difference in the treatment
history of the patients in the different subgroups that might have
contributed to this separation (treatment history in supplemen-
tary information).

Similar analysis was done using HG as 1, 2 and 3, and survival was
compared to see if grade could differentiate prognosis. Although not



Figure 2. The disease free survival (DFS) between the subclasses identified by GE classes. (A) DFS between indolent and aggressive
tumors. (B) DFS between 3 classes. (C) DFS by HG.
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statistically significant, a separation emerged between grade 1 tumors
when compared to grades 2 and 3 which were further not
differentiated. This confirmed the ability of HG in that well
differentiated tumors had the best prognosis, but this was limited to a
small subset of tumors.
We then performed the analysis on ER + HER2- tumors from the

METABRIC data set to derive the probabilities and classify the
tumors into similar biological classes. The analysis was limited to 638
tumors which had the information on GE, grade, and survival.
Amongst these tumors, 488 (69%) were classified as aggressive, 156
(24%) as indolent and 44 (7%) as inadequate functional ER. Clinical
characteristics of these tumors mirror those of ours and are presented
in Supplementary Table S3. Our analysis not only identified the three
classes but also suggested that the biological behaviors are distinct
based on the differential survival pattern within them as shown by
Kaplan-Meier survival analysis in Figure 3, A and B.
To test if Ki-67 LI based classification of tumors into luminal A

and B at cutoff of LI-20 would separate tumors into groups whose
survival differed, we performed survival analysis between the two
subclasses. (Both the patients with bilateral tumors had at least one
luminal B tumor and hence were assigned to the luminal B class for
the computation of the Kaplan-Meier survival analysis.)

No clear or significant separation (log-rank test, P = .65) emerged
between the two subclasses (Supplementary Figure S2A). This
suggests that IHC classification with a Ki-67 LI cutoff of 20 does not
have prognostic value in a set of patients where approximately 80%
are at stage II/III at first presentation. This is not very surprising
because these cutoffs were derived from case series that were
comprised almost entirely of early breast cancers (T1 N0 tumors).
Therefore, we increased the cutoff of Ki-67 LI to 25 and performed
survival analysis again between the subtypes (Supplementary Figure
S2B). Even with the increased Ki-67 LI cutoff, there was no
significant difference in the survival between the two classes (P = .75).

Probability Scores Have Independent Prognostic Information
Irrespective of LN Status

To examine the clinical relevance of our classification based on
probability scores, we performed Cox proportional hazards analysis
with other known prognostic markers. Univariate analysis done with
known prognostic clinical parameters on all cases (Table 3) showed



Figure 3. The relapse free survival (RFS) in 3 classes identified in METABRIC data series. (A) RFS between the two classes: indolent and
aggressive. (B) RFS between the 3 GE classes.
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stage III, T size and LN status to be significant predictors of survival
along with our classification. Multivariate analysis showed LN,
aggression probability and inadequate ER functional class to be
significant predictors of outcome with hazard ratio of 4.1 (95% CI,
1.2-13.8), 8.4 (95% CI, 1.1-65.1), and 8.9 (95% CI, 1-69.7),
respectively.

Discussion
GE profiling studies have fundamentally changed our conceptual
approach to breast cancer. Although IHC derived information is the
basis of clinically useful subtype identification, GE signatures give
molecular read outs which are quantitative over a broad dynamic
range. Clinical validation of multiple such assays in the past decade
has shown their utility in selecting the subtypes within HR+HER2−
tumors [8–11]. Using a similar approach, we have tried to dissect the
biological heterogeneity within these tumors using HG as a guide.

Amongst the few conventional prognostic indicators in breast
cancer, HG estimated based on level of differentiation, nuclear
pleomorphism and mitosis is considered second only to LN status
[22,26]. Utility of grade along with stage information in prognosis
was established in the pregenomic era [27]. HG estimated by a
trained pathologist is the best clinical variable of prognosis in LN
negative disease. However, it suffers from high inter and intra
observer variability due to subjective evaluation and existence of
intermediate category which is a mixture of both high and low risk
groups [28]. In an attempt to overcome this drawback, Sortirou et al.
developed the genomic grade index (GGI) comprising a 97 gene
signature [20] using a discovery cohort of 189 and further validation
on 597 tumors with different subtypes [29,30]. GGI classifies tumors
into two types, effectively classifying the G2 into high or low grade,
and is further shown to be predictive of recurrence in endocrine
treated patients [31,32]. GGI is now offered as 8 gene panel
(including four test and four housekeeping genes) measured by
qRT-PCR on HR+HER2− tumors [33], and this test was compared
against Ki-67 and mitotic activity index (MAI) with HG and found to
be the best predictor [34]. In our methodology for development of
tumor aggression probability score, we have used grade as the
determinant like in GGI, but without any overlap in the 4 genes used
by them. This grade based aggression probability score is able to
classify tumors into different prognostic groups as shown in GGI
using just 2 genes in HR+HER2− breast cancers.

In our previous work, we had demonstrated that a majority of low
ER (1%-10%) tumors in fact behaved like ER negative tumors [23].
In this study, we found that approximately 20% of tumors that met
the more stringent cutoff of 10% also did not have adequate ER
down stream activity. This is probably due to the fact that ER
probability score is a continuous variable and therefore identifies
tumors with low downstream activity, which is supported by the
poorest prognosis in this subgroup by survival analysis. Only 4/29 of
these tumors had less than 10% of the cells immunoreactive to ER
protein, but all these were PR positive and hence included as HR
positive. None of the patients had stage 4 disease, and less than a third
(28%) had stage 3 disease, thus ruling out late stage presentation as
the reason for poor prognosis in this group. All but two patients have
received antiendocrine therapy as part of routine standard of care
treatment. These two patients could not receive antiendocrine
therapy as they succumbed early due to the disease, and one was
eliminated from survival analysis. Multivariate analysis against all
known variables further proved the independent prognostic ability of
this classification with a significant hazard ratio.

Although LN involvement is the most validated independent
prognostic marker for poor prognosis, approximately 20% of patients
with early breast cancer (LN−) have poor prognosis as opposed to a
small proportion of late stage tumors with good prognosis [35]. This
indicates that although anatomic characteristics such as tumor size
and LN involvement have excellent prognostic utility in the majority
of patients, these variables might be misleading in a small subset at
either end of the spectrum of aggression. Molecular profiling using
multiple markers have been shown to be more accurate in predicting
outcomes within LN positive tumors [4,10]. In agreement with other



Table 3. Cox Proportional Hazard Models of GE Subclasses with Other Clinical Variables

Univariate CI Multivariate CI

Variable Reference HR Low High P HR Low High P

Age b50 years N50 years 1.64 0.73 3.68 .23
T size T2 T1 1.87 0.69 5.08 .22

T3 3.16 0.85 11.80 .09 1.26 0.99 1.60 .07
LN status Positive Negative 4.62 1.39 15.40 .01 4.13 1.24 13.81 .02
Stage II Stage I 3.13 0.40 24.49 .28

III 8.87 1.17 67.18 .03
Grade Gr III Gr I & II 0.93 0.41 2.08 .85
MP status Pre Post 0.98 0.39 2.44 .96
GE classification Aggressive Indolent 7.34 0.98 54.98 .05 8.49 1.11 65.12 .04

Inadequate
ER

8.18 1.01 66.47 .05 8.54 1.05 69.73 .05
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recent reports, our study confirms the presence of biologically
indolent tumors that can be identified using small gene panels that
capture the critical attributes of proliferation, apoptosis and cell survival.
In addition, it provides support for the widespread idea that such
tumors exist even in a population with predominantly late stage disease,
suggesting that the intrinsic biology of these tumors is one of indolence.
To overcome the limitations of the small numbers tested in this

report, we tested the equations derived from the examination of
tumors of this series on the METABRIC data set, which represents a
multinational archive of 2000 tumors with detailed clinical and
molecular profiling with GE and copy number variation data [25].
Not only were we able to identify tumors that had similar gene
expression patterns as those seen in our cohort, but the proportions of
patients with tumors belonging to the three subclasses was not vastly
different, except for the inadequate ER function class which
comprised a mere 7% in the METABRIC data set. However, these
tumors had the worst overall survival similar to our series, confirming
the biological similarity of these tumors.
Ki-67 LI was not of any use in segregating the patients in our

cohort into classes based on survival despite using the higher cutoff of
20. We are not sure of how much can be made of this given the
known limitations and challenges of deriving useful stratification
cutoffs from Ki-67 LI, although it continues to provide useful
information on the proliferative state of the tumor. Prognostic
significance and appropriate cutoff may have to be derived in large
series comprising of late stage tumors with adequate follow up.

Conclusion
The findings of this study show the utility of ER downstream
functional assessment in addition to tumor aggression measured
against the conventional grade with minimum set of markers for
better stratification of the HR+HER2− breast cancers. Further
investigations into the pathways mediating such indolence, be it a
reduced propensity for tumor stromal interactions or an increased
immune activation, might help move such analyses from mere
identification of subgroups to identification of actual clinically
actionable alterations.
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