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Abstract

Background: Improved methods are needed for predicting prognosis and the benefit of delivering adjuvant
chemotherapy (ACT) in patients with non-small-cell lung cancer (NSCLC).

Methods: A novel prognostic algorithm was identified using genomic profiles from 332 stage I-III adenocarcinomas
and independently validated on a separate series of 264 patients with stage I-II tumors, compiled from five previous
studies. The prognostic algorithm was used to interrogate genomic data from a series of patients treated with
adjuvant chemotherapy. Those genes associated with outcome in the adjuvant treatment setting, independent to
prognosis were used to train an algorithm able to classify a patient as either a responder or non-responder to ACT.
The performance of this signature was independently validated on a separate series of genomic profiles from
patients enrolled in a randomized controlled trial of cisplatin/vinorelbine vs. observation alone (JBR.10).

Results: NSCLC patients exhibiting the high-risk, poor-prognosis form of the 160-gene prognosis signature
experienced a 2.80-times higher rate of 5-year disease specific death (log rank P< 0.0001) compared to those with
the low-risk, good prognosis profile, adjusted for covariates. The prognosis signature was found to especially
accurate at identifying early stage patients at risk of disease specific death within 24 months of diagnosis when
compared to traditional methods of outcome prediction.
Separately, NSCLC patients with the 37-gene ACT-response signature (n = 70, 64 %), benefited significantly from
cisplatin/vinorelbine (adjusted HR: 0.23, P = 0.0032). For those patients predicted to be responders, receiving this
form of ACT conferred a 25 % improvement in the probability of 5-year-survival, compared to observation alone
and adjusted for covariates. Conversely, in those patients predicted to be non-responders, ACT was observed to
offer no significant survival benefit (adjusted HR: 0.55, P = 0.32).
The two gene signatures overlap by one gene only SPSB3, which interacts with the oncogene MET. In this study,
higher levels of SPSB3 which were associated with favorable prognosis and benefit from ACT.

Conclusions: These complimentary prognostic and predictive gene signatures may assist physicians in their
management and treatment of patients with early stage lung cancer.
Background
Non-small cell lung cancers (NSCLC), including adeno-
carcinoma, squamous and large-cell tumors, represent
85 % of all lung tumors and result in 1.9 million deaths
each year [1]. While disease stage is associated with out-
come and commonly used to determine adjuvant treat-
ment eligibility, it is known that a subset of patients with
early stage disease experience shorter survival times than
others with the same clinicopathological characteristics.
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Improved methods for identifying these individuals, at or
near the time of their initial diagnosis, may support a deci-
sion to pursue an increased frequency of screening or use
of adjuvant therapy options. The ultimate goal of this
work is to provide a tool for generating personalized
assessments of prognosis and adjuvant chemotherapy
(ACT) response, particularly for patients with early stage
disease, in order to reduce the rate of over and under
treatment in NSCLC [2].
Subramanian and Simon recently compared 16 studies

describing the development of prognostic gene expression
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Table 1 Clinicopathological characteristics of the NSCLC patients used in this study (n/a = data unavailable)

Variable Prognostic signature Chemotherapy-response signature

Training Series A
(n =332)

Validation Series A
(n = 264)

Training Series B
(n= 88)

Validation Series B
(n = 109)

Age:
Median (SD)

65 (10) 64 (10) 62 (10) 69 (9)

Gender: Female,
Male

155 (47 %), 177 (53 %) 141 (53 %), 123 (47 %) 51 (58 %), 39 (42 %) 30 (28 %), 79 (72 %)

AJCC Stage: I: 229 (69 %), II: 61 (18 %),
III: 42 (13 %)

I: 201 (75 %), II: 63 (25 %) I: 39 (44 %), II: 27 (31 %),
III: 21 (24 %), IV: 1 (1 %)

I: 57 (52 %), II: 52 (48 %)

Stage I: A/B 108, 121 93, 97 5, 34 n/a

Stage II: A/B 50, 11 13, 44 25, 3 n/a

Grade:
1/2/3/na

48 (14 %), 163 (49 %),
117 (35 %), 4 (<1 %)

58 (22 %), 94 (35 %),
62 (23 %), 53 (20 %)

10 (11 %), 40 (45 %),
36 (41 %), 2 (2 %)

n/a

Histological subtype Adenocarcinoma:
332 (100 %)

Adenocarcinoma:
264 (100 %)

Adenocarcinoma:
88 (100 %)

Adenocarcinoma: 47 (43 %),
Large cell: 10 (9 %),
Squamous: 52 (48 %)

Smoking history Never: 33 (10 %)
Former: 181 (55 %),
Current: 25 (8 %),
Unknown: 90 (27 %)

Never: 43 (16 %),
Former/current: 170 (64 %),
Unknown: 54 (20 %)

Never: 14 (16 %)
Former: 65 (74 %)
Current: 7 (8 %)
Unknown: 2 (2 %)

n/a

Radiotherapy 0 13 (5 %) 45 (51 %) 0

Chemotherapy 0 0 88 (100 %) 49 (45 %)

Original publication(s): Sheddon et al. [10] Sheddon et al. [10]
Takeuchi et al. [11]
Zhu et al. [8] Bild et al. [12]
Bhattacharjee et al. [13]

Sheddon et al. [10] Zhu et al. [8]

Genomic platform: Affymetrix U133A Agilent custom array: 59 (22 %),
Affymetrix U95A: 140 (53 %),
U133A/Plus 2.0: 65 (25 %)

Affymetrix U133A Affymetrix U133A

NCBI GEO ID(s)
or data source

NIH.gov1 GSE11969, GSE14814,
GSE3141, http://broad.org/MRP/lung
and NIH.gov1

NIH.gov1 GSE14814

Disease specific death
within 5 years

122 (37 %) 97 (37 %) 47 (53 %) 34 (31 %)

1https://array.nci.nih.gov/caarray/project/details.action?project.experiment.publicIdentifier=jacob-00182.
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signatures for NSCLC, published between 2002 and 2009
[3]. A standard set of assessment criteria was applied to
each, including an evaluation of study design and statis-
tical analysis methods, and whether the signature demon-
strated an improvement over existing methods of
prognosis. The study concluded that none of the expres-
sion signatures could demonstrate a significant improve-
ment over a clinical formula based on the age and tumor
size, and thus were not useful for clinical application [4].
Heterogeneity of response to ACT significantly con-

founds treatment for patients with NSCLC. As such,
methods are needed to avoid unnecessary treatment in
patients unlikely to respond, despite satisfying the
current treatment guidelines for a given agent or com-
bination of agents. Clinical trials conducted by multiple
groups have shown a potential benefit of cisplatin-
based ACT for individuals with completely resected
tumors, ranging from a 4-15 % survival benefit [5,6].
Unfortunately no significant benefit for patients with
stage I NSCLC has been observed to date, and as such
the standard of care for these patients is surgery and
observation [7].
In a uniquely designed, randomized controlled clinical

trial, Zhu et al. identified 15 genes which stratify patients
into groups distinguished by a significant difference in
both outcome and adjuvant cisplatin/vinorelbine benefit
[8]. While the prognostic ability of the 15-gene algo-
rithm was independently validated using a previously
published series of NSCLC patients, only internal cross-
validation results were presented to verify the signatures
ability to predict response to ACT. While a correctly
conducted cross-validation approach may give an initial
unbiased estimate of classifier accuracy, predictive algo-
rithm validation using at least one external, independent
patient series is recommended [3,9]. Analysis of data
from patients not used in the gene selection and/or
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algorithm training allows assessment of the impact of
‘real-world’ technical and biological variation on the per-
formance of a novel multi-gene assay.
Therefore, the goal of this study was to develop and

validate complimentary algorithms for (i) stratifying
stage I-II NSCLC patients into categories with signifi-
cant differences in disease-specific survival (DSS) and
(ii) stratifying stage I-III patients on the basis of
cisplatin-based ACT-benefit, defined as treatment-
related change in DSS. The analytical guidelines pro-
posed by Subramanian and Simon were followed closely
throughout, in order to maximize the clinical relevance
of the novel algorithms developed. Finally, it was
hypothesized that prognosis and sensitivity to ACT
agents may represent independent characteristics of
NSCLC. If this were to be the case, patients with good
or bad prognosis may be equally likely to possess the
molecular characteristics required for ACT-induced
tumor cell death, requiring separate but complimentary
algorithms for the optimal prediction of prognosis and
treatment response.

Methods
Compilation of a genomic database for gene selection &
algorithm training
Genomic and clinical data from 420 patients who were
originally part of The Director’s Challenge Consortium for
Molecular Classification of Lung Adenocarcinoma (DCC)
series (total N=442) were used to identify two sets of
genes associated with (a) disease-specific survival (DSS)
and (b) response to ACT [10]. Patient details for the train-
ing and validation series used in both analyses are sum-
marized in Table 1 and represented schematically in
Figure 1. As reported in the original studies, consent was
obtained for all subjects using protocols approved by each
institution’s Institutional Review Board.
A prognostic algorithm training series was created

using genomic and clinical data from 332 DCC stage IA-
IIIB patients who did not receive ACT or radiotherapy
(Training Series A). This training series included
patients with more advanced NSCLC (Stage IIIB) in
order to capture a broad range of progression-related
genomic information. A separate series of non-ACT
treated 264 stage IA-IIB adenocarcinoma genomic pro-
files (Validation Series A) was compiled from five pub-
lished studies in order to validate the prognostic
signature on an independent series of patients [8,10-13].
Only patients diagnosed with stage IA-IIB NSCLC (and
not used in Training Series A) were selected in order to
reflect the intended use of the prognostic algorithm.
To create a multi-gene signature able to predict re-

sponse to platinum-based ACT, a second training series
was formed using those patients from the NIH Directors
Challenge study who were treated with ACT and with
data available for age at diagnosis, smoking status, tumor
stage and outcome (Training Series B; n = 88, Figure 1).
Sample annotation records indicate that cisplatin-based
ACT was used for 24/88 patients, and although no spe-
cific agent information was available for the other indivi-
duals, presumably a standard-of-care platinum-based
therapy was also used. To validate the predictive mult-
gene signature identified from analysis of Training
Series B, an independent validation series was used.
This was comprised of pre-treatment genomic profiles
from 109 patients with stage I-II disease who were
enrolled in a randomized controlled trial of adjuvant
cisplatin/vinorelbine (n= 49) vs. observation alone (n= 60)
(Validation Series B) [8]. This previously published clin-
ical trial series originally included genomic profiles
from 133 patients; however 24 ACT-treated individuals
were also enrolled in the NIH Directors Challenge
study and were therefore included in Training Series B,
which was used to identify the predictive signature. To
avoid the possibility of bias by training and testing on
data from the same individuals, these 24 patients were
not included in the Validation Series B.
After stratifying patients in Validation Series B into

predicted responders and non-responders, differences in
DSS between those patients receiving ACT or OBS were
compared using Kaplan Meier analysis and multivariate
cox proportional hazards analysis.

Development and validation of a gene expression
signature to predict prognosis in patients with stage I-II
lung adenocarcinoma
Genomic, clinical and outcome data from Training
Series A (n = 332) were analyzed to identify genes with
individual prognostic significance, using a method devel-
oped by Bair and Tibshirani [14] and used previously to
develop prognostic algorithms for breast and colon can-
cer [15,16]. Briefly, genes were selected for inclusion in
the prognostic signature if they were associated with
outcome in Cox regression models at P< 0.001, inde-
pendent to age at diagnosis, smoking history, gender,
histological grade and AJCC stage [17,18]. Using 10-fold
cross-validation, genes found to be significantly asso-
ciated with outcome in two or more rounds of cross-
validation were recorded and then used to train a
principal component algorithm (PCA) [19]. At the
completion of the gene selection process and prior to
training of the final algorithm, expression data for the
prognostic gene set were stabilized by conversion to
percent-rank values, as previously described [15].
The output of the prognostic algorithm is a patient-

specific ‘prognostic index’, ranging from −2.0 to 2.0 and
continuously associated with risk of death from NSCLC,
as reflected in Figure 2. To assign a patient to either a high
or low risk group, their prognostic index is compared to a



Figure 1 Schematic diagram of datasets used to form training and validation series used in this study. Data from treatment-naïve
adenocarcinoma patients enrolled in the NIH Director's Challenge Consortium for the Molecular Classification of Lung Adenocarcinoma were first
used to develop a prognostic signature able to predict DSS, independent to clinical factors such as age and clinical stage [10]. This signature was
validated on the independent adenocarcinoma series listed and then used to identify a new set of genes from ACT-treated patients that were
associated with outcome, independent to prognosis. The second algorithm (ACT-response) was validated on data from Zhu et al. [8].
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predetermined classification threshold. For this study, the
threshold was set at the 60th percentile of prognostic in-
dexes observed for Training Series A. The prognostic al-
gorithm was independently evaluated by applying it to
data from Validation Series A, which comprised of 264
stage I-II adenocarcinoma patients who were not used in
the gene selection or algorithm training process.
Development and validation of a comparator ‘clinical
algorithm’ for predicting prognosis in patients with early-
stage NSCLC
A key criterion for evaluating NSCLC prognostic gene
expression assays is the ability to improve over current
‘clinical’ methods of identifying patients with stage 1 dis-
ease at high risk of DSS (i.e. poor prognosis). To com-
pare the novel prognostic signature developed herein
with a clinical assessment of prognosis, the approach
described in Subramanian & Simon i.e. a regression
equation based on tumor size (≤3 cm or >3 cm) and age
at diagnosis to predict prognosis was developed [3]. This
algorithm was trained on age and tumor size data using
the stage I patients from Training Series A. Cross-
validation results were compared to those reported by
Subramanian & Simon to ensure equivalency. Finally,
accuracy of the clinical algorithm was evaluated by ap-
plying it to stage I patients from Validation Series A.
Development and validation of a second gene expression
signature to predict adjuvant chemotherapy benefit
Data from Training Series B (n = 88) were analyzed to
select genes associated with outcome (DSS) in the clin-
ical setting of ACT-treatment. To identify genes involved
in ACT-response and not simply prognosis, the covari-
ates included in the Cox regression models were age,
stage, gender, smoking history and prognosis risk group
(P< 0.001), as determined by previously developed prog-
nostic algorithm. A two principal component classifier
was trained on the resulting gene selection, as described
previously. The final classifier was applied to the Valid-
ation Series B, representing 109 patients enrolled in a
randomized controlled trial of ACT vs. OBS [8].
The predictive index generated by this secondary algo-

rithm classifies patients as either ‘ACT-responders’ or
‘ACT-non-responders’, depending on whether the index
is above or below the predetermined classification
threshold (median index of Training Series B). Within
each prediction category, Kaplan Meier analysis with log
rank testing and Cox proportional hazards analysis was



Figure 2 Association between the 160-gene prognostic signature, clinical and survival information in 301 untreated lung
adenocarcinoma patients from Training Series A patients with at least 12 months follow-up). (A) Prognostic indexes range from −2 to +2
and are associated with an increase in DSS events, as indicated with a black line at (B). (C) Median-centered 160-gene expression profile used to
compute the prognostic index (red= relative high expression, green= relative low expression). Each gene in the signature was chosen based on
its statistically significant association with outcome, independent to age, stage, grade, gender and smoking history.
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used to compare the rates of DSS for ACT and OBS
treatment arms.

Data processing and probe selection
For Affymetrix datasets, raw CEL files were downloaded
and processed using the MAS5 algorithm. Datasets were
median-centered within each microarray type. NCBI
UniGene build #230 was used to assign gene annotation
data to microarray features and match data between
platforms. Probeset redundancy (where present) was
reduced by identifying the probe with the highest mean
intensity across all samples. Data stabilization was per-
formed using the percentrank method (‘PERCEN-
TRANK’ in Microsoft Excel 2010, ‘ecdf ’ in R) as
previously described [15].

Statistical analysis and software
Gene expression data were analyzed using R 2.12 (www.
r-project.org), Bioconductor [20] and BRB ArrayTools
4.2 [17]. Statistical analyses were performed using Med-
Calc 12.1.1 (MedCalc Software, Mariakerke, Belgium)
and Microsoft Excel 2010 (Microsoft, Redmond, WA).
Kaplan Meier analysis with log rank testing and multi-
variate Cox Proportional Hazards analysis was used to
analyze the significance of prognostic and ACT-response
risk group stratifications, with survival data censored at
60 months for prognosis prediction and 36 months for
treatment response prediction. Receiver Operator Curve
(ROC) analysis was used to compare on the gene expres-
sion and clinical-variable prognostic algorithms.
Results
Identifying genes associated with DSS and prognostic
algorithm training
A cross-validated multivariate cox regression based
method of gene selection was applied to 332 untreated
stage I-III NSCLC whole genomic profiles (Training
Series A) and a set of 160 unique genes was identified
(Additional file 1 Table S5). Each gene was significantly
associated with DSS independent of age at diagnosis,
disease stage and gender at or below P< 0.001 (full list
of genes provided in Additional file 1). Normalized log
intensity values were stabilized by conversion to
percent-rank values (range 0.000 to 1.000) and used to

http://www.r-project.org
http://www.r-project.org
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train a principal component algorithm able to classify a
new patient as either high or low probability of death
from lung cancer. The relationship between the 160-
gene expression profile, corresponding prognostic index
and the DSS of each patient in Training Series A is
visualized in in Figure 2. A multivariate analysis of the
cross-validated Training Series A risk group predictions
is shown in Additional file 1 Table S1.

Gene ontology characterization of the 160-gene
prognostic signature
Functional characterization of the 160 prognostic genes
was performed using the Database for Annotation,
Visualization and Integrated Discovery (DAVID) v6.7
[21]. This system performed clustering of gene annota-
tion terms associated with the 160-gene signature and
showed an over-representation of genes involved in
regulation of metabolic processes (enrichment score:
4.31), cellular organization (1.52), cell cycle control
(1.25) and apoptosis (1.15).
Genes implicated in the MAPK signaling pathway (i.e.

CDC42, MKNK1, MAPKAPK2 and TRADD) were also
over-represented in the gene set, compared to random
selection (P = 0.034). Activation of the MAPK signaling
pathway is linked to the oncogenic factor EAPII (TDP2)
and the development of lung cancer [22].
Only one gene, TRIM14, was found to be in common

between the 160-gene prognosis signature and the 15-
gene signature of Zhu et al. [8]. This is a poorly-
characterized gene that encodes for a protein which
localizes to cytoplasmic bodies [RefSeq, Mar 2010].

Independent validation of the 160-gene prognostic
signature
To determine the ability of the prognostic signature to
predict risk of DSS in patients not involved in the gene
selection or training process, it was applied to data from
an independent series of 264 lung adenocarcinoma
patients with stage I-II disease. These patients were
compiled from five previously published studies, as
described in Table 1 (Validation Series A). After annotat-
ing the gene expression data from each series of patients
with UniGene annotations, it was determined that two
of the microarray platforms present in the combined
series did not contain features that corresponded to all
160 genes that were identified from Training Series A.
The Affymetrix U95A microarray used by Bhattacharjee
et al. [13] contained 132/160 (83 %) of the genes while
the custom Agilent format used by Takeuchi et al. [11]
contained 135/160 (84 %). Rather than impute missing
values using a k-NN method for example, it was decided
to compute the prognostic score using the signature
genes that were available. In this way the validation per-
formed reflects conditions that may occur in real world
use of such a multi-gene assay, in which variations in
specimen preparation and microarray fabrication may
lead to one or more missing data points per signature.
Of the 264 Stage I-II NSCLC patients in Validation

Series A, 174 (66 %) patients were assigned to the low
risk (good prognosis) category and 90 (34 %) to the
high-risk (poor prognosis) category. Kaplan Meier ana-
lysis (Figure 3a) showed the difference in DSS between
risk groups to be highly significant (P = 0.0001, HR: 2.23
95 % CI: 1.46 to 3.50). Furthermore, when adjusted for
other prognostic factors such as age, gender, AJCC
Stage, radiotherapy status and also microarray-type, the
160-gene signature was the strongest and most signifi-
cant predictor of outcome (P< 0.0001, HR: 2.80, 95 %
CI: 1.83 to 4.28, see Additional file 1 Table S1 for more
details).
CPH analysis was also carried out on stage-based sub-

sets of Validation Series A, in order to further
characterize the prognostic significance of the 160-gene
algorithm. Results shown in Table 2 indicate that when
adjusted for covariates, the 160-gene signature is able to
significantly stratify patient with IA, IB and IIA disease,
in addition to stage I and II combined.
Receiver Operator Curve (ROC) analysis also con-

firmed the prognostic index to be a continuous predictor
of outcome (Area Under the Curve (AUC) for all Stage
I-II Validation Series B patients = 0.66, =0.0004, 95 % CI:
0.59 to 0.71), excluding patients alive but with less than
12-months follow-up or death from lung cancer after
36 months. Using a 24 month cut-off for death from
lung cancer, the AUC increases to 0.74 (P< 0.0001, 95 %
CI: 0.67 to 0.80), suggesting increased accuracy at identi-
fying early-stage patients at short term risk of cancer-
related death.

Comparison of gene expression vs. clinical prognostic
algorithms
Utility of new prognostic methods for NSCLC is influ-
enced by their extent of improvement upon currently
accepted approaches. To compare the 160 gene signa-
ture against prognosis based on clinical assessments, an
algorithm based on age at diagnosis and tumor size
(≤3 cm or >3 cm) was developed on the 195 Stage I
patients from Training Series A, using the method
described by Subramanian and Simon [3]. The clinical
algorithm stratified Stage I patients from Validation
Series A (Figure 3D) into groups with statistically signifi-
cant difference in DSS (P = 0.004, HR: 2.65 95 % CI 1.40
to 1.99).
Comparing Kaplan Meier curves for gene expression

and clinical algorithms (Figure 3C-E) illustrates an im-
portant difference between DSS prediction methods; the
160-gene signature is superior to either staging (IA vs.
IB), or the clinical algorithm at identifying stage I



Figure 3 Kaplan Meier analysis of Validation Series A patients, stratified by gene expression risk group (A) and clinical stage (B). Kaplan
Meier analysis was also performed on Stage IA patients from Validation Series A Stage stratified by AJCC stage (C), a clinical algorithm based on
tumor size and age (D) and the 160-gene signature (C) for comparison purposes. The gene expression signature is able to more accurately
identify stage I patients at risk of death within the first 24 months following diagnosis compared with clinical stage or combined clinical
age + tumor size algorithm.
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patients at risk of death within 24 months. Of the 5 Val-
idation Series A patients who were diagnosed with stage
IA cancer and died within 24 months of diagnosis, all
5 were correctly predicted to be high-risk by 160-gene
signature. When the clinical algorithm was applied to
the same patients, only 2 of the 5 were classified as
high-risk. Conversely, none of the stage IA patients
predicted by the gene-signature to be low-risk (n = 65)
died of their disease during the same 24-month time
period (Figure 3E). This ability of the gene signature
to identify early-stage individuals at high risk of death
within a relatively short time frame may represent an
opportunity for clinical intervention, such as the use
of adjuvant chemotherapy.
ROC analysis was also performed to compare the gen-

omic and clinical prognostic algorithms on stage I
patients. For DSS within 5 years following diagnosis,
both methods resulted in a similar AUC (Genomic: 0.66
Clinical: 0.64, P-value for difference: 0.75). When consid-
ering the ability to predict DSS within two years the dif-
ference was more apparent (Genomic: 0.74 Clinical:
0.61, P-value for difference: 0.083). Finally, Cox propor-
tional hazards analysis of stage I patients was performed,
evaluating gender and both genomic and clinical



Table 2 Analysis of the independent Validation Series A risk group predictions generated using the 160-gene
prognostic signature

Stage No.
Patients

Kaplan Meier
Analysis (160-gene
signature assigned
high/low risk
categories)

Cox Proportional
Hazards Regression
(160-gene signature
assigned high/low
risk categories)

Receiver Operator
Curve analysis
(association with
5-year DSS)

Univariate P-value Hazard Ratio (95 % CI) Multivariate P-value Hazard Ratio (95 % CI) P-value AUC (95 % CI)

I & II 264 <0.0001 2.26 (1.46 to 3.50) <0.0001 2.80 (1.83 to 4.28) 0.0004 0.66 (0.59 to 0.71)

I 201 0.0008 2.23 (1.30 to 3.84) <0.0001 3.00 (1.78 to 5.08) 0.0002 0.68 (0.61 to 0.75)

IA 93 0.18 1.76 (0.70 to 4.47) 0.045 2.65 (1.029 to 6.83) 0.019 0.69 (0.59 to 0.78)

IB 97 0.0008 2.79 (1.38 to 5.64) <0.0001 5.44 (2.48 to 11.97) <0.0001 0.75 (0.65 to 0.83)

II 63 0.048 2.00 (0.98 to 4.14) 0.042 2.20 (1.034 to 4.69) 0.56 0.56 (0.42 to 0.70)

IIA 13 0.0097 5.57(1.59 to 19.59) 0.048 28.21 (1.048 to 759.30) 1.0 0.50 (0.17 to 0.83)

IIB 44 0.42 1.47 (0.56 to 3.83) 0.48 1.44 (0.52 to 4.027) 0.57 0.57 (0.40 to 0.58)

Cox Proportional Regression analysis included stage*, microarray type, gender, treatment and age. *where possible, eg.stage IA vs. IB were in the analysis of all
Stage I patients.
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algorithms simultaneously. This revealed the gene signa-
ture to be the strongest and most significant predictor of
outcome (genomic algorithm HR: 2.70 95 % CI: 1.55 to
4.65 P = 0.0005, clinical algorithm HR: 2.20 95 % CI: 1.27
to 3.68, P = 0.0047).

Identifying genes related to ACT-response and predictive
algorithm training
To discover genes with patterns of expression correlated
with future response to ACT, a multivariate selection
method was applied to data from 88 ACT-treated adeno-
carcinoma patients (Training Series B). By including
each patient’s previously-determined 160-gene prognosis
score in the gene selection algorithm, a cross-validated
gene selection procedure identified 37 genes to be sig-
nificantly associated with outcome, independent of age,
stage, gender and prognosis (Additional file 1 Table S6).
Kaplan Meier analysis of the (cross validated) Training
Series B risk group assignments made during the train-
ing process revealed a significant difference in DSS be-
tween high and low risk groups (P = 0.0021, HR: 2.48,
95 % CI: 1.40 to 4.42). As all patients in Training Series
B received ACT and the genes selected were related to
outcome independent of prognosis, it was hypothesized
that the difference in DSS between risk groups reflected
the benefit of ACT in these individuals. This hypothesis
was tested by applying the 37-gene signature to Valid-
ation Series B, comprised of individuals enrolled in a
randomized clinical trial of ACT (cisplatin/vinorelbine)
vs. OBS.

Functional characterization of the 37-gene ACT response
signature and overlap with the 160-gene prognosis
signature
Analysis of gene function using DAVID showed the 37-
gene signature contained genes with functions previously
linked to vinorelbine and/or cisplatin efficacy, including
lipid metabolism (eg. LARGE, FA2H, and PCYT1B) [23],
membrane transport (eg. SLC17A1, COX4I1 and
SLC2A1) [24], apoptosis and proliferation (eg. CASP9,
DUSP22 and TBX2) [25] and purine binding (DHX16
and LYN) [26]. An annotated list of the 37 genes, with
Cox regression p-values, is provided in Additional file 1.
Despite starting with the same initial set of gene set,

inspection of both prognostic and predictive algorithms
revealed an overlap of only one gene; splA/ryanodine re-
ceptor domain and SOCS box containing 3 (SPSB3).
SPSB3 has been shown to interact with MET and (based
on protein structure) and is thought to be involved in
ubiquitination and proteasomal degradation [27]. In this
study, patients with good prognosis and predicted to re-
spond to ACT had higher levels of SPSB3 compared to
those with poor prognosis and not likely to respond to
ACT.
The 160 and 37-gene sets were also compared at the

ontology and molecular pathway level using the Fatigo
tool for identifying significant associations between
groups of genes [28]. At the P< 0.05 significance level,
no gene ontologies were significantly represented in both
gene sets (levels 3–9 of ontology structure tested), nor
were any of the KEGG or Biocarta molecular pathways.
Fatigo results are provided in Additional file 2.
None of the 37 ACT-response genes overlapped with

the 15 gene set described by Zhu et al. [8].

Independent validation of the 37-gene predictive
signature
To verify the ability of the novel 37-gene ACT-response
signature, (identified from 88 ACT-treated adenocarcin-
oma patients; Training Series B), to stratify individuals
into groups with different ACT response rates, an inde-
pendent validation series was analyzed. The signature
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classified 70 patients from Validation Series B ACT-
responders (64 %) and 39 as ACT-non-responders (36 %).
Kaplan Meier analysis showed that the predicted ACT-

responders experienced significantly greater DSS when
treated with ACT, compared to predicted responders who
received observation only (Figure 4). The difference was
significant in both univariate (P= 0.014), and multivariate
analysis (P= 0.0032), adjusted for age, gender, stage and
histology. Inspection of hazard ratios showed that
ACT-responders are at a 3.1-fold (unadjusted for clinical
covariates) or 4.4-fold (adjusted) lower risk of death
within 5-years, when treated with ACT. Full model
results with 95 % CI’s are shown in Additional file 1.
For those individuals assigned to the ACT non-

responders group (n= 39) no statistically significant differ-
ence in DSS was detected between ACT or OBS treat-
ment arms (univariate P = 0.71, multivariate P = 0.38).
Taken together, these findings confirm that the 37-gene
signature can be used to select those individuals likely to
benefit from cisplatin-based chemotherapy, who in this
series represent 64 % of all stage IB-II patients.
Figure 4 Kaplan Meier analysis: 37-gene signature treatment respons
Predicted ‘ACT-responder’ group exhibit significantly improved rate of DSS
Predicted ‘ACT non-responder’ group do not exhibit a significant difference
Proportional Hazard analysis included age, gender, stage, NSCLC histologic
Analysis of the stage I/II distribution between the pre-
dicted ACT response groups in Validation Series B con-
firms the findings of other groups that determining
ACT-eligibility using clinical staging results in sub-
optimal outcomes [5]. Thirty-eight of the 70 predicted
ACT-responders were stage I (54 %), a group not usually
considered eligible for ACT. Additionally, just over half
of the Validation Series B patients predicted to be non-
responders were diagnosed with stage II disease (n = 20).
This implies that a quantifiable clinical benefit from
ACT depends on the genomic profile of the tumor, ra-
ther than staging based on conventional assessment.

Comparison of gene expression signatures in paired
fresh-frozen and FFPE tissue
Both genomic signatures developed in this study were
developed using data generated from fresh-frozen
NSCLC tissue. For optimal clinical utility, a test based
on FFPE tissue is preferred as collection of FFPE tissue
is almost universal while frozen tissue is more difficult
to transport and store. A preliminary comparison of the
e predictions for independent Validation Series B. Patients in (A)
when treated with ACT compared to OBS alone. Patients in (B)
in DSS between either treatment arm of the trial. Multivariate Cox

al subtype and treatment (ACT or OBS).
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gene sets in paired samples of frozen and FFPE lung tis-
sue was performed using previously published data from
two lung tumors (NCBI GEO: GSE19249) [29]. Frozen
and FFPE sections of each tumor were processed and
hybridized to Affymetrix U133A GeneChips in triplicate.
Passing & Bablok regression was used to compare the

prognostic and predictive indices of the frozen and FFPE
specimens. No significant deviation from index linearity
(P> 0.10) [30], nor change in prognosis/ACT-response
group was observed (see Additional file 1). The linearity
of the 160-gene prognostic index and 37-gene predictive
index observed suggests that these tests may be inform-
ative using FFPE tissue for diagnostic gene expression
analysis, although further validation is required.

Discussion
New methods for predicting outcome (DSS) and re-
sponse to chemotherapy are needed to improve manage-
ment of patients with NSCLC. Two multi-gene
algorithms have been developed to predict DSS and
ACT benefit, using a previously published multi-center
series of lung adenocarcinoma gene expression profiles.
The 160 gene prognostic and 37 gene predictive gene
sets identified by this study overlap by a single gene,
SPSB3, but no functional ontologies or molecular path-
ways were found to be in common. SPSB3 is a largely
uncharacterized gene not previously linked to NSCLC
but in this study found to be associated with good prog-
nosis and benefit from ACT. Several gene ontologies sig-
nificantly represented by the 160 and 37 gene signatures
have been linked to prognosis or ACT efficacy, including
MAPK-pathway regulation, apoptosis, membrane trans-
port and metabolic activity.
The prognostic and predictive signatures developed in

this study differ from previously published methods in a
number of key areas. Both were developed from NSCLC
datasets comprised of a single histological subtype
(NSCLC), using multivariate methods of gene selection
on a large, well annotated training series originally
designed to meet statistical sample-size requirements
[31]. The methods developed in this study satisfy the
Subramanian and Simon [3] criteria for evaluating
NSCLC prognosis signatures (reproduced and annotated
in Additional file 1). These include description of rele-
vant patient characteristics (Table 1), no presentation of
cross-validation statistics as the only performance
metrics and the ability to apply the signature to other
data for future comparisons and other non-clinical uses
(www.ChipDX.com). Finally, the 160-gene prognosis sig-
nature has been shown to stratify stage IA, IB and II
patients into groups with significant differences in RFS
independent of clinical covariates.
The 160-gene prognostic signature was the single

strongest predictor of outcome in patients with stage I
disease when evaluated using multivariate Cox propor-
tional hazards analysis (HR: 2.80, P =<0.0001). Further-
more, as shown by the comparison of ROC data and
also in Figure 3C-E, the genomic method appears to be
superior to other methods at identifying high-risk stage I
patients, i.e. those at risk of death within 24 months.
This may allow clinicians to recommend increased
screening or the use of adjuvant chemotherapy in
patients not otherwise considered eligible.
By evaluating the performance of the 160-gene prog-

nosis signature on a multi-platform multi-center valid-
ation series, it has effectively been ‘stress-tested’ under
conditions resembling real-world use. Despite the fact
that 26 % of samples in Validation Series A were ana-
lyzed using microarrays without the complete 160-gene
set, the classifier was shown to be the strongest pre-
dictor of outcome. Future validation studies using
microarrays containing all 160 genes will help determine
if the signature contains redundant information, or if the
performance statistics generated herein are an underesti-
mate the true prognostic significance of the algorithm.
The 37-gene ACT-response signature was developed

using a novel approach to algorithm design - selecting
genes associated with outcome in ACT treated patients,
independent to a previously calculated prognosis score. By
applying the response signature to an independent valid-
ation series of lung cancer patients who participated in a
randomized clinical trial of cisplatin-based chemotherapy
or observation only, the ability of the algorithm to identify
those who would go on to receive a clinical benefit from
ACT was demonstrated (HR: 0.23; P = 0.0032, adjusted for
clinical covariates). To the contrary, those Validation
Series B patients who were predicted to be non-
responders, showed no difference in DSS between ACT
and OBS arms of the trial (HR: 0.55; P = 0.38). None of the
37 genes overlapped with the 15-gene signature of Zhu
et al. which was reported to have an ACT-benefit hazard
ratio of 0.33 (P= 0.0005) for predicted responders and
3.67 (P= 0.013) for non-responders [8].
The use of ACT in stage I patients is currently contro-

versial [5], however it is proposed that that the method
described herein may allow clinicians to identify and treat
only those individuals whose tumors have the molecular
requirements of ACT efficacy. Prospectively planned trials
and more extensive comparisons of data from frozen and
FFPE tissues, additional NSCLC histologies and che-
motherapeutic agents are necessary to further evaluate the
clinical utility of the algorithms developed.

Conclusions
This study describes novel genomic signatures able to
significantly predict DSS and cisplatin-based ACT bene-
fit for patients diagnosed stage I-II NSCLC. The signa-
tures are comprised of biologically relevant genes and

http://www.ChipDX.com
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have been evaluated on genomic profile data obtained by
multiple institutions using multiple microarray types,
reflecting real-world usage. The distinct composition
and lack of functional overlap of each signature supports
the hypothesis that prognosis and response to ACT in
NSCLC are factors influenced by unique molecular char-
acteristics. In conclusion, robust multi-gene algorithms
have been developed and validated on independent pa-
tient series, demonstrating the potential assist clinicians
improve the management and treatment of patients
diagnosed with NSCLC. Further work is required to con-
firm the findings reported herein and determine the ap-
plicability of these signatures for other lung cancer
histologies and treatment modalities.

Additional files

Additional file 1: Supplementary Results.

Additional file 2: Fatigo gene ontology comparison output.

Abbreviations
HR: Hazard ratio; NSCLC: Non-small cell lung cancer; DSS: Disease specific
survival; ACT: Adjuvant chemotherapy treatment; OBS: Observation only (no
chemotherapy).

Competing interests
ChipDX is a self-funded start-up company based in New York and has
applied for patent protection for the methods described in this manuscript.

Acknowledgements and funding
The author wishes to thank the following colleagues for their critical
discussion and support of this work: Dr Andrew Moreira MD Ph.D (Memorial
Sloan Kettering Cancer Center), Dr Goetz Kloecker, MD, MBA, MSPH, FACP
(University of Louisville) and Dr Andrew Holloway Ph.D. This work and the
ChipDX online analysis system is fully self-funded.

Authors’ contribution
RVL carried out all work on this paper.

Authors’ information
Ryan Van Laar is the Director of Bioinformatics for Signal Genetics LLC, the
parent company of ChipDX LLC.

Received: 9 August 2011 Accepted: 2 July 2012
Published: 2 July 2012

References
1. World Health Organization: Cancer Fact Sheet N°297. http://www.who.int/

mediacentre/factsheets/fs297/en/index.html.
2. Tsuboi M, Ohira T, Saji H, Miyajima K, Kajiwara N, Uchida O, Usuda J, Kato H:

The present status of postoperative adjuvant chemotherapy for
completely resected non-small cell lung cancer. Ann Thorac Cardiovasc
Surg. 2007, 13(2):73–7.

3. Subramanian J, Simon R: Gene expression based prognostic signatures in
lung cancer: ready for clinical use? J Natl Cancer Inst 2010, 102(7):464–474.

4. Subramanian J, Simon R: What should physicians look for in evaluating
prognostic gene-expression signatures? Nat Rev Clin Oncol 2010,
7(6):327–334. http://www.nature.com/nrclinonc/journal/v7/n6/full/
nrclinonc.2010.60.html.

5. Winton T, Livingston R, Johnson D, Rigas J, Johnston M, Butts C, Cormier Y,
Goss G, Inculet R, Vallieres E, et al: Vinorelbine plus Cisplatin vs
Observation in Resected Non-Small-Cell Lung Cancer. N Engl J Med 2005,
352(25):2589–2597.

6. Pisters KMW, Evans WK, Azzoli CG, Kris MG, Smith CA, Desch CE,
Somerfield MR, Brouwers MC, Darling G, Ellis PM, et al: Cancer Care Ontario
and American Society of Clinical Oncology Adjuvant Chemotherapy and
Adjuvant Radiation Therapy for Stages I-IIIA Resectable Non-Small-Cell
Lung Cancer Guideline. J Clin Oncol 2007, 25(34):5506–5518.

7. Pignon J-P, Tribodet Hln, Scagliotti GV, Douillard J-Y, Shepherd FA,
Stephens RJ, Dunant A, Torri V, Rosell R, Seymour L, et al: Lung Adjuvant
Cisplatin Evaluation: A Pooled Analysis by the LACE Collaborative Group.
J Clin Oncol 2008, 26(21):3552–3559.

8. Zhu C-Q, Ding K, Strumpf D, Weir BA, Meyerson M, Pennell N, Thomas RK,
Naoki K, Ladd-Acosta C, Liu N, et al: Prognostic and Predictive Gene
Signature for Adjuvant Chemotherapy in Resected Non–Small-Cell Lung
Cancer. J Clin Oncol 2010, 28(29):4417–4424.

9. Simon R: Roadmap for Developing and Validating Therapeutically
Relevant Genomic Classifiers. J Clin Oncol 2005, 23(29):7332–7341.

10. Shedden K, Taylor JMG, Enkemann SA, Tsao M-S, Yeatman TJ, Gerald WL,
Eschrich S, Jurisica I, Giordano TJ, Misek DE, et al: Gene expression-based
survival prediction in lung adenocarcinoma: a multi-site, blinded
validation study. Nat Med 2008, 14(8):822–827.

11. Takeuchi T, Tomida S, Yatabe Y, Kosaka T, Osada H, Yanagisawa K,
Mitsudomi T, Takahashi T: Expression Profile–Defined Classification of
Lung Adenocarcinoma Shows Close Relationship With Underlying
Major Genetic Changes and Clinicopathologic Behaviors. J Clin Oncol
2006, 24(11):1679–1688.

12. Bild A, Yao G, Chang J, Wang Q, Potti, Chasse D, Joshi M, Harpole D,
Lancaster J, Berchuck A, et al: Oncogenic pathway signatures in human
cancers as a guide to targeted therapies. Nature 2006, 439(7074):353–357.

13. Bhattacharjee A, Richards WG, Staunton J, Li C, Monti S, Vasa P, Ladd C,
Beheshti J, Bueno R, Gillette M, et al: Classification of human lung
carcinomas by mRNA expression profiling reveals distinct
adenocarcinoma subclasses. Proc Natl Acad Sci U S A 2001,
98(24):13790–13795.

14. Bair E, Tibshirani R: Semi-supervised methods to predict patient survival
from gene expression data. PLoS Biol 2004, 2(4):E108.

15. Van Laar RK: An online gene expression assay for determining adjuvant
therapy eligibility in patients with stage 2 or 3 colon cancer. Br J Cancer
2010, 103(12):1852–1857.

16. Van Laar RK: Design and Multiseries Validation of a Web-Based Gene
Expression Assay for Predicting Breast Cancer Recurrence and Patient
Survival. The Journal of molecular diagnostics: JMD 2011, 13(3):297–304.

17. Simon R, Lam A, Li MC, Ngan M, Menenzes S, Zhao Y: Analysis of Gene
Expression Data Using BRB-Array Tools. Cancer Inform 2007, 3:11–17.

18. Cox DR: Regression models and life-tables (with discussion). J R Stat Soc
1972, B(34):187–220.

19. Tibshirani R, Hastie T, Narasimhan B, Chu G: Diagnosis of multiple cancer
types by shrunken centroids of gene expression. Proc Natl Acad Sci 2002,
99(10):6567–6572.

20. Gentleman RC, Carey VJ, Bates DM, Bolstad B, Dettling M, Dudoit S, Ellis B,
Gautier L, Ge Y, Gentry J, et al: Bioconductor: open software development
for computational biology and bioinformatics. Genome Biol 2004,
5(10):R80.

21. Dennis G Jr, Sherman BT, Hosack DA, Yang J, Gao W, Lane HC, Lempicki RA:
DAVID: Database for Annotation, Visualization, and Integrated Discovery.
Genome Biol 2003, 4(5):3.

22. Li C, Fan S, Owonikoko TK, Khuri FR, Sun SY, Li R: Oncogenic role of EAPII
in lung cancer development and its activation of the MAPK-ERK
pathway. Oncogene 2011, 30(35):3802–3812.

23. Robieux I, Sorio R, Borsatti E, Cannizzaro R, Vitali V, Aita P, Freschi A,
Galligioni E, Monfardini S: Pharmacokinetics of vinorelbine in patients
with liver metastases. Clin Pharmacol Ther 1996, 59(1):32–40.

24. Egawa-Takata T, Endo H, Fujita M, Ueda Y, Miyatake T, Okuyama H,
Yoshino K, Kamiura S, Enomoto T, Kimura T, et al: Early reduction of
glucose uptake after cisplatin treatment is a marker of cisplatin
sensitivity in ovarian cancer. Cancer Sci 2010, 101(10):2171–2178.

25. Kuwahara D, Tsutsumi K, Kobayashi T, Hasunuma T, Nishioka K: Caspase-9
regulates cisplatin-induced apoptosis in human head and neck
squamous cell carcinoma cells. Cancer Lett 2000, 148(1):65–71.

26. Kowalski D, Pendyala L, Daignan-Fornier B, Howell SB, Huang R-Y:
Dysregulation of Purine Nucleotide Biosynthesis Pathways Modulates
Cisplatin Cytotoxicity in Saccharomyces cerevisiae. Mol Pharmacol 2008,
74(4):1092–1100.

27. Wang D, Li Z, Messing EM, Wu G: The SPRY Domain-containing SOCS
Box Protein 1 (SSB-1) Interacts with MET and Enhances the

http://www.biomedcentral.com/content/supplementary/1755-8794-5-30-S1.doc
http://www.biomedcentral.com/content/supplementary/1755-8794-5-30-S2.xls
http://www.who.int/mediacentre/factsheets/fs297/en/index.html
http://www.who.int/mediacentre/factsheets/fs297/en/index.html
http://www.nature.com/nrclinonc/journal/v7/n6/full/nrclinonc.2010.60.html
http://www.nature.com/nrclinonc/journal/v7/n6/full/nrclinonc.2010.60.html


Van Laar BMC Medical Genomics 2012, 5:30 Page 12 of 12
http://www.biomedcentral.com/1755-8794/5/30
Hepatocyte Growth Factor-induced Erk-Elk-1-Serum Response Element
Pathway. J Biol Chem 2005, 280(16):16393–16401.

28. Al-Shahrour F, az-Uriarte R, Dopazo J: FatiGO: a web tool for finding
significant associations of Gene Ontology terms with groups of genes.
Bioinformatics 2004, 20(4):578–580.

29. Abdueva D, Wing M, Schaub B, Triche T, Davicioni E: Quantitative
Expression Profiling in Formalin-Fixed Paraffin-Embedded Samples by
Affymetrix Microarrays. J Mol Diagn 2010, 12(4):409–417.

30. Passing H, Bablok: A new biometrical procedure for testing the equality
of measurements from two different analytical methods. Application of
linear regression procedures for method comparison studies in clinical
chemistry, Part I. J Clin Chem Clin Biochem 1983, 21(11):709–720.

31. Shedden KA, Taylor JM, Giordano TJ, Kuick R, Misek DE, Rennert G,
Schwartz DR, Gruber SB, Logsdon C, Simeone D, et al: Accurate molecular
classification of human cancers based on gene expression using a
simple classifier with a pathological tree-based framework. Am J Pathol
2003, 163(5):1985–1995.

doi:10.1186/1755-8794-5-30
Cite this article as: Van Laar: Genomic signatures for predicting survival
and adjuvant chemotherapy benefit in patients with non-small-cell lung
cancer. BMC Medical Genomics 2012 5:30.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	link_Tab1
	Methods
	Compilation of a genomic database for gene selection & algorithm training
	Development and validation of a gene expression signature to predict prognosis in patients with stage &b_k;I-&e_k;&b_k;II&e_k; lung adenocarcinoma
	Development and validation of a comparator &lsquo;clinical algorithm&rsquo; for predicting prognosis in patients with &b_k;early-&e_k;&b_k;stage&e_k; NSCLC
	Development and validation of a second gene expression signature to predict adjuvant chemotherapy benefit

	link_Fig1
	Data processing and probe selection
	Statistical analysis and software

	Results
	Identifying genes associated with DSS and prognostic algorithm training

	link_Fig2
	Gene ontology characterization of the &b_k;160-&e_k;&b_k;gene&e_k; prognostic signature
	Independent validation of the &b_k;160-&e_k;&b_k;gene&e_k; prognostic signature
	Comparison of gene expression vs. clinical prognostic algorithms

	link_Fig3
	Identifying genes related to &b_k;ACT-&e_k;&b_k;response&e_k; and predictive algorithm training
	Functional characterization of the &b_k;37-&e_k;&b_k;gene&e_k; ACT response signature and overlap with the &b_k;160-&e_k;&b_k;gene&e_k; prognosis signature
	Independent validation of the &b_k;37-&e_k;&b_k;gene&e_k; predictive signature

	link_Tab2
	Comparison of gene expression signatures in paired &b_k;fresh-&e_k;&b_k;frozen&e_k; and FFPE tissue

	link_Fig4
	Discussion
	Conclusions
	Additional files
	Acknowledgements and funding
	Authors&rsquo; contribution
	Authors&rsquo; information
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice




