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The number of tumour biopsies required for a good representation of tumours has been controversial.
An important factor to consider is intra-tumour heterogeneity, which can vary among cancer types and
subtypes. Immune cells in particular often display complex infiltrative patterns, however, there is a lack
of quantitative understanding of the spatial heterogeneity of immune cells and how this fundamental
biological nature of human tumours influences biopsy variability and treatment resistance. We
systematically investigate biopsy variability for the lymphocytic infiltrate in 998 breast tumours using a
novel virtual biopsy method. Across all breast cancers, we observe a nonlinear increase in concordance
between the biopsy and whole-tumour score of lymphocytic infiltrate with increasing number of
biopsies, yet little improvement is gained with more than four biopsies. Interestingly, biopsy variability
of lymphocytic infiltrate differs considerably among breast cancer subtypes, with the human epidermal
growth factor receptor 2-positive (HER2-+) subtype having the highest variability. We subsequently
identify a quantitative measure of spatial variability that predicts disease-specific survival in HER2+
subtype independent of standard clinical variables (node status, tumour size and grade). Our study
demonstrates how systematic methods provide new insights that can influence future study design
based on a quantitative knowledge of tumour heterogeneity.

Increasing evidence supports the use of lymphocytic infiltrate to predict prognosis and response to treatment in
different cancer types!~. In breast cancer, large-scale studies have shown consistent results, that high lympho-
cytic infiltrate estimated in histology tissue biopsies can predict overall survival”, response to adjuvant”*!® and
neoadjuvant therapies>>!! in specific subtypes. As a result, international guidelines are being established to score
lymphocytic infiltrate using Haematoxylin & Eosin (H&E)-stained tumour biopsies®. However, the amount of
tissue needed to obtain target prognostic or predictive power remains unclear.

Tissue microarray (TMA) has played an important role in morphological and molecular analysis of tumour
lymphocytic infiltrate®'*~!>. Lymphocytes distribute differently among tumours and, within a tumour, depend-
ing on the spatial location, different numbers and types of immune cells may be presented®!®. Therefore, spatial
heterogeneity of lymphocytic infiltrate is a critical factor that could confound studies that base their findings on
TMAs. Thus far, comparisons between TMAs and whole-tumour sections have been performed with respects to
quantification of markers such as Ki67'%8. However, thus far little is known about the level of variability in lym-
phocytic infiltration presented in biopsies in tumours in general. Even less is known about how such variability
changes among breast cancer subtypes known to be very different diseases'>?’. Moreover, traditional approaches
that compare TMAs with whole sections generated from different part of tumour could be confounded by spatial
differences within the tumour.

We therefore proposed a new approach that is fully automated and objective to evaluate biopsy variability
of lymphocytic infiltrate across 998 breast cancers. Our aims were: (1) to evaluate the amount of TMA cores
required for a reliable estimate of lymphocytic infiltrate; (2) to quantify variability in lymphocytic infiltrate scor-
ing using TMA cores across different breast cancer subtypes; (3) to define the clinical significance of such varia-
bility in lymphocytic infiltration.
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Figure 1. Spatial heterogeneity of lymphocytic infiltrate captured by biopsies varies among patients. (A)
Mlustration of the virtual biopsy pipeline. Three whole-tumour H&E stained sections to represent a primary
breast tumour in the METABRIC study. Virtual, non-overlapping TMA cores were taken from this tumour.

(B) An example of a virtual TMA core image, and identified cells after automated image analysis (green dots:
cancer cells; red dots: stromal cells; blue dots: lymphocytes). (C,D) Illustration of tumour samples with low
and high spatial correlation in lymphocytic infiltrate. For both samples, the left panel demonstrates the TMA
cores sampled from a tissue section. Black coloured circle represents the reference core to compare against,

the variation of colours between red and green shows the increase in distance from reference core (red means
TMA:s are closer to reference core while green means the core is relatively far away from reference core). Size of
each circle scales with the number of cells in each TMA core. The middle panel plots the distance between each
core from reference core against the difference in lymphocyte ratio between each core and the reference core.
The right panel shows the marginal distribution of lymphocyte ratio in the cores.

Results

Spatial heterogeneity of lymphocytic infiltrate captured by biopsies varies among
patients. To evaluate if TMA cores can provide a reliable estimate of the degree of lymphocytic infiltration
in the whole tumour, we developed a virtual biopsy approach and applied it to 998 primary, untreated breast
tumours (Fig. 1A, Table S1, Methods). On average three representative whole-tumour H&E sections were avail-
able for each tumour (Methods). Using this approach, non-overlapping tumour regions of size of a TMA core
(0.6 mm in diameter) were randomly sampled in digital images of these sections. Previously, both intra-tumoural
and stromal lymphocytes were reported to have prognostic or predictive value in breast cancer>”?!, therefore
we did not discriminate between stromal and tumour core regions for this discovery study. Virtual TMAs and
whole-tumour section images were analysed by automated image analysis to identify cancer cells, lymphocytes
and stromal cells that include fibroblasts and endothelial cells (Fig. 1B, Methods). At initial examination, we
found that, within the same tumour, virtual cores can differ significantly in immune composition measured by
the ratio of lymphocytes to all cells (lymphocyte ratio, Methods). Moreover, the differences among cores can-
not always be explained by their spatial distances. For example, when all the TMA cores were compared with
a reference core in the same tumour, which is a randomly selected core to compare against, a weak correlation
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Figure 2. The number of TMA biopsies needed for estimating lymphocytic infiltrate varies among breast
cancer subtypes. (A) Correlation between core-based and tumour-based scores of lymphocyte ratio over
increasing number of cores for each subtype individually and combined. A magnified view of the same plot
(n=2-5) is inset for better visualisation. Difference in subtype specific correlation between HER2 and other
subtypes is statistically significant (n = 4: HER2 versus Luminal A p=0.010; HER2 versus Luminal B p =0.010;
HER?2 versus Basal p=0.011; one-sided paired t-test). (B) Boxplot to show the total number of virtual TMA
cores for tumours in each subtype. The horizontal dash line marked the median value for HER2 subtype.

(C) AUC curves for taking increasing amount of TMA cores for all unselected tumours. (D) AUC curves for
taking increasing amount of TMA cores for HER2 tumours.

between their spatial distances and differences in lymphocyte ratio was found in one case (Pearson correlation
or cor = 0.29), where nearby cores can have very different levels of lymphocyte ratio (Fig. 1C). In another case, a
higher correlation was found (cor = 0.45, Fig. 1D). These exhibits suggest that spatial heterogeneity of lympho-
cytic infiltrate varies among patients, and motivated us to further quantify the level of heterogeneity and how this
differs among patients.

Subtype-dependent concordance in lymphocytic estimate based on biopsies. To quantify the
heterogeneity of lymphocytic infiltrate in biopsies, we computed lymphocyte ratio score, defined as the ratio
of lymphocytes to all cells in each virtual TMA core (core-based lymphocyte ratio) or whole-tumour sec-
tion (tumour-based lymphocyte ratio, Methods). As expected, we observed an increased correlation between
core-based and tumour-based scores of lymphocyte ratio with more cores (cor =0.78 for n=1, cor = 0.87 for
n=2, cor=0.88 for n=3), and this correlation reached a plateau at 0.96-0.98 when number of cores n exceeds
15 (Fig. 2A, Table S2, Methods).

We then asked if this correlation differs among breast cancer subtypes. We observed significantly lower corre-
lations between core-based and tumour-based scores for the HER2 subtype compared with other PAM50 intrin-
sic subtypes with less than 10 cores (Fig. 2A; n =4: HER2 versus Luminal A p=0.010; HER2 versus Luminal B
p=0.010; HER2 versus Basal p =0.011; one-sided paired t-test). This suggests that more cores are required to
estimate lymphocytic infiltrate in HER2, possibly due to a higher level of intra-tumour heterogeneity in lym-
phocytic infiltrate (Fig. 2A). Basal subtype, on the other hand, had the highest correlation between core-based

SCIENTIFICREPORTS | 6:36231 | DOI: 10.1038/srep36231 3



www.nature.com/scientificreports/

A

w

Luminal A (n=234) Her2 (n=79)

Q
B

Frequency of significance in survival
Frequency of significance in survival

0.0

0.0

T T T T T T T T T T T T
0 10 20 30 40 50 0 10 20 30 40 50

Number of TMA cores Number of TMA cores

Figure 3. Increased stability in prognostic value of lymphocytic infiltrate score with more TMA cores for (A)
Luminal A tumours and (B) HER2 tumours. Frequency or percentage of times where core-based score was
found to be significantly associated with disease-specific survival in 100 random sampling experiments was
calculated for an increasing number of cores. Red vertical dash line marks the core number where frequency
first reached and stayed at 100%, and black horizontal line marks 90% frequency.

and tumour-based scores. To exclude the possibility that tumour size cofounded our analysis, since the bigger
the tumour the more the TMA cores to sample from, we examined the numbers of TMA cores for each sub-
type. The numbers of cores in HER2 or Basal tumours were not higher or lower compared with other subtypes
(p > 0.1, Kruskal-Wallis test), supporting that the low correlation between core-based and tumour-based scores
we observed in HER2 tumours was not due to tumour size but likely reflected a higher level of intra-tumour
heterogeneity (Fig. 2B).

Marginal improvement of tumour classification accuracy with >4 cores.  Next, we tested the accu-
racy in classifying tumours into low- or high- lymphocytic infiltrate based on TMA scores (Methods). Again
classification based on tumour-based scores was used as gold standard. When all subtypes were combined, we
observed an improvement from n =1 core to n =2 (area under the receiver operating characteristic curve (AUC)
0.90 to 0.94) and n=3 to n=4 (AUC 0.94 to 0.96), but no difference between n=2 and n=3 (AUC 0.94 and
0.94 respectively; Fig. 2C). When # > 4, only marginal improvement in classification accuracy can be observed
considering the amount of cores being added (AUC = 0.97 for n =6-9). In the HER2 subtype, lower accuracy of
core-based classification was found in general compared with the scores obtained from other subtypes combined
(n=1: HER2 AUC=0.88 versus other subtypes AUC=0.90, n =4: HER2 AUC = 0.95 versus other subtypes
AUC=0.96, Fig. 2D, Table S2), consistent with our previous observation of higher spatial heterogeneity in this
subtype.

Prognostic value of core-based lymphocyte ratio. High tumour-based lymphocyte ratio scores was
associated with favourable disease-specific survival in Luminal A and HER2 subtypes but not Basal and Luminal
B (Luminal A: p=0.0087, hazard ratio (HR) =0.32, 95% confidence interval (CI) = [0.14, 0.75]; HER2: p=0.047,
HR=0.51, CI=[0.27, 0.99]; combined cohorts, Fig. S1). We evaluated the prognostic value of core-based scores
for these subtypes by varying the number of biopsies used with 50 repeated sampling (Methods). This left us with
234 samples of Luminal A subtype and 79 samples of HER2 subtype. For both subtypes, frequency of times when
core-based scores were found to be prognostic increased with the number of cores used (Fig. 3A-B). For the fre-
quency to be >90%, more than 10 cores were required for Luminal A but more than 35 cores were required for
HER2, consistent with our previous observation that HER2 may be more heterogeneous.

Biopsy variability of lymphocytic infiltrate is prognosticin HER2 subtype.  Since variability in core
biopsies represents intra-tumour heterogeneity, we tested its prognostic value against 10-year disease-specific
survival (Methods). We quantitatively defined variability in core-based lymphocyte ratio by examining the score
distribution of 50 randomly sampled cores from each tumour. We used two different variability measures: (1)
standard deviation to define deviation from mean, and (2) skewness to measure the degree of asymmetry in a
distribution. First, we found that standard deviation was not associated with survival in any subtype. In con-
trast, high skewness was associated with poor prognosis in the HER2 subtype (Discovery: p=0.045, HR =2.03,
CI=[1.0073, 4.14]; Validation: p=0.018, HR=4.57, CI=[1.14, 18.34]; Fig. 4A), but not in other subtypes. We
then varied the number of cores used for calculating this skewness score (n =5-50), and found that the frequency
of skewness being prognostic was 100% upon resampling when more than 48 cores were used (Fig. 4B). Higher
degree of skewness was found in distributions that had a longer right tail than the left tail. In our study this trans-
lates into the situation where a small number of tumour regions have high percentage of lymphocytes while most
regions have low percentage of lymphocytes, as illustrated in Fig. 4C-D. The association of high skewness with
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Figure 4. Reproducibility and stability of the ImmunoSkew score in HER2 breast cancer subtype. (A)
Kaplan-Meier curves to illustrate disease-specific survival of patients with high versus low ImmunoSkew score
in HER?2 subtype for the Discovery cohort and Validation cohort. Shown in legend is the number of patients
(the number of disease-specific events) per group. (B) Increased stability in the prognostic significance of
ImmunoSkew scores with progressively more TMA cores. Red vertical dash line marks 48 TMA cores and black
horizontal dash line marks 90% frequency. (C) An example tumour with high ImmunoSkew score as a result of
high skewness in the distribution of core-based lymphocyte ratio. (D) An H&E image and corresponding cell
distribution map from a tumour with high ImmunoSkew score.

poor prognosis in HER2 may reflect ineffective immune response manifested as partial lymphocytic infiltrate into
a tumour. We henceforth referred to this prognostic score as the ImmunoSkew score.

ImmunoSkew is an unfavourable prognostic factor independent of clinical variables and
treatment regimen in HER2 subtype. The ImmunoSkew score was not significantly associated with
clinicopathologic variables including lymph node status, tumour size, oestrogen receptor (ER) and HER?2 status,
molecular subtypes including PAMS50 and IntClust integrative subtypes (p > 0.05, Table S1). It was, however,
negatively correlated with tumour-based lymphocyte ratio (Discovery: r=—0.50, p=1.1 x 10~>; Validation:
r=—0.55, p=1.4 x 107% Fig. 5A). This is expected as InmunoSkew score measures spatial heterogeneity
of immune cells, and therefore, a sample with prominent immune infiltrate will receive a low ImmunoSkew
score. Nevertheless tumour-based lymphocytic ratio was prognostic in HER2 breast cancer, and the addition of
ImmunoSkew to the low lymphocytic infiltrate group further stratified patients with statistical significance (blue
vs red groups: p=0.0039, Fig. 5B). Due to small number of samples in one of the cohorts (n =42), multivariate
analysis did not converge when analysis was performed on individual cohorts and further division of HER2+
samples into HER2+/ER+ versus HER2+/ER— subtypes was not possible. Therefore, multivariate analysis was
performed using all HER2 samples (n=110) to include node status, tumour size and grade, demonstrating that
the ImmunoSkew score is independently prognostic in HER2 breast cancer (p =0.02, HR=1.51, CI=[1.07,
2.13]; Table 1).

Moreover, the addition of the ImmunoSkew score to HER2 patient groups defined by treatment regimen
resulted in new sub-groups with substantially different disease-specific survival. When ImmunoSkew was used to
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Figure 5. ImmunoSkew, lymphocyte ratio and treatment outcome. (A) A negative correlation between
ImmunoSkew and lymphocyte ratio. (B) ImmunoSkew further stratifies patients grouped by lymphocyte ratio,
particularly in the low lymphocyte ratio group. (C) In HER?2 patients treated by both chemotherapy (CT) and

radiotherapy (RT), ImmunoSkew identified a subgroup with very poor disease-specific survival.
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Table 1. Univariate and multivariate analysis of InmunoSkew index using Cox proportional hazards
model to predict disease-specific survival in HER2 breast cancer patients (n=110). "Statistical significance.

stratify the patients treated by both chemotherapy and radiotherapy, which is the largest group (42 out of 110), we
found that patients with high ImmunoSkew score had significantly worst prognosis compared with patients with
low ImmunoSkew score, despite having aggressive treatments (p =0.042, Fig. 5C). These analyses indicated the
potential usage of ImmunoSkew score in addition to existing clinical variables for HER2 breast cancer.

Discussion

The use of TMA has contributed to many key discoveries in tumour immune response over the last decade®!*-'5.
However, variability in the presence of immune cells in TMAs due to sampling of a small region could have
profound implication on study outcome. In this study, we developed a virtual biopsy approach and designed
the first large-scale study, to our knowledge, to systematically evaluate the degree of variability in lymphocyte
ratio captured by TMA cores in breast cancers. We constructed virtual TMA cores (core size = 0.6 mm) from
multiple whole-tumour sections that represent the same tumour, estimated lymphocytic infiltrate as the ratio of
lymphocytes to all cells using automated histology image analysis and evaluated the performance of core-based
lymphocyte ratio scores as a function of core numbers. In unselected breast cancers, whilst we observed a fair
degree of concordance between core-based and tumour-based scores with only 1 biopsy (cor=0.78, AUC =0.90),
the concordance soon increased with 2 biopsies (cor =0.87, AUC = 0.94) and continued to rise until plateau
soon after 4 cores (cor=0.91, AUC=0.94 for n=4, AUC=0.97 for n=6-9). Therefore, we expect a substantial
improvement in the estimation of immune infiltrate with the use of 2 TMA cores compared with 1 core; the use
of 4 cores represents a good trade-off between performance and the amount of tissue required; however, only
marginal improvement in performance can be achieved with much more tissue.

Interestingly, significant variation in concordance between core-based and tumour-based lymphocyte
ratio was identified according to breast cancer subtypes. We found lower correlation between core-based and
tumour-based scores in HER2 compared with other PAM50 intrinsic subtypes (Fig. 2A,C,D). HER2 tumours
were not larger or smaller than other subtypes (p > 0.05, Fig. 2B), suggesting that the lower correlation cannot
be attributed to tumour size but is likely due to a higher degree of spatial heterogeneity of lymphocytic infiltrate
in this subtype. Next, we investigated the prognostic significance of lymphocyte ratio in breast cancer subtypes
and found positive association between high lymphocyte ratio and favourable 10-year disease-specific survival
in both Luminal A (p=0.0087, HR=0.32, 95% CI=[0.14, 0.75]) and HER2 subtypes (p =0.047, HR=0.51,
95% CI=[0.027, 0.99]). Consistent with our findings above, we observed that more cores are needed for the
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HER?2 subtype to gain consistent prognostic value compared with the Luminal A subtype (38 versus 25 cores).
Our observation emphasises the need to control how sampling is performed especially for HER2 subtype. This
appears to be in contrast to recent studies that estimate TILs from a single TMA core?>?*. However, the propor-
tion of HER2 tumours in these studies was significantly lower, which may explain the good prognostic value of
TILs observed in these studies. Our results therefore suggest that more cores should be considered for the HER2
subtype during study design, compared with other subtypes. For example, to achieve the same performance with
4 cores in breast tumours from other subtypes (Basal, Luminal A and Luminal B), 6 cores would be needed for
the HER2 subtype (HER2 1= 6: cor =0.92, AUC = 0.96; other subtypes n=4: cor =0.92, AUC =0.96; Table S2).

Our study to examine biopsy variability led to the discovery of a quantitative measure of spatial heterogeneity
in lymphocytic infiltrate, namely the ImmunoSkew score. High ImmunoSkew was found to be associated with
poor prognosis in the HER2 subtype (Discovery: p=0.045, HR =2.03, CI=[1.01, 4.14]; Validation: p=0.018,
HR=4.57, CI=[1.14, 18.34]). Multivariate analysis also demonstrated the value of the ImmunoSkew as a prog-
nostic factor independent of other clinical parameters (node, size, grade) in HER2 subtype (p=0.02, HR=1.51,
CI=[1.07, 2.13]). Combining ImmunoSkew with treatment regimen including chemotherapy and radiotherapy,
we found that HER?2 patients with high ImmunoSkew had significantly worst prognosis compared with patients
with low ImmunoSkew, irrespective of treatments (p = 0.048, HR =0.44, CI=[0.19, 0.99]). High ImmunoSkew
score reflects a strong regional segregation of immune cells, and its association with poor prognosis may indi-
cate dysfunctional immune infiltrate. Given the increasing amount of evidence that immune infiltrated HER2+
tumours are more sensitive to chemotherapy and other therapies?, our data underscore the importance of con-
sidering the spatial variability of immune cells besides their abundance for developing new predictive biomarkers.
On a broader scale, our finding is in line with previous observations that immune response as a cancer hallmark is
often predictive of cancer prognosis®, not only in breast cancer??** but also in other cancer types?.

Since our samples were collected, the standard of care for HER2+ patients has changed with the introduction
of HER2-targeted therapies. Therefore, the prognostic effect of ImmunoSkew remains to be verified under the
current treatment routine. However, an active immune response is known to be critical for HER2-inibition treat-
ment”?**?**_ The need to understand the collective biological nature of the immune microenvironment in HER2
breast cancer, defined by spatial variability, type and abundance of immune cells, as well as their concomitant
effect on current and future treatments including immunotherapy, will shape future research on this aggressive
cancer type.

A limitation of our study is the use of 2D images to represent a 3D tumour structure. To mitigate this issue,
tumour sections from top, middle and bottom part of a tumour were analysed to recapitulate a situation where
TMA cores were sampled from the whole tumour. Our method for estimating lymphocytic infiltrate is different
from the current recommendations by TILs working group®. For instance, as per recommendations, TILs should
be reported in the stromal compartment, within the borders of the invasive tumour particularly excluding the
regions around ductal carcinoma in situ and normal lobules. Such considerations were not taken into account in
the current study since we have taken an unbiased approach of tissue sampling to gain an understanding of lym-
phocyte distribution within breast tumours. Other studies sampled TMAs from tumour periphery and tumour
core?*. The development of an automated system to identify these tumour regions, coupled with our virtual
biopsy approach, will allow us to refine our findings with reproducibility and warrants further investigation.

Despite these limitations, our fully automated analysis of digital histological sections provides an objective
approach towards the de novo assessment of spatial variability including but not limited to the estimation of lym-
phocytic infiltrate. Extensions to include various sizes of TMAs, other types of biopsies such as needle biopsies,
will enhance our knowledge on the limitations of tumour biopsies. We expect studies like this will provide valua-
ble information for future design of studies or clinical trials.

Methods

Clinical samples. The METABRIC dataset consists of a total of 1,980 primary treatment-niive breast
tumours from five contributing hospitals, with patient consents and ethical approval by relevant review boards as
reported in our previous publication®. Samples from two of the five hospitals were not found suitable for auto-
mated analysis, since there were severe artefacts mainly because of long-term storage of frozen tissues. Samples
from the remaining three hospitals (998 samples, sample characteristics in Table S1) were considered for this
study. Samples from the two hospitals were combined to form a Discovery cohort (Cohort 1 =484 patients), while
the samples from the third hospital were used as an independent Validation cohort (Cohort 2 =514 patients).
On average, three sections were obtained from top, middle and bottom of each tumour block, placed on the
same glass slide, stained with H&E and scanned at x 20 magnification using ScanScope TX scanner (Aperio
Technology Inc.), which converted a glass slide into a digital histological image. The tumour material between
these three sections was mixed and used for molecular profiling. For all of the selected samples, PAM50 subtyping
status was determined based on expression microarray data. Tumour cellularity was scored into three categories:
low (<40% tumour DNA), moderate (>40% and <70% tumour DNA) and high (>70% tumour DNA). Similarly,
lymphocytic infiltration was scored into three categories by expert pathologists in the METABRIC consortium?:
absent, mild and severe: absent if there were no lymphocytes, mild if there was a light scattering of lymphocytes,
and severe if there was a prominent lymphocytic infiltrate. Information on treatment regime (chemotherapy,
radiotherapy and hormone therapy) was available for all the selected patients. Patients were not treated by HER2-
targeted therapy.

Automated image analysis. Cancer cells are generally large in size and demonstrate greater variability in
appearance as compared to the immune and stromal cells; lymphocytes typically are small, round and homoge-
neously basophilic and other cells (e.g. stroma, fibroblasts and endothelial cells) are more elongated. Our image
analysis pipeline® exploits these morphological differences among cancer cells, lymphocytes and other cells to
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accurately identify these primitives in an H&E stained histological tissue section. Broadly, the image analysis
pipeline consisted of four stages: (1) unsupervised segmentation of the tissue primitives (cells); (2) supervised
classification of individual cells into cancer cells, lymphocytes, other cells, and artefacts; (3) kernel smoothing to
correct local sporadic errors; and (4) a hierarchical multiresolution model fitting to identify cancer cell clusters to
further improve classification accuracy.

Segmentation was performed by employing Otsu thresholding followed by distance transform based water-
shed segmentation to separate the touching objects. Next, an expert pathologist hand annotated a set of 871 prim-
itives (approximately 200 primitives from each of the four classes). For each of these hand annotated primitives,
a dictionary of morphological and textural features was computed with an aim to represent each primitive in
a high-dimensional feature space. Finally, a multiclass support vector machine (SVM) classifier with Gaussian
kernel was trained to model the morphological differences among different tissue primitives. Once trained, the
model was used to perform classification of all the primitives identified during stage 1 of the image analysis
pipeline.

The kernel smoothing was then performed for cells in spatial proximity to cancer cells to remove erroneous
erratic classifications. Finally, a multiresolution hierarchical model was employed to provide further improve-
ment in classification accuracy by identifying cancer cell clusters instead of individual cells as identified in the
previous steps. The entire image processing pipeline was supplied as an R package CRImage.

To evaluate the accuracy of our image analysis pipeline, we performed three set of experiments: (1) 10-fold
cross validation within the training set (90.1% accuracy)?; (2) 10,000 single cell annotation by an expert pathol-
ogist in random samples (cor = 0.98)%; and (3) correlation with pathological score of tumour cellularity and lym-
phocytic infiltration (Jonckheere-Terpstra (JT) trend test p < 0.0001). Automated score of lymphocytic infiltrate
was defined as the percentage of lymphocytes in all cells by image analysis, and it was found to be highly cor-
related with pathological score (p < 0.0001, JT trend test). On average there were 56,815 (mean) cancer cells
(£ standard deviation 54,400), 9,730 lymphocytes (£13,570) and 11,766 other cells (£10,791) in each tumour.

Virtual biopsy. We generated virtual TMA cores from the H&E stained whole-tumour sections using the
following computational algorithm.

Let £ be the list containing the spatial locations of cells identified using image analysis, repeat the following
three steps until £ is not empty.

(1) Get the first element of L, the spatial location of a cell, and consider it as a proposed centre of TMA core;

(2) Count the number of cells within the circular region of radius R around the proposed centre;

(3) If the total number of cells in the region is greater than T', accept the proposed spatial location as the centre
of TMA core and remove all the enclosed cell locations from £; otherwise, drop the proposed TMA core and
exclude the current spatial location from L.

Since a commonly used size of a TMA core is 0.6 mm, we fixed R = 0.3 mm. Due to the lack of concrete clin-
ical guideline for the parameter T', we empirically fixed its value to 100. Each core must have at least 100 cells,
regardless of cell types, to be considered as a virtual TMA core. On average, we generated 88.53 (£58.01) virtual
TMA cores per sample.

Quantitative measures. We derived the following quantitative measures based on image analysis:

Tumour-based lymphocyte ratio.  The ratio of the number of lymphocytes to the total number of cells present in
all sections from a single tumour.

Core-based lymphocyte ratio. The ratio of the number of lymphocytes to the total number of cells present in a
TMA core.

ImmunoSkew. The skewness of the distribution of core-based lymphocyte ratio in a tumour as a measure of
spatial heterogeneity in lymphocytic infiltrate. Mathematically,

SN (m; — my /N

S3

Immuno Skew =

Where 7 and s are the mean and standard deviation of core-based lymphocyte ratio, m; is the i-th TMA core
which varies between 1 to N, and N is the total number of virtual TMA cores.

Standard deviation of lymphocyte heterogeneity. 'The standard deviation of the core-based lymphocyte ratio as
another measure of spatial heterogeneity in lymphocytic infiltrate.

Comparison and survival analysis of biopsy-based scores. To compare core-based scores with
tumour-based scores, we randomly sampled # cores and benchmarked the average lymphocyte ratio scores of
these cores against the tumour-based scores. This was repeated 100 times for n=1-50 for each tumour. For sam-
ples with less than 50 TMA cores, we performed sampling with replacement. To enable fair comparison across
tumours during the survival analysis, # TMA cores were randomly sampled from each tumour and the average
lymphocyte ratio score was evaluated in survival analysis. This was repeated 50 times for each n, n=1-50. To
ensure the results were comparable, we only used the subset of samples with at least 50 TMA cores.
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Other statistical methods. Associations between continuous variables were tested by Pearson’s correlation
coefficient. Kruskal-Wallis test was used to assess the relationship between continuous and categorical variables.
Two-sided paired t-test was used to assess the difference between the two matched continuous variables. To esti-
mate the accuracy of core-based lymphocyte ratio in predicting immune abundance, we used AUC as a measure
of accuracy, and random sampling to estimate 95% Cls. Univariate survival analysis was performed with disease
specific 10-year survival data using the Kaplan-Meier method, where p-value was calculated using log-rank test.
To dichotomise continuous measures including the ImmunoSkew score, we systematically evaluated every hun-
dredth value of each of the above stated measure in the 20-80% range using univariate analysis. A value that best
dichotomised survival in the Discovery cohort was selected as the cut-off value and was evaluated in the Validation
cohort. Cox proportional hazard model was fitted to the survival data and HR as well as 95% CI was computed
to determine the prognostic value. Multivariate analysis was performed using Cox proportional hazard model
for predictors found to be statistically significant in univariate analysis. For all statistical tests, p-value < 0.05
was considered to be statistically significant.

Conclusions

In summary, by employing digital image analysis and machine learning, we sought to determine the number
of cores needed for an estimate of immune infiltrate in breast tumours. Virtual TMAs were constructed from
whole-tumour histology sections and systematically compared. We revealed that HER2+ breast tumours have a
higher degree of spatial heterogeneity of lymphocytic infiltrate and therefore require more TMA cores compared
with the tumours of other subtypes. This biological nature of HER2 subtype further motivated the discovery of
ImmunoSkew, a quantitative measure of intra-tumour heterogeneity of lymphocytic infiltrate that can potentially
serve as a prognostic biomarker in HER2 breast cancer based on routinely generated histology samples.

References

1. Galon, J. et al. Type, Density, and Location of Immune Cells within Human Colorectal Tumors Predict Clinical Outcome. Science.
313, 1960-1964 (2006).

2. Denkert, C. et al. Tumor-Infiltrating Lymphocytes and Response to Neoadjuvant Chemotherapy With or Without Carboplatin in
Human Epidermal Growth Factor Receptor 2-Positive and Triple-Negative Primary Breast Cancers. J. Clin. Oncol. 33, 983-991
(2015).

3. Denkert, C. et al. Tumor-Associated Lymphocytes As an Independent Predictor of Response to Neoadjuvant Chemotherapy in
Breast Cancer. J. Clin. Oncol. 28, 105-113 (2010).

4. Issa-Nummer, Y. et al. Prospective Validation of Immunological Infiltrate for Prediction of Response to Neoadjuvant Chemotherapy
in HER2-Negative Breast Cancer - A Substudy of the Neoadjuvant GeparQuinto Trial. PLoS One 8, €79775 (2013).

5. Salgado, R. et al. The Evaluation of Tumor-Infiltrating Lymphocytes (TILs) in Breast Cancer: Recommendations by an International
TILs Working Group 2014. Ann. Oncol. 26, 259-271 (2015).

6. Angell, H. & Galon, J. From the Inmune Contexture To The Immunoscore: The Role of Prognostic and Predictive Inmune Markers
in Cancer. Curr Opin Immunol. 25, 261-267 (2013).

7. Loi, S. et al. Tumor Infiltrating Lymphocytes are Prognostic in Triple Negative Breast Cancer and Predictive for Trastuzumab Benefit
in Early Breast Cancer: Results From the FinHER Trial. Ann. Oncol. 25, 1544-1550 (2014).

8. Yuan, Y. et al. Quantitative Image Analysis of Cellular Heterogeneity in Breast Tumors Complements Genomic Profiling. Sci. Transl.
Med. 4, 157ral43 (2012).

9. Seo, A. N. et al. Tumour-Infiltrating CD8+ Lymphocytes as an Independent Predictive Factor for Pathological Complete Response
to Primary Systemic Therapy in Breast Cancer. Br. J. Cancer. 109, 2705-2713 (2013).

10. Loi, S. et al. Prognostic and Predictive Value of Tumor-Infiltrating Lymphocytes in a Phase II Randomized Adjuvant Breast Cancer
Trial in Node-Positive Breast Cancer Comparing the Addition of Docetaxel to Doxorubicin with Doxorubicin-Based Chemotherapy:
BIG 02-98. J. Clin. Oncol. 31, 860-867 (2013).

11. Ladoire, S. et al. Pathologic Complete Response to Neoadjuvant Chemotherapy of Breast Carcinoma is Associated with the
Disappearance of Tumor-Infiltrating Foxp3+ Regulatory T Cells. Clin. Cancer Res. 14, 2413-2420 (2008).

12. Pages, E et al. Effector Memory T Cells, Early Metastasis, and Survival in Colorectal Cancer. N. Engl. J. Med. 353, 2654-2666 (2005).

13. Mahmoud, S. M. A. et al. Tumor-Infiltrating CD8+ Lymphocytes Predict Clinical Outcome in Breast Cancer. J. Clin. Oncol. 29,
1949-1955 (2011).

14. Clarke, B. et al. Intraepithelial T Cells and Prognosis in Ovarian Carcinoma: Novel Associations with Stage, Tumor type, and BRCA1
Loss. Mod. Pathol. 22, 393-402 (2009).

15. Bindea, G. et al. Spatiotemporal Dynamics of Intratumoral Immune Cells Reveal the Immune Landscape in Human Cancer.
Immunity. 39, 782-795 (2013).

16. Aaltonen, K. et al. Reliability of Cyclin A Assessment on Tissue Microarrays in Breast Cancer Compared to Conventional
Histological Slides. Br. J. Cancer. 94, 1697-1702 (2006).

17. Sapino, A. et al. Routine Assessment of Prognostic Factors in Breast Cancer using a Multicore Tissue Microarray Procedure.
Virchows Arch. 449, 288-296 (2006).

18. Eckel-Passow, J. E. et al. Tissue Microarrays: One Size does not Fit All. Diagn. Pathol. 5, 48 (2010).

19. van't Veer, L. J. Gene Expression Profiling Predicts Clinical Outcome of Breast Cancer. Nature. 415, 530-536 (2002).

20. Curtis, C. et al. The Genomic and Transcriptomic Architecture of 2,000 Breast Tumours Reveals Novel Subgroups. Nature. 486,
346-352 (2012).

21. Yuan, Y. Modelling the Spatial Heterogeneity and Molecular Correlates of Lymphocytic Infiltration in Triple-Negative Breast Cancer.
J. R. Soc. Interface. 12, 20141153 (2015).

22. Ali, H. R. et al. Association Between CD8-+ T-cell Infiltration and Breast Cancer Survival in 12 439 Patients. Ann. Oncol. 25,
1536-1543 (2014).

23. Liu, S. et al. Prognostic Significance of FOXP3+ Tumor-Infiltrating Lymphocytes in Breast Cancer Depends on Estrogen Receptor
and Human Epidermal Growth Factor Receptor-2 Expression Status and Concurrent Cytotoxic T-Cell Infiltration. Breast Cancer
Res. 16,432 (2014).

24. Dushyanthen, S. et al. Relevance of Tumor-Infiltrating Lymphocytes in Breast Cancer. BMC Med. 13, 202 (2015).

25. Wang, E. et al. Predictive genomics: A cancer hallmark network framework for predicting tumor clinical phenotypes using genome
sequencing data. Seminars in Cancer Biology. 30, 4-12 (2015).

26. Li, J. et al. Identification of high-quality cancer prognostic markers and metastasis network modules. Nature Comm. 1, 34 (2010).

27. Nawaz, S., Heindl, A., Koelble, K. & Yuan, Y. Beyond immune density: critical role of spatial heterogeneity in estrogen receptor-
negative breast cancer. Mod. Pathol. 28, 766-777 (2015).

SCIENTIFICREPORTS | 6:36231 | DOI: 10.1038/srep36231 9



www.nature.com/scientificreports/

28. Gao, S. et al. Identification and Construction of Combinatory Cancer Hallmark-Based Gene Signature Sets to Predict Recurrence
and Chemotherapy Benefit in Stage II Colorectal Cancer. JAMA Oncol. 2, 37-45 (2016).

29. Camp, R. L., Charette, L. A. & Rimm, D. L. Validation of Tissue Microarray Technology in Breast Carcinoma. Lab. Investig. 80,
1943-1949 (2000).

30. Torhorst, J. et al. Tissue Microarrays for Rapid Linking of Molecular Changes to Clinical Endpoints. Am. J. Pathol. 159, 2249-2256
(2001).

Acknowledgements

This work was supported in part by Wellcome Trust 105104/Z/14/Z, NIHR Biomedical Research Centre grant
A105, and funding from the Institute of Cancer Research. We acknowledge NHS funding to the NIHR Biomedical
Research Centre.

Author Contributions

Y.Y. conceived the idea. A.M.K. developed quantitative analysis pipeline and carried out all the experiments.
A.MK. and Y.Y. analysed data. Both authors were involved in writing the paper and had final approval of the
submitted and published versions.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep

Competing financial interests: The authors declare no competing financial interests.

How to cite this article: Khan, A. M. and Yuan, Y. Biopsy variability of lymphocytic infiltration in breast cancer
subtypes and the ImmunoSkew score. Sci. Rep. 6, 36231; doi: 10.1038/srep36231 (2016).

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images

M o1 other third party material in this article are included in the article’s Creative Commons license,
unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license,
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

© The Author(s) 2016

SCIENTIFICREPORTS | 6:36231 | DOI: 10.1038/srep36231 10


http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Biopsy variability of lymphocytic infiltration in breast cancer subtypes and the ImmunoSkew score
	Introduction
	Results
	Spatial heterogeneity of lymphocytic infiltrate captured by biopsies varies among patients
	Subtype-dependent concordance in lymphocytic estimate based on biopsies
	Marginal improvement of tumour classification accuracy with ≥4 cores
	Prognostic value of core-based lymphocyte ratio
	Biopsy variability of lymphocytic infiltrate is prognostic in HER2 subtype
	ImmunoSkew is an unfavourable prognostic factor independent of clinical variables and treatment regimen in HER2 subtype

	Discussion
	Methods
	Clinical samples
	Automated image analysis
	Virtual biopsy
	Quantitative measures
	Tumour-based lymphocyte ratio
	Core-based lymphocyte ratio
	ImmunoSkew
	Standard deviation of lymphocyte heterogeneity

	Comparison and survival analysis of biopsy-based scores
	Other statistical methods

	Conclusions
	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                Biopsy variability of lymphocytic infiltration in breast cancer subtypes and the ImmunoSkew score
            
         
          
             
                srep ,  (2016). doi:10.1038/srep36231
            
         
          
             
                Adnan Mujahid Khan
                Yinyin Yuan
            
         
          doi:10.1038/srep36231
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep36231
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep36231
            
         
      
       
          
          
          
             
                doi:10.1038/srep36231
            
         
          
             
                srep ,  (2016). doi:10.1038/srep36231
            
         
          
          
      
       
       
          True
      
   




