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Abstract 

Despite being a consolidated practice in modern cancer genomics, mutational signature analysis poses various challenges. First, determining 
the number of signatures is a complex task and depends on heuristics. Second, se v eral signatures lack a clear etiology, raising concerns about 
whether they result from computational artifacts or actual mutagenic processes. Last, approaches for signature assignment are highly influenced 
by the catalogue of signatures used for the analysis. To overcome these limitations, we introduce RESOLVE ( R obust ES timation O f mutationa L 
signatures V ia r E gularization), a frame w ork designed f or the efficient e xtraction, assignment, and confidence estimation of mutational signa- 
tures. RESOLVE enables the stratification of cancer genomes according to the active mutational processes, providing insights into those that are 
consistently shared among various cancer types. We applied RESOLVE to 20 000 samples from adult and pediatric cancers, providing a compre- 
hensive characterization of subtypes associated with specific mutational processes and alterations in driver genes. Our analysis demonstrates 
that RESOLVE accurately fits observed mutations with a smaller set of signatures compared to existing catalogues, suggesting the existence 
of a limited number of dominant mutational processes in cancer genomes. Clustering analysis revealed distinct patient groups characterized by 
specific signatures, with significant associations bet ween cert ain signatures and patient prognosis. A dditionally, w e identified strong associa- 
tions between signatures and driver gene mutations, offering insights into cancer subtype mechanisms and e v olution. Our findings highlight the 
efficiency of RESOLVE and its potential impact on personalized cancer treatment. 
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Introduction 

Cancer is a genetic disease caused by somatic mutations
in genes controlling key biological functions such as cellu-
lar growth and division [ 1 ]. Such mutations may arise both
through cell-intrinsic and exogenous processes, generating
characteristic mutational patterns over the genome named
mutational signatures [ 2 ]. The study of mutational signatures
has become a standard practice of modern cancer genomics,
since it can reveal which (environmental and endogenous) mu-
tagenic processes are active in a tumor, and may highlight
markers for therapeutic response [ 3–5 ]. 

Mutational signatures can be modeled considering differ-
ent classes of mutations. The original formulation exam-
ined single-base substitutions (SBSs) by incorporating the two
flanking bases for each mutation for a total of 96 contexts
representing mutational patterns [ 6 , 7 ]. Such formulation is
currently the most widely diffused. Other types of mutational
signatures include double-base substitutions (DBSs) classi-
fied into 78 contexts [ 8 , 9 ], indel and rearrangement sig-
natures (IDs) defining 83 categories [ 8 ], chromosomal in-
stability signatures (CXs) comprising 43 mixture compo-
nents [ 10 ], and 48-channels copy number signatures (CNs)
[ 11 ]. These types of mutational signatures represent a newer
field of research and currently are not as broadly adopted
[ 2 ]. 

Mutational signature computational analyses fall mostly
within two categories: (i) de novo signature extraction and (ii)
signature exposure estimation . In the first case, the presence of
mutational processes is first assessed from the data, and signa-
tures are identified and extracted and finally assigned to sam-
ples [ 12 ]. This task is typically performed via non-negative
matrix factorization (NMF) [ 13 ]. While other approaches
have been proposed, NMF-based methods are by far the most
used [ 14 ]. The estimation of signature exposures is performed
by holding a set of signatures fixed (see e.g. the COSMIC mu-
tational signature catalogue [ 8 ]) and assigning them to sam-
ples by minimizing, for example, the mean squared error be-
tween observed and the estimated mutational patterns for
each sample. It is crucial to choose a good set of signatures to
be used for fitting, since as discussed by Nik-Zainal and col-
leagues [ 2 ], algorithms for estimating exposures can be highly
affected by overfitting, which might lead to the misinterpre-
tation of the active mutational processes really present in the
tumors [ 2 ]. 

With respect to the de novo signature extraction, deter-
mining the optimal number of signatures present in a dataset
is a complex task, largely dependent on the adopted com-
putational framework, which is typically solved by heuris-
tics or model selection techniques [ 13 , 15–17 ]. This poses the
challenge of determining a trade-off between robustness, usu-
ally optimized when considering a low number of signatures,
and expressivity, typically optimized when considering a high
number of signatures, of the extracted mutational signatures
[ 2 , 8 ]. Thus, it is currently hard to efficiently define how many
signatures are actually contributing to the real etiology of a
given set of tumors; i.e. how many of them are biologically
relevant. 

Furthermore, while many signatures have been strongly as-
sociated with mutagenic processes [ 18–20 ], several other re-
ported signatures present instead a more elusive etiology or
are highly similar between each other [ 8 ], suggesting possible
limitations in the signature extraction framework or overfit-
ting, rather than the existence of associated mutagenic pro-
cesses [ 2 , 17 ]. This scenario is also complicated by the fact 
that mutational processes may cause multiple signatures and,
likewise, different processes may generate similar signatures 
[ 2 ]. 

Lastly, also the methods for signature exposure estimations 
suffer from several pitfalls, first and foremost the hurdle of 
choosing the most appropriate catalogue of signatures to be 
used for the analysis [ 2 ]. Most methods typically rely on op- 
timization strategies aimed to fit most of the data, including 
the patterns that may not be significantly present or biolog- 
ically relevant for the considered tumors or tissues. In this 
context, overfitting can lead to the wrong estimation of mu- 
tational processes active in the samples. This may also pre- 
clude the effective stratification of cancer samples based on 

signatures, whose characterization could provide valuable in- 
formation on mechanisms possibly correlated with different 
prognostic outcomes. In addition, measures of statistical con- 
fidence or strength of signature activities in the samples are 
usually not provided. 

To overcome these limitations, we developed a novel com- 
putational framework named RESOLVE ( R obust ES timation 

O f mutationa L signatures V ia r E gularization), which allows 
us to perform (i) the efficient extraction, (ii) the exposure es- 
timation, and (iii) the confidence assessment of mutational 
signatures from cancer genomes. RESOLVE optimizes the use 
of signatures toward the best description of mutational pro- 
cesses with the minimal number of signatures extracted. Addi- 
tionally, RESOLVE enables the effective stratification of cancer 
genomes based on mutational signatures, which allows us to 

determine which signatures are significantly contributing to 

a cancer subtype and may shed light on associations of the 
discovered mutational processes with distinct mechanisms of 
tumorigenesis and significant differences in outcomes. 

The aim of RESOLVE is to focus on the dominant muta- 
tional processes with a statistically significant impact on muta- 
genesis across patients, offering a balance between biological 
relevance and computational robustness. Although rare muta- 
tional signatures may be present and could offer insights into 

specific mutational mechanisms or patient subgroups, their 
computational extraction is often subject to overfitting. There- 
fore, RESOLVE seeks to address this challenge by focusing on 

signatures that can be confidently and robustly detected, and 

by providing a framework that explicitly allows for confidence 
estimates of the extracted mutational processes. 

We compared the performance of RESOLVE with state-of- 
the-art methods for mutational signature analysis across a 
wide range of simulations, demonstrating that RESOLVE con- 
sistently outperforms competing algorithms in terms of accu- 
racy and robustness. Moreover, we applied RESOLVE to nearly 
20 000 whole-genome sequencing samples from adult and pe- 
diatric cancers, encompassing most tissues and cancer types 
[ 21 , 22 ]. Our analysis revealed a small set of mutational sig- 
natures that accurately represent almost all the observed mu- 
tations, indicating that a limited number of dominant muta- 
tional processes drive cancer development. We identified sig- 
nificant associations between specific signatures and patient 
prognosis, such as SBS9 correlating with better outcomes in 

hematopoietic cancers and SBS3 with poorer prognosis. Fur- 
thermore, we discovered strong links between mutational sig- 
natures and driver gene mutations, exemplified by the as- 
sociation between SBS2 and PIK3CA mutations, and SBS3 

and TP53 mutations in breast cancer. These findings highlight 
the potential of RESOLVE to enhance cancer diagnostics and 
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ersonalized therapy design, providing profound insights into
he molecular foundations of cancer. 

The RESOLVE framework is available as an R package
nd can be installed from Bioconductor at https://www.
ioconductor.org/ packages/ release/ bioc/ html/ RESOLVE.html 
r from GitHub at https:// github.com/ ramazzottilab/
ESOLVE . 

aterials and methods 

athematical framework for mutational 
ignature analysis 

et us consider a set of N mutation classes and a set of G can-
er genomes, i.e. the tumor samples. In the case of SBSs [ 6 , 7 ],
ingle nucleotide variants expanded by the nucleotide context
re examined leading to N = 96 trinucleotides. Instead, e.g.
n the case of DBSs [ 8 , 9 ], the concurrent modification of two
onsecutive nucleotide bases are considered for a total of N =
8 mutation categories. This can be represented in a count ma-
rix M , where in each cell of the matrix we report the number
f mutations that have been observed in each cancer sample
or each mutation class, with the minimum value being 0: 

M G ×N 

= 

⎡ 

⎢ ⎢ ⎢ ⎣ 

m 1 , 1 m 1 , 2 . . . m 1 ,N 

m 2 , 1 m 2 , 2 . . . m 2 ,N 

. . . 
. . . 

. . . 
. . . 

m G, 1 m G, 2 . . . m G,N 

⎤ 

⎥ ⎥ ⎥ ⎦ 

. 

Regardless of the considered classes of mutations, muta-
ional signatures and their exposures to samples can be repre-
ented by two matrices E and S : 

E G ×K = 

⎡ 

⎢ ⎢ ⎢ ⎣ 

e 1 , 1 e 1 , 2 . . . e 1 ,K 
e 2 , 1 e 2 , 2 . . . e 2 ,K 

. . . 
. . . 

. . . 
. . . 

e G, 1 e G, 2 . . . e G,K 

⎤ 

⎥ ⎥ ⎥ ⎦ 

, 

S K×N 

= 

⎡ 

⎢ ⎢ ⎢ ⎣ 

s 1 , 1 s 1 , 2 . . . s 1 ,N 

s 2 , 1 s 2 , 2 . . . s 2 ,N 

. . . 
. . . 

. . . 
. . . 

s K, 1 s K, 2 . . . s K,N 

⎤ 

⎥ ⎥ ⎥ ⎦ 

. 

Above, we indicate with K the number of mutational signa-
ures to be considered, where typically K < N . The matrix S is
he signature matrix for the K signatures and each row of the
atrix is a categorical distribution (summing up to 1) over the
 mutation categories, representing the pattern of mutations

or each signature. The matrix E is the exposure matrix and
epresents the activity of the K signatures for each sample in
erms of number of mutations; i.e. each cell of E is a positive
umber, with the minimum value being 0 [ 13 ]. 
Therefore, a simple framework for mutational signa-

ure analysis can be generalized as the decomposition of M
E · S . 

e no v o signature extraction by RESOLVE 

he de novo signature extraction problem can be solved by
MF [ 13 ] by minimizing goodness-of-fit metrics such as the
robenius reconstruction error (other metrics, such as the co-
ine similarity, are possible targets for the optimization prob-
lem), while constraining all elements to be non-negative. 

min 

E≥0 ,S ≥0 
‖ M − E · S ‖ 2 F . (1)

In RESOLVE , we extended such framework following the
ideas discussed by Lal and colleagues [ 17 ] by incorporating a
background signature during the inference and using LASSO
regularization [ 23 ] to reduce the impact of overfitting. 

To this end, we reframed the inference problem as M ≈ E 0 ·
S 0 + E · S , where E 0 is the exposure vector of the background
signature and S 0 is the background signature. This new prob-
lem can be solved by considering the following optimization
task: 

min 

E 0 ≥0 ,S 0 ≥0 ,E≥0 ,S ≥0 
‖ M − (E 0 · S 0 + E · S ) ‖ 2 F + λ0 · ‖ E 0 ‖ 1 

+ λ1 · ‖ E‖ 1 + λ2 · ‖ S ‖ 1 . (2)

For SBSs, S 0 can be derived from mutational signature SBS5
present in the COSMIC catalogue [ 8 , 17 ]. This signature has
been reported to be active in all cancer types and in normal
somatic tissues [ 24 , 25 ] and can be considered as a natural
background process [ 26 ]. Solving Equation ( 2 ) consists intu-
itively in approximating the matrix of the observed counts M ,
while fixing S 0 and keeping E 0 , E , and S sparse. In particular,
λ0 , λ1 , and λ2 are parameter vectors for the LASSO regular-
ization and represent the optimal degree of sparsification for
each regression problem. 

The de novo signature extraction problem (Equation 2 ) can
be solved by RESOLVE with the following steps: 

1. Input data : Build the count matrix M by counting the
number of mutations for each of the considered cate-
gory (e.g. SBSs) in each sample. In this step, we sug-
gest to consider when possible only high-quality whole-
genome sequencing data, with a given minimum num-
ber of mutations, e.g. 1000 [ 17 ]. The number of signa-
tures K (positive integer) is an other input for this learn-
ing task. We refer to the next paragraph for a discussion
on its estimation. 

2. Initialization : For a given number of signature K , set S 0
to the chosen background signature (see previous dis-
cussion) and randomly initialize S with a negative bi-
nomial distribution per signature (rows of the matrix).
Then, learn initial values of E 0 and E by fixing M , S 0 ,
and S and solving Equation ( 2 ). We notice that during
each learning step, E 0 , E , and S are constrained to be
non-negative and each row of S is normalized to sum
up to 1 as it represents a categorical distribution. 

3. Learning : Repeat a learning procedure until conver-
gence, where alternatively M , S 0 , and S are held fixed to
learn E 0 and E , and M , E 0 , E , and S 0 are subsequently
held fixed to learn S . Equation ( 2 ) is solved by estimat-
ing λ0 , λ1 , and λ2 at each iteration by standard cross-
validation, which is applied to each regression task. 

4. Outputs : As NMF-based estimators are known to be
greatly influenced by the initialization step [ 27 ], we per-
form a robust estimation of E 0 , E , and S by repeating
(e.g. 50–100 times) steps 2 and 3. The best among the

https://www.bioconductor.org/packages/release/bioc/html/RESOLVE.html
https://github.com/ramazzottilab/RESOLVE
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Optimal number of signatures for de no v o 

signature extraction 

The estimation of the optimal number K of signatures to be
considered as input for the de novo signature extraction opti-
mization problem is a complex task. Here, we adopt a strategy
to estimate K based on bi-cross-validation [ 17 , 28 , 29 ], imple-
mented as follows. We consider a range of (positive integer)
values as candidate number of signatures, e.g. K = [1, 2, ...,
15]. For each value, we randomly select a percentage of cells
from M (e.g. 1% [ 17 ]) and we replace these entries with 0 to
generate M 

′ . We then perform the inference by the RESOLVE
algorithm for de novo signature extraction on M 

′ as described
above, and we compute the cosine similarity for the cells that
were set to 0 by comparing for these entries the original values
in M with the ones predicted by RESOLVE after the inference.

We repeat this procedure multiple times (e.g. at least 50–
100 times [ 17 ]) and we select as the optimal value of K the one
leading to the minimum cross-validation mean squared error
estimate over the multiple runs. Intuitively, this aims to choose
the value of K that generates a model with good generalization
capabilities. 

Signature exposure estimation by RESOLVE 

In this case, the catalogue of signatures (i.e. S 0 and S ) is
provided as an input of the optimization task. Therefore,
when solving Equation ( 2 ), the only unknowns are E 0 , E ,
λ0 , and λ1 . We solve this optimization problem by directly
estimating such quantities by regularized regression with
the LASSO penalty with the same standard cross-validation
scheme adopted for the de novo signature extraction
procedure. 

Signature confidence estimation by RESOLVE 

RESOLVE implements a procedure based on bootstrap [ 30 ]
to perform confidence estimation of the activity of signatures
in the different samples. To this end, we treat the rows of M
for each sample as empirical categorical distributions over the
considered mutational categories from which we can sample,
with resampling, the same number of mutations observed in
M to obtain a set of bootstrapped datasets M 1 , ..., M B . We
recommend to perform a number of bootstrap resampling B
of at least 50–100 iterations. 

Given previously estimated S 0 and S , we then perform the
signature exposure estimation procedure by RESOLVE as de-
scribed before, for M 1 , ..., M B to obtain a distribution of B es-
timated values for E 0 and E . RESOLVE also implements addi-
tional quality checks on signature activity by setting (optional)
thresholds based on cosine similarity (i.e. consider only the top
signatures until reaching a given level of cosine similarity be-
tween observed and predicted counts, e.g. 0.95) and minimum
number of mutations (e.g. at least 5% of the mutations in a
given sample) for a certain signature to be considered in the
analysis. 

Given these B estimates of E 0 and E , RESOLVE can finally
compute P -values measuring the confidence of signature ac-
tivities for each sample by the Wilcoxon signed-rank test. En-
tries of E 0 and E with significant P -values (e.g. < .05) repre-
sent signatures that are active with high confidence in the data.
Moreover, a confidence estimate of the global activities of each
signature in the considered dataset can be computed as the
harmonic mean P -value [ 31 ] of the results by the Wilcoxon
signed-rank test. 
Cosine similarity as evaluation metric to estimate 

goodness of fit 

Cosine similarity was employed throughout this study as the 
primary evaluation metric to assess the goodness of fit be- 
tween observed mutational profiles and reconstructed profiles 
based on the different signature catalogues, including the one 
from RESOLVE . This metric quantifies the alignment between 

two non-negative vectors, where a value of 1 indicates per- 
fect alignment and a value of 0 indicates no similarity. For 
our analysis, cosine similarity was computed between the ob- 
served mutation count vector for each sample and the recon- 
structed vector derived from the weighted combination of mu- 
tational signatures assigned to that sample. A high cosine sim- 
ilarity reflects the ability of the signature set to accurately cap- 
ture the underlying mutational processes in a given sample. 

Clustering analysis based on mutational signatures 

by RESOLVE 

RESOLVE can perform clustering based on mutational signa- 
tures by considering the estimated E 0 and E . To do so, we first 
compute a samples × samples similarity matrix from the ex- 
posure matrices as the cosine similarity of E 0 and E . We then 

solve the clustering problem considering the computed simi- 
larity matrix by a clustering algorithm such as k -medoids [ 32 ].
The optimal number of clusters can be estimated using a stan- 
dard approach by considering different numbers of clusters 
and evaluating the results with metrics such as the silhouette 
score [ 33 ]. 

Survival analysis based on mutational signatures 

by RESOLVE 

We conducted regularized Cox regression with the LASSO 

penalty, using overall survival data as response variables and 

the normalized exposures inferred by RESOLVE as predictors.
Hierarchical clustering analysis, based on the risk scores de- 
termined by regularized Cox regression, was performed us- 
ing a hybrid adaptive tree cut to determine the number of 
clusters [ 34 ]. Standard Kaplan–Meier analysis was conducted 

and log-rank P -values were computed. The presence of statis- 
tically different frequencies of gene mutations in the different 
clusters was assessed using a proportions z -test. P -values were 
corrected for false discoveries, and a significance threshold of 
.05 was considered. 

Association of the mutational signatures by 

RESOLVE with genes mutations 

We employed an approach utilizing regularized regression 

techniques to verify the presence of associations between mu- 
tational signatures and specific mutations across various can- 
cer types and biological tissues. First, we treated mutation data 
as response variables, aiming to predict them with the normal- 
ized signature exposures. This approach allowed us to quan- 
tify the impact of each signature on the probability of ob- 
serving a specific mutation. Given the binary nature of the re- 
sponse variables (mutation present / absent), we exploited reg- 
ularized logistic regression for this analysis. Regularized logis- 
tic regression is a powerful technique for analyzing data with 

binary outcomes, incorporating penalty terms to handle mul- 
ticollinearity and prevent overfitting. We optimized the regu- 
larization parameters using cross-validation techniques to en- 
sure robustness. Given the logistic model, we can compute the 
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xpected probability of a mutation given the signature expo-
ures. This allows us to compute a fold change with respect
o the intercept, providing insight into how each signature im-
acts the likelihood of observing a mutation. Such fold change
epresents the multiplicative effect of a one-unit change in the
ignature exposure on the odds of observing a mutation, rel-
tive to the baseline (intercept). 

In the second approach, we considered the normalized ex-
osures generated by RESOLVE as the response variable, with
utations serving as predictors. Here, the objective was to
uantify how much a given mutation influenced the activity
f various mutational processes. This analysis utilized a gen-
ral regularized regression model with a Gaussian response.
he regularization parameters were optimized using cross-
alidation to ensure the reliability and stability of our results
cross different datasets and modeling assumptions. Also in
his case, we computed a fold change between the coefficients
ssociated with each mutation and the intercept to quantify
he extent of the associations. 

esults 

he RESOLVE framework 

he RESOLVE framework is designed for the analysis of mu-
ational signatures by incorporating LASSO regularization
o address critical challenges associated with overfitting [ 23 ]
Fig. 1 ). It provides various metrics for the estimation of
he optimal number of signatures such as bi-cross-validation
 28 ] and adopts bootstrap sampling [ 35 ] for a robust estima-
ion of mutational processes. Furthermore, RESOLVE extends
revious methods [ 13 , 17 , 36 ] by incorporating confidence
stimation based on bootstrap for mutational activities, en-
bling the computation of statistical P -values to assess signa-
ures’ presence. Additionally, it introduces clustering capabili-
ies to group patients based on mutational profiles and a novel
ssociation framework leveraging regularized regression tech-
iques to quantify bidirectional relationships between muta-
ional signatures and driver gene mutations. In the follow-
ng paragraphs, we describe the key novel features of the
ramework. 

fficient signature inference with LASSO regularization 

ESOLVE redefines the optimization framework to perform
he extraction of mutational signatures by employing LASSO
egularization [ 23 ] and bi-cross-validation [ 28 ]. This ap-
roach enhances efficiency and precision, yielding signatures
hat are not only clearer but also better differentiated. The
ethod avoids overfitting, striking a balance that is critical

or accurate representation and interpretation of mutational
rocesses. A key innovation in RESOLVE is the application
f regularization to both the mutational signature and expo-
ure matrices. This contrasts with the SparseSignatures
ramework [ 17 ], which applies regularization only to the sig-
ature matrix. This dual regularization improves robustness
nd interpretability, particularly in settings with complex or
parse mutation profiles. 

onfidence assessment via bootstrapping 
ESOLVE enables the assessment of confidence estimates mea-
uring whether the inferred signatures are significantly active
n cancer genomes. Leveraging bootstrap sampling [ 35 ], the
ramework iteratively performs the inference process, allow-
ing the computation of P -values that quantify the confidence
of the identified signatures. This unique capability enhances
the robustness of the results, effectively distinguishing genuine
mutational processes from potential noise. To the best of our
knowledge, no other method provides confidence estimates of
mutational signature activities. 

Patients’ stratification based on mutational processes 
RESOLVE allows one to perform robust clustering of the sam-
ples, leveraging the identified signatures to explore subsets
of patients characterized by similar mutational profiles. This
analysis reveals underlying patterns within the data, facilitat-
ing the stratification of cancer genomes into mutational sig-
nature clusters based on shared mutational processes. These
insights can offer a deeper understanding of distinct mecha-
nisms of tumorigenesis, potentially laying the groundwork for
personalized treatment strategies. 

Association of mutational processes to prognosis or gene mu-
tations 
RESOLVE enables the association of specific mutational signa-
tures with clinical data such as overall survival or genomic al-
terations. For survival data, it employs regularized Cox regres-
sion, while for genes mutations, two approaches are exploited:
predicting mutations based on signature exposures using regu-
larized logistic regression, or quantifying the influence of mu-
tations on mutational processes through general regularized
regression. In both cases, RESOLVE enables the computation
of fold changes, providing insights into how much mutational
signatures impact the likelihood of observing mutations and
the extent to which mutations influence mutational processes.
These analyses can offer valuable insights into the molecular
mechanisms underlying cancer development and progression.

Performance evaluation on synthetic data 

We conducted a comprehensive comparison of RESOLVE with
the most used state-of-the-art methods through extensive test-
ing on simulated data, encompassing a total of 16 distinct con-
figurations. Specifically, we generated synthetic datasets with
varying parameters, including 5 or 10 signatures, 100 or 300
samples, and 4 distinct generative models. During the dataset
generation process, we ensured the inclusion of COSMIC SBS
signatures SBS1 and SBS5 for all configurations. Addition-
ally, we incorporated the following four signature selection
strategies: (i) randomly selecting signatures from the remain-
ing set in COSMIC; (ii) randomly selecting signatures from
the dense subset within COSMIC; (iii) randomly selecting sig-
natures from the sparse subset within COSMIC; and (iv) ran-
domly generating signatures according to methods proposed
in previous studies [ 17 ]. Count matrices were then inflated
with uniform additive noise by introducing a number between
0 and 25 of random mutations [ 17 ]. For each configuration,
we conducted 50 independent simulations, resulting in a total
of 800 simulated datasets. Further details on the simulated
data generation can be found in the “Materials and meth-
ods” section and Supplementary Materials. 

The performance of RESOLVE was assessed in comparison
to various methods for de novo signature extraction, including
the standard NMF [ 27 ], nsNMF [ 37 ], SignatureAnalyzer
[ 36 ], SigProfiler [ 13 ], and SparseSignatures [ 17 ]
algorithms. Additionally, we evaluated RESOLVE ’s perfor-
mance in estimating signature exposure by comparing it with
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Figure 1. The RESOLVE framework, a comprehensive approach designed for the efficient extraction of mutational signatures from large-scale datasets. 
( A ) The input data consist of mutation counts categorized based on nucleotide substitution contexts. ( B ) Subsequently, de novo discovery of mutational 
signatures is performed using LASSO regularization and cross-validation, enabling the identification of novel mutation patterns. ( C ) These signatures can 
then be associated with known catalogues, facilitating biological interpretation. ( D ) To ensure robustness, confidence estimation is performed using a 
bootstrapping and refitting procedure, refining the reliability of the detected signatures. ( E ) Patients are clustered based on their mutational signature 
activity using k -medoids clustering, re v ealing distinct patient subgroups. ( F ) Patients can be further stratified into risk groups (e.g. low, intermediate, and 
high) via regularized Cox regression, enabling prognostic assessment. ( G ) Finally, a signature–driver association analysis is conducted using regularized 
regression, unco v ering potential links betw een mutational signatures and k e y driv er mutations. Together, these steps pro vide a str uct ured and 
statistically rigorous methodology to decipher the role of mutational signatures in cancer genomics. 
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deconstructSigs [ 38 ]. For all algorithms, default parame-
ters were utilized, and we employed multiple metrics for com-
parison (see Supplementary Materials for details). Detailed re-
sults are provided as Supplementary Figs S1- - S11 . 

In particular, we show in Fig. 2 results for each method
averaged over the 800 simulated datasets, created consider-
ing the four signature selection strategies described above.
We evaluated three tasks: (i) de novo signature extraction,
where both the exposure and signature matrices are esti-
mated; (ii) signature extraction given the true number of signa-
tures, with estimation of both the exposure and signature ma-
trices; and (iii) signature exposure estimation, where the true
signature matrix is provided as input, and the exposure ma-
trix is then estimated. The performance of each algorithm
was assessed in terms of the absolute error in the number of
signatures compared to the ground truth. This metric aims
to evaluate the quality of the different methods in estimat-
ing the optimal number of signatures. Subsequently, we ana-
lyzed the estimations of the exposure and signature matrices
considering cosine similarity [ 39 ] and Euclidean distance. In
Supplementary Figs S2- - S12 , we also provide a detailed visu-

alization of the results based on different metrics and selection 
criteria for the optimal number of signatures, averaged over 
the 800 simulated datasets. Additionally, we also report the re- 
sults of running RESOLVE disabling the LASSO regularization 

step, which show a significant performance drop. This clearly 
highlights the relevance of regularization in the signature ex- 
traction task. The improved performance of RESOLVE over 
the other baseline methods, including SparseSignatures 
[ 17 ] (Fig. 2 ), can be partly attributed to its joint regularization 

strategy, which better captures both mutational signatures and 

their sample-specific contributions. 
These results demonstrate that RESOLVE consistently out- 

performs the competing methods showing very high and sta- 
ble accuracy across all settings. 

Analysis of 20 0 0 0 whole-genome samples from 

adult and pediatric cancers 

We performed de novo extraction of SBS, DBS, ID, and CN 

signatures on pan-cancer datasets encompassing both adult 
and pediatric cancers. Specifically, for adult tumors, we uti- 
lized SBS and DBS signature counts obtained from high- 
quality whole-genome sequencing data provided by Genomics 

https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
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Figure 2. Ov ervie w of the results of simulations comparing RESOLVE with competing methods f or de no v o signature e xtraction ( NMF [ 27 ], nsNMF [ 37 ], 
SignatureAnalyzer [ 36 ], SigProfiler [ 13 ], and SparseSignatures [ 17 ]) and signature exposure estimation ( deconstructSigs [ 38 ]). In panel 
( A ), we present the results of simulations for the signature exposure estimation problem, comparing RESOLVE to deconstructSigs [ 38 ]. The comparison 
is made in terms of cosine similarity for the exposure with respect to the generative models. In panel ( B ), we showcase the performance for the de novo 
signature extraction problem when the number of signatures ( K ) is provided as input, reporting the cosine similarity for both the exposure and 
signature matrices with respect to the generative models. Finally, in panel ( C ), we illustrate the performance for the de novo signature extraction 
problem when the number of signatures ( K ) is not given as input. This is assessed in terms of absolute error in the estimation of the number of 
signatures and cosine similarity for the exposure and signature matrices concerning the generative models. As the NMF and nsNMF methods do not 
provide a unique criterion to estimate the number of signatures, we report here results obtained considering the commonly used cophenetic correlation 
coefficient [ 27 ] heuristic. 
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ngland [ 21 ], Hartwig [ 40 ], and ICGC [ 41 ]. This resulted
n a total of 18 640 samples with SBS counts spanning 21
istinct tissues and 13 962 samples with DBS counts across
0 different tissues. ID counts were derived from the ICGC
rojects providing whole-genome sequencing samples, yield-
ng a total of 4360 adult samples with ID counts repre-
enting 20 tissues. Lastly, CN counts for adult cancers were
erived from CN segments obtained from the TCGA stud-
es [ 11 ], including a total of 10 444 samples from 30 dis-
inct cancer types. The counts data and the signatures ex-
racted by RESOLVE are provided as Supplementary Tables S1 

nd S3 . 
For pediatric cancers, we analyzed data from 27 distinct

ancer types [ 22 ]. We processed a total of 783 samples with
BS counts, 570 samples with DBS counts, and 779 samples
ith ID counts. The counts data and the signatures extracted
y RESOLVE are provided as Supplementary Tables S2 and S3 .
For both adult and pediatric cancers, raw data were con-

erted into count matrices using the functions provided by the
ESOLVE R package. 
Since cancer from different tissues can present very het-

rogeneous exposures, we conducted the inference by con-
idering both individual tissue data and pan-cancer data in-
ependently for both adult and pediatric cancer datasets,
s previously suggested [ 8 , 21 ]. In all these configurations,
e applied the RESOLVE de novo extraction framework

nd estimated the optimal number of signatures by bi-cross-
alidation [ 28 ]. This analysis led to the identification of a
otal of 29 SBS, 12 DBS, 9 ID, and 17 CN signatures. We
ompared the signatures extracted by RESOLVE and most
f them resembled the known signature catalogues from
 21 ] (SBS and DBS reference signatures ) and COSMIC [ 8 ]
SBS, DBS, ID, and CN COSMIC signatures v3). The ex-
racted signatures, along with their cosine similarities to
known catalogues and assignments to both adult and pe-
diatric cancers, are provided in Supplementary Tables S3 

and S4 . 
As for DBS in pediatric cancers we only had 30 samples

with at least 10 mutations, mostly being due to either COS-
MIC DBS1 (associated with the exposure to ultraviolet light)
or DBS2 (associated with the exposure to tobacco smoking
and other endogenous and / or exogenous mutagens such as
cetaldehyde), we did not consider this configuration for fur-
ther analyses. 

To assess the impact of rare versus common mutational
processes on the acquisition of somatic mutations in can-
cer genomes, we compared in terms of cosine similarity pre-
dicted versus observed mutational counts for the signatures
by RESOLVE , and those in the reference and COSMIC cata-
logues. This was performed by comparing the observed muta-
tion count vector for each sample and the reconstructed vector
derived from the weighted combination of mutational signa-
tures assigned to that sample. 

For SBS, we obtained a total of 29 signatures by RESOLVE ,
and considered the 79 signatures by the COSMIC catalogue
and the 120 signatures by the reference catalogue (see Table
1 ). In adult cancers, this led to a mean cosine similarity of
the predicted counts of 0.98447, 0.99036, and 0.99241, in
the three sets of signatures, respectively, and percentages of
samples with cosine similarity > 0.95 in their predictions of
97.205%, 98.680%, and 99.383%, respectively. In pediatric
cancers, we observed mean cosine similarities of 0.93869,
0.94801, and 0.94986, and percentages of samples with co-
sine similarity > 0.95 of 66.284%, 72.797%, and 76.884%,
respectively . Notably , we identified 23 distinct mutational pro-
cesses in the COSMIC catalogue based on the annotations
from COSMIC v3.4, and several signatures with unknown
etiology. Of these mutational processes, 17 were also detected

https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
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Table 1. Ov ervie w of mutational signatures identified in the RESOLVE catalogue and their correspondence to COSMIC and reference catalogues, along 
with associated etiologies as reported in COSMIC 

RESOLVE COSMIC Reference Associated etiology 

S1 SBS1 / 0.92 SBS1 / 0.99 Spontaneous deamination of 5-methylcytosine 
S2 SBS2 / 0.98 SBS2 / 0.99 AID / APOBEC activity 
S3 SBS3 / 0.93 SBS3 / 0.82 HR deficiency 
S4 SBS4 / 0.98 SBS4 / 0.97 Tobacco exposure 
S5 SBS5 / 0.98 SBS5 / 0.93 Aging / tobacco smoking / NER deficiency 
S6 SBS7a / 0.99 SBS7a / 1.00 UV light exposure 
S7 SBS7b / 0.96 NA UV light exposure 
S8 SBS8 / 0.82 SBS8 / 0.92 HR + NER deficiency 
S9 SBS9 / 0.94 SBS9 / 0.86 Polymerase eta 
S10 SBS10a / 0.92 SBS10a / 1.00 POLE mutations 
S11 SBS10d / 0.98 SBS10d / 0.98 POLD1 mutations 
S12 SBS11 / 0.99 SBS11 / 0.98 Temozolomide chemotherapy 
S13 SBS13 / 0.99 SBS13 / 0.96 AID / APOBEC activity 
S14 SBS14 / 0.65 SBS14 / 0.98 MMR deficiency + POLE mutation 
S15 SBS15 / 0.92 SBS15 / 0.97 MMR deficiency 
S16 SBS17a+b / 0.94 SBS17 / 0.99 Damage by ROS / 5FU chemotherapy 
S17 SBS18 / 0.97 SBS18 / 0.92 Damage by ROS 
S18 SBS19 / 0.95 SBS19 / 0.95 Unknown 
S19 SBS20 / 0.90 SBS20 / 0.98 MMR deficiency + POLD1 mutation 
S20 SBS22a / b / 0.99 SBS22 / 0.99 Aristolochic acid exposure 
S21 SBS23 / 0.93 SBS23 / 0.94 Unknown 
S22 SBS26 / 0.94 SBS26 / 0.89 MMR deficiency 
S23 SBS28 / 0.96 SBS28 / 0.87 POLE exonuclease domain mutation 
S24 SBS31 / 0.96 SBS31 / 0.98 Platinum chemotherapy 
S25 SBS32 / 0.94 SBS32 / 0.91 Azathioprine exposure 
S26 SBS44 / 0.94 SBS44 / 0.97 MMR deficiency 
S27 SBS88 / 0.86 SBS88 / 0.92 Colibactin exposure 
S28 SBS92 / 0.87 SBS92 / 0.95 Tobacco exposure 
S29 NA SBS97 / 0.95 Unknown 
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by RESOLVE ( Supplementary Table S14 ), with the missing 6
processes being either very rare—typically identified in spe-
cific and uncommon cancer subtypes—or cell lines not in-
cluded in our datasets—or observed exclusively in samples
that were not available for our analysis. These results high-
light two main findings: (i) most SBS counts in samples can be
fully explained with the extracted mutational signatures, even
though we observe a slightly lower cosine similarity in pedi-
atric cancer, likely due to the lower average number of mu-
tations in these samples, reducing predictive power; and (ii)
many mutational signatures contribute minimally to SBS
counts, resulting in marginal improvement in the predicted
counts between the RESOLVE signatures and those in the ref-
erence and COSMIC catalogues ( Supplementary Figs S12 

and S13 ). 
For DBS, we extracted a total of 12 signatures by RESOLVE ,

11 signatures were derived from the COSMIC catalogue, and
39 from the reference catalogue. In adult cancers, this resulted
in mean cosine similarities of the predicted counts of 0.78880,
0.76850, and 0.85655, for the three sets of signatures, re-
spectively. The percentages of samples with cosine similar-
ity > 0.95 in their predictions were 26.594%, 19.761%, and
34.272%, respectively. In this case, although most of the ad-
ditional signatures present in the two signature catalogues did
not provide a significant improvement in the goodness of fit of
samples, we observe a much lower number of samples with co-
sine similarity > 0.95. While this might be associated, in part,
with the fact that DBS mutations are, on average, much less
frequent compared to SBS mutations leading to a poorer fit,
it might also be attributed to the possibility that DBS mu-
tations may only partially result from mutational processes
effectively mutating pairs of contiguous bases. In fact, some
mutations might occur by chance in adjacent bases when mu- 
tational processes are active in physically close regions of the 
cancer genome ( Supplementary Fig. S14 ). 

For ID, we have a total of 9 signatures by RESOLVE and 

18 by the COSMIC catalogue (ID signatures not available 
in the reference catalogue). In this case, in adult cancers we 
observe a mean cosine similarity of 0.8114 in the predic- 
tions by RESOLVE and 0.69346 in the ones considering the 
ID signatures by COSMIC. Moreover, 49.266% of samples 
had a prediction cosine similarity > 0.95 by RESOLVE and 

38.968% by COSMIC. Despite considering fewer signatures 
(9 versus 18), the signatures by RESOLVE exhibited higher 
predictive power in this scenario. Finally, in pediatric cancers,
we observe a mean cosine similarity of 0.80276 for the sig- 
natures by RESOLVE and 0.82998 for the ones from COS- 
MIC, with a percentage of samples with cosine similarity 
> 0.95 of 46.147% and 62.901%, respectively. Also in this 
case, we observe a lower average prediction for all settings,
possibly suggesting that not all ID mutations might be ex- 
plained by ID mutational processes ( Supplementary Figs S15 

and S16 ). 
Finally, for CN signatures, we extracted 17 signatures by 

RESOLVE and considered the 24 signatures provided by COS- 
MIC, resulting for adult cancers in mean cosine similarities 
of the predicted CN counts of 0.92783 and 0.94053, respec- 
tively. Moreover, RESOLVE could fully explain (cosine sim- 
ilarity > 0.95) 58.311% samples, while COSMIC signatures 
explained 66.057% samples ( Supplementary Fig. S17 ). 

All in all, these results suggest that only a relatively small set 
of mutational processes strongly contributes to the mutation 

patterns observed in cancer genomes, with the remaining pro- 
cesses being either rare (observed in a small set of patients) or 

https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
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ontributing only to a few mutations. We further investigate
hese findings in the next sections. 

obust estimation of signature activities and 

onfidence assessment 

n order to investigate the mutational processes that signifi-
antly contribute to the acquisition of somatic alterations in
uman cancers, we employed a bootstrap approach to as-
ess which signatures were generating at least 5% of the ob-
erved mutations in each sample (see the “Materials and meth-
ds” section). The results are presented in Fig. 3 and as
upplementary Figs S12 –S17 . Signature assignments by boot-
trap are provided as Supplementary Table S5 . 

Across all settings, the signatures generated by RESOLVE
emonstrated comparable fitting to the samples when com-
ared to those from published catalogues, despite RESOLVE
mploying a smaller set of signatures. Specifically, in the case
f SBS, the RESOLVE set was almost one order of magnitude
maller compared to the published SBS catalogues. Addition-
lly, even upon further reduction of signatures within the RE-
OLVE set contributing to the fit through bootstrap, there was
o significant decrease in the goodness of fit. This supports the
ypothesis that only a small subset of mutational processes
rimarily drive mutations in cancer genomes, while other sig-
atures either are private of specific patients or contribute to
 low number of mutations. 

Interestingly, while the goodness of fit is consistently high
or SBS across all catalogues, it notably appears lower for the
ther types of signatures for all catalogues, especially for DBS.
BS characterizes the concurrent modification of two consec-
tive nucleotide bases. The lower fitting of these types of mu-
ational events by signature catalogues might be attributed to
he lower number of mutations contributed by these processes,
esulting in poor sampling of the actual mutational processes.
owever, another possibility is that only a few mutational
rocesses mechanistically induce mutations in consecutive nu-
leotides within cancer genomes. Because of this, the observed
BS mutations to some extent could reflect stochasticity in
rocesses affecting single bases, which, by chance, mutate con-
ecutive positions in the genome of specific cancers. In both
ases, caution must be taken when evaluating the presence or
mpact of these types of mutational signatures in human can-
ers. 

Furthermore, it is interesting to observe that even within the
maller set of RESOLVE signatures, the goodness of fit quickly
eaches a plateau when including additional mutational pro-
esses into the inference, with additional signatures not sig-
ificantly improving the fit. For instance, for SBS in adult can-
ers ( Supplementary Fig. S12 ), 10 signatures are sufficient to
erfectly recapitulate mutations in over 80% of the samples.
hese signatures can be strongly associated with known mu-

ational processes such as aging, methylations, APOBEC ac-
ivity, exposure to UV light, etc. 

These findings suggest that, despite the existence of a vast
rray of mutational processes potentially capable of causing
utations in cancer, patients’ genomes are largely influenced
y only a small subset of these processes. However, this ob-
ervation might be biased by the enrichment of primary or
arly-stage samples in cancer datasets, including our cohorts.
ndeed, we cannot rule out the possibility that at later stages,
ith increased genomic instability, additional mutational pro-

esses may come into play and contribute to the occurrence of
utations. Furthermore, our data are mostly derived from pa-
tients treated in the United States or Europe, which may result
in potential underrepresentation of certain geographical ar-
eas. Therefore, mutational processes derived from exposure to
specific environmental conditions might not be properly rep-
resented. These limitations, along with the impact of specific
therapeutic approaches on mutational signatures, require fur-
ther research. 

Signature-based clustering of human cancers 

RESOLVE allows us to investigate the existence of clusters
of patients characterized by the same mutational processes.
The goal of this analysis is to stratify cancer samples based
on their signature exposure profiles, without including ge-
nomic or clinical covariates. This allows us to identify pa-
tient subgroups characterized by recurrent patterns of mu-
tational processes, independently of specific driver mutations
or outcomes. To this end, we performed k -medoids clustering
based on the extracted mutational signatures (see the “Ma-
terials and methods” section). The results are presented in
Supplementary Figs S18- - S27 . Clustering assignments are
provided as Supplementary Table S6 . 

For SBS, we identified 10 clusters (Fig. 4 and
Supplementary Figs S18 and S19 ). Over 60% of the pa-
tients fall into clusters 1, 2, or 3, primarily characterized
by three mutational processes: methylation (SBS1), likely
aging (SBS5), and defective homologous recombination-
based DNA damage repair (SBS3) [ 8 ]. The remaining
clusters predominantly exhibit a single mutational signa-
ture attributed to either exogenous factors, such as tobacco
smoking or UV light exposure, or endogenous factors like
AID / APOBEC activity or defective DNA mismatch repair.
In pediatric cancers, the landscape is simpler, with only
two clusters, where methylation-induced mutations prevail
( Supplementary Fig. S20 ). 

In adult tumors, we identified 10 DBS clusters
( Supplementary Figs S21 and S22 ). DBS2 (CC > AA),
likely attributed to tobacco smoking exposure along with
other endogenous and / or exogenous mutagens, emerges
as the predominant signature, characterizing cluster 4
(1795 samples), cluster 1 (alongside DBS5, associated with
chemotherapy treatment using platinum drugs), and cluster
2 (alongside DBS4, with an unknown etiology) [ 8 ]. Once
again, most clusters are dominated by a single mutational
signature. 

When considering ID ( Supplementary Figs S23 –S25 ), we
observe six clusters in adult cancers and four in pediatric
cancers. In both scenarios, ID1 and ID2 emerge as the most
prevalent signatures across the clusters, previously linked
to slippage during DNA replication [ 8 ]. Among the signa-
tures represented in adult cancers, we also note ID5 (of un-
known etiology), ID6 (associated with defective homologous
recombination-based DNA damage repair), ID8 (related to
the repair of DNA double-strand breaks and TOP2A muta-
tion), and ID9 (also of unknown etiology). 

Finally, the analysis of CN signatures in adult cancers re-
vealed nine clusters ( Supplementary Figs S26 – S27 ). The larger
clusters, clusters 1 and 2, are associated with CN1 and CN2,
representing diploidy and tetraploidy genomes, respectively
[ 11 ]. Other observed signatures are CN7 (linked to chromoth-
ripsis), as well as CN9 and CN12 (both associated with loss
of heterozygosity). Representing a rarer signature but strongly
impacting cluster 9 is CN17, associated with homologous re-
combination deficiency [ 11 ]. 

https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
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A B C

D E F

G

Figure 3. We show the goodness of fit in terms of cosine similarit y bet w een observ ed and predicted counts, comparing the results from RESOLVE (with 
and without robust estimation by bootstrap) with those from the COSMIC and the reference signature catalogues. ( A ) The results for SBS signatures in 
adult cancers. ( B ) The results for SBS signatures in pediatric cancers. ( C ) The results for DBS signatures in adult cancers. ( D ) The results for ID 

signatures in adult cancers. ( E ) The results for ID signatures in pediatric cancers. ( F ) The results for CN signatures in adult cancers. Finally, in panel ( G ), 
w e sho w the incremental goodness of fit of SBS giv en the signatures e xtracted b y RESOLVE . 
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Figure 4. The RESOLVE signature-based clustering analysis revealed that the majority of adult cancer patients ( > 60% from clusters 1, 2, or 3) are 
primarily characterized by three mutational processes: methylation (SBS1), likely aging (SBS5), and defective homologous recombination-based DNA 

damage repair (SBS3). This indicates that a limited number of mutational processes significantly contribute to tumorigenesis. The remaining clusters 
predominantly exhibit a single mutational signature attributed to either e x ogenous f actors, such as tobacco smoking or UV light exposure, or endogenous 
f actors lik e AID / APOBEC activity or defectiv e DNA mismatch repair. Created in BioR ender. Mologni, L. (2025) https://BioR ender.com/7obl4lq . 
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In conclusion, our clustering analysis unveils a complex
andscape portraying various mutational processes of diverse
rigins, encompassing both endogenous and exogenous fac-
ors. These processes potentially induce mutational events
cross varying scales within cancers. However, it is notewor-
hy that the mutational processes accounting for a significant
umber of mutations constitute only a small fraction of the
ignatures documented in published catalogues. This indicates
he predominance of a small number of mutational processes
otentially driving tumorigenesis in most patients. These clus-
ers summarize shared patterns of mutational processes across
ancer types and may serve as a framework for future investi-
ations into their clinical or molecular relevance. 

ssociation of mutational signatures with 

rognosis 

ESOLVE enables the identification of significant associa-
ions between mutational signatures and prognosis, offering
nsights not previously reported due to the comprehensive
ature of the framework and to the scale of the analyzed
datasets. To this end, we considered a set of 2231 samples
from 15 distinct tissues with complete survival information
and a goodness-of-signatures fit > 0.95 cosine similarity. Given
the reduced set of samples with complete data with respect to
the full cohort, we focused on SBS. We performed survival as-
sociation between normalized exposures and overall survival
data, first at the pan-cancer level, and then considering cancer
types / tissues with at least 100 samples. 

The association between SBS and overall survival was per-
formed with regularized Cox regression. Samples were clus-
tered based on the risk predicted by the inferred regular-
ized Cox models and the predicted risk groups were con-
firmed to show significant differences in prognosis via stan-
dard Kaplan–Meier analysis ( P -value < .05). Then, we per-
formed enrichment analysis to verify the presence of genes mu-
tated at significantly different frequencies in the determined
clusters (see the “Materials and methods” section). Novel
findings include the identification of distinct clusters char-
acterized by unique prognostic outcomes linked to specific
mutational signatures, such as SBS9 correlating with better

https://BioRender.com/7obl4lq
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prognosis in hematopoietic cancers and SBS3 correlating with
poorer outcomes in multiple cancers, including esophageal
and pancreatic cancers. Full results are presented in Fig. 5 and
Supplementary Figs S28- - S39 . Enrichment analyses are pro-
vided in Supplementary Table S7 . 

At the pan-cancer level, we inferred four clusters of sam-
ples showing different prognoses ( Supplementary Fig. S28 ).
Cluster 1 is enriched with hematopoietic and lymphoid can-
cers. Cluster 2 is composed mostly of hematopoietic and
lymphoid cancers, liver cancers, prostate, and skin cancers.
Clusters 3 and 4 are composed mostly of esophageal and
pancreatic cancers ( Supplementary Fig. S29 ). SBS9 (asso-
ciated with mutations induced during replication by poly-
merase eta as part of somatic hypermutation in lymphoid
cells [ 8 ]) is the predominant signature associated with lower
risk and is enriched in cluster 1, while SBS5 (clock-like sig-
nature), also associated with lower risk, is highly present
in clusters 1 and 2. The most frequent signatures associ-
ated with worse prognosis were SBS1 (spontaneous deami-
nation of 5-methylcytosine [ 8 ]), SBS3 (defective homologous
recombination-based DNA damage repair [ 8 ]), and SBS17
(unknown etiology) ( Supplementary Fig. S30 ). Notably, clock-
like signatures have been associated with variable risk in dif-
ferent cancers [ 42 , 43 ] possibly due to an ambiguous resolu-
tion of the real aging processes, e.g. disentangling SBS1 (clock-
like CpG methylation) from an SBS5 background. The abil-
ity to better disambiguate individual mutational signatures
in patients allows RESOLVE to strongly assign SBS5 to bet-
ter prognosis at the pan-cancer level, which is in line with its
suggested baseline mutational rate, compared with stronger
environmental processes. Interestingly, our analysis attributed
SBS1 to a set of patients showing high risk. 

In terms of differential genes, cluster 1 showed higher fre-
quencies of BCL2, CREBBP, and EZH2. The other clusters
(clusters 2–4) showed higher frequencies of long genes, which
might be due to an overall higher mutation burden of can-
cers belonging to these clusters, associated with stronger mu-
tagenic processes. Finally, clusters 3 and 4, with worse prog-
nosis, showed higher frequencies of mutations in KRAS and
TP53 ( Supplementary Table S7 ). TP53 pathway genes muta-
tions have been previously associated with SBS1 and high risk,
in line with our observations [ 44 ]. 

Esophageal cancers with better prognosis present a higher
incidence of SBS5 and SBS18 (possibly caused by damage
from reactive oxygen species [ 8 ]) ( Supplementary Figs S31
and S32 ) and mutations in ATM and NTRK3. SBS9 was con-
firmed to be associated with better prognosis in hematopoietic
and lymphoid cancers, while SBS3 was associated with worse
overall survival ( Supplementary Figs S33 and S34 ). 

In pancreatic cancers, SBS5 is found to be strongly asso-
ciated with lower risk ( Supplementary Figs S35 and S36 ),
while patients in the higher-risk group show significantly
higher frequencies of mutations in KRAS, SMAD4, and TP53
( Supplementary Table S7 ). In prostate cancers, SBS3 is the
signature associated with worse prognosis ( Supplementary 
Figs S37 and S38 ), with mutations in FAT4 and LRP1B show-
ing much higher frequencies in these patients ( Supplementary 
Table S7 ). 

Furthermore, although skin cancers, especially melanomas,
are dominated by the UV light signature (SBS7a and SBS7b
[ 8 ]), the tumors showing higher risk present an enrich-
ment of SBS7b, which is usually rarer compared to SBS7a
( Supplementary Figs S39 and S40 ). In these cancers with
worse prognosis, we find significantly higher frequencies of 
mutations in CBLB, CHD2, CREBBP, CSF3R, ESRP1, JAK3,
PDGFRB, and STIL ( Supplementary Table S7 ). 

Finally, we validated some of the gene mutations associ- 
ated with specific risk groups using the cBioPortal platform 

[ 45 , 46 ], verifying that the overall survival of patients carrying 
the identified mutations consistently correlated with progno- 
sis. These results are shown in Supplementary Fig. S41 . 

Association of mutational signatures with the 

acquisition of mutations in driver genes 

RESOLVE ’s robust statistical framework can provide novel in- 
sights into the relationships between mutational signatures 
and driver mutations. Unlike previous methods, RESOLVE can 

quantify both how mutational signatures influence the like- 
lihood of specific driver mutations and how mutations im- 
pact mutational processes, providing fold-change estimates to 

highlight the strength of these associations. 
For this purpose, we examined a dataset comprising 3842 

samples from 18 different tissues, each with complete data and 

a goodness-of-signatures fit exceeding 0.95 cosine similarity.
Due to the reduced sample size with complete data in compar- 
ison to the full dataset, also in this case we focused our analysis 
on SBS. We conducted association analyses between normal- 
ized exposures and mutations, initially at the pan-cancer level,
and subsequently for the cancer types / tissues with at least 100 

samples. These included breast cancer, central nervous sys- 
tem cancers, esophageal cancer, hematopoietic and lymphoid 

cancers, liver cancer , pancreatic cancer , prostate cancer , and 

skin cancer. The association analysis employed regularized re- 
gression as follows (see the “Materials and methods” section).
First, we treated the mutation data as response variables, to be 
predicted by the normalized signature exposures. This allowed 

us to quantify the impact of each signature on the probability 
of observing a mutation, utilizing regularized logistic regres- 
sion, given the binary nature of the response variables (muta- 
tion present / absent). In the second approach, we considered 

the normalized exposures by RESOLVE as the response vari- 
ables, with mutations acting as predictors. Here, the aim was 
to quantify how much a given mutation increases the activ- 
ity of the different mutational processes. This analysis utilized 

a general regularized regression with Gaussian response. We 
repeated the analysis for both synonymous and nonsynony- 
mous mutations. An overview of the results is shown in Fig. 6 .
Full results are provided as Supplementary Tables S8- - S11 and 

Supplementary Figs S42 –S57 . 
At the pan-cancer level, we observe strong associations 

of SBS7a (UV light [ 8 ]) and SBS17 (unknown etiology [ 8 ]) 
with most of the considered genes, but excluding prominent 
oncogenes like KRAS and PIK3CA. These associations reflect 
the increased mutational burden associated with these muta- 
tional processes. Interestingly, KRAS mutations were associ- 
ated with SBS1 (linked to methylation [ 8 ]) and SBS3 (defective 
homologous recombination-based DNA damage repair [ 8 ]),
while PIK3CA mutations were associated with SBS1 and SBS5 

(clock-like process [ 8 ]). This might be due to subtype-specific 
mechanisms. 

Considering the two most mutated genes in breast cancer,
namely TP53 and PIK3CA, we observe an association of TP53 

mutations with SBS3 and SBS13 (AID / APOBEC activity [ 8 ]),
and PIK3CA mutations with SBS5 and SBS2 (AID / APOBEC 

activity [ 8 ]). The associations, respectively, of TP53 with SBS3 

https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
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Figure 5. The RESOLVE framework enables the association of mutational processes with prognosis. We considered a set of 2231 samples from 15 
distinct tissues with complete survival information and a goodness-of-signatures fit > 0.95 cosine similarity. We show risk groups stratified by overall 
survival probabilities (e.g. low, intermediate, and high) in several cancer types: ( A ) esophagus, ( B ) pancreas, ( C ) prostate, and ( D ) skin. Survival curves 
highlight the impact of active mutational signatures and associated driver mutations on patient prognosis. Statistical significance is indicated, with 
P -values denoting differences between groups. Key mutational signatures (e.g. SBS5, SBS18, and SBS3) and their corresponding driver mutations (e.g. 
ATM, SMAD4, and TP53) are linked to distinct risk categories, illustrating their potential role in tumor progression and patient outcomes. Created in 
BioRender. Mologni, L. (2025) https:// BioRender.com/ ax6zh8s . 
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nd PIK3CA with SBS5 are somewhat expected, given that
reast tumors exhibiting SBS3 are typically of the triple-
egative subtype, which often harbor TP53 mutations, and
IK3CA mutations are enriched in ER-positive breast tumors
here SBS5 prevalence is higher . However , the intriguing as-
ect is the association of APOBEC mutations, attributed to
ither SBS2 or SBS13, with either TP53 or PIK3CA muta-
tions. Thus, TP53 and PIK3CA might not follow the canonical
breast cancer signatures for a subset of patients. The higher in-
cidence of PIK3CA mutations associated with SBS2 may sug-
gest a causal relationship: the predominant activating PIK3CA
mutation in our dataset is a T[C > T]A, constituting 28.8% of
the reported mutations, which aligns with the mutation profile
of SBS2. This novel finding, if validated in additional cohorts,

https://BioRender.com/ax6zh8s
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Figure 6. We show the relationships between active mutational signatures and key driver mutations in various cancer types, including liver, breast, 
central nervous system, esophageal, hematopoietic and lymphoid, pancreatic, prostate, and skin cancers. Specific mutational signatures (e.g. SBS1, 
SBS2, SBS5, and SBS7a) are linked to driver mutations (e.g. PIK3CA, TP53, KRA S , and BRAF), with arrows indicating the direction of association. Some 
mutations are associated with increased mutational burden, while others ha v e uncertain effects. This visualization highlights potential mechanistic links 
bet ween mut ational processes and oncogenic driv ers in different tissues. Created in BioR ender. Mologni, L. (2025) https://BioR ender.com/9o4u4ot . 
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has important implications, as it implies a potential direct as-
sociation between one of the main driver genes and a spe-
cific mutational process active in breast cancers. Other notable
associations include AKAP9 mutations with SBS2 and SBS3,
KMT2C mutations with SBS13, consistent with the observed
association of KMT2C deficiency with increased APOBEC ex-
pression and promotion of its associated mutational process
[ 47 ], and MUC16 mutations with SBS2. 

In central nervous system tumors, we observe an asso-
ciation of mutations in CREBBP, CTNNB1, DDX3X, and
SMARCA4 with SBS1, while SBS5 is linked to tumors ex-
hibiting a generally higher mutational burden and increased
mutation rates in long genes such as MUC16 and MUC4,
in both nonsynonymous and synonymous mutations. Also, in
esophageal cancers, we observe an increase in mutations of
long genes such as CSMD1, CSMD3, GLI3, LRP1B, MUC16,
and SPTA1 associated with SBS17 (unknown etiology). SBS17
is generally associated with a high mutational burden, which
explains the enrichments of long genes. Additionally, we also
observe a significant increase in mutations in PEG3, both syn-
onymous and nonsynonymous. TP53 mutations are also as-
sociated with SBS17. 

In hematopoietic and lymphoid tumors, we observed as-
sociations between long genes such as CSMD3, LRP1B, and
MUC16 with signatures SBS5, SBS9 (mutations induced dur-
ing replication by polymerase eta [ 8 ]), or SBS17, potentially
indicating a higher mutational burden associated with these
signatures. Additionally, we noted significant association of
mutations in EZH2 and MYC with tumors dominated by 
SBS1 signature, and BCL2 and EZH2 with tumors bearing 
SBS9. However, these oncogenes had mutations inconsistent 
with the related tumor signature. In other words, these muta- 
tions are not highly likely to have originated from these sig- 
natures. This lack of association suggests either that the mu- 
tations precede the signatures during cancer evolution or that 
these oncogenes have somehow been protected during evo- 
lution from the most probable mutagenic factors blood cells 
might be exposed to in the blood. 

The most frequent mutations in liver cancers, namely TP53 

and CTNNB1, are, respectively, associated with SBS8 (un- 
known etiology), SBS5, and SBS26 (defective DNA mismatch 

repair [ 8 ]), as already documented in colorectal cancer, where 
mutated CTNNB1 may be due to mutational events favored 

by defective DNA mismatch [ 48 ]. 
In pancreatic cancers, we observe an association of long 

genes (APOB, MUC4) with SBS3, indicating a high mutational 
burden. SBS1, on the other hand, is associated with mutations 
in ARID1A, KRAS, and TP53. Interestingly, here again, the 
strongest driver, i.e. the oncogene KRAS, does not show con- 
sistent mutations with SBS1, with 38.5% of mutations being 
of type A[C > T]C, 28.7% A[C > A]C, and 16.4% C[C > G]A.
In prostate cancer, mutations in SPOP are associated with 

SBS5, while mutations in CSMD3 are associated with 

SBS3. 
Finally, in skin cancers, the UV light signature (SBS7a),

as expected, is associated with mutations in long genes such 

https://BioRender.com/9o4u4ot
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Table 2. Significant associations between mutational signatures and main driver mutations identified by RESOLVE 

Driver gene Signature Cancer type 
Reported 
associations 

ARID1A S1 / SBS1 Pancreatic Novel 
BCL2 S9 / SBS9 Hematopoietic and lymphoid Novel 
BRAF S6 / SBS7a Skin [ 50 , 51 ] 
CREBBP S1 / SBS1 Central nervous system Novel 
CSMD3 S3 / SBS3 Prostate Novel 
CTNNB1 S1 / SBS1 Central nervous system Novel 
CTNNB1 S5 / SBS5 Liver Novel 
CTNNB1 S22 / SBS26 Liver Novel 
DDX3X S1 / SBS1 Central nervous system Novel 
EZH2 S1 / SBS1 Hematopoietic and lymphoid Novel 
EZH2 S9 / SBS9 Hematopoietic and lymphoid Novel 
KRAS S1 / SBS1 Pancreatic Novel 
KRAS S3 / SBS3 Pan-cancer Novel 
MYC S1 / SBS1 Hematopoietic and lymphoid Novel 
PIK3CA S1 / SBS1 Pan-cancer Novel 
PIK3CA S2 / SBS2 Breast [ 50 , 51 ] 
PIK3CA S5 / SBS5 Breast Novel 
SMARCA4 S1 / SBS1 Central nervous system Novel 
SPOP S5 / SBS5 Prostate Novel 
TP53 S1 / SBS1 Pancreatic Novel 
TP53 S3 / SBS3 Breast [ 52 ] 
TP53 S8 / SBS8 Liver Novel 
TP53 S13 / SBS13 Breast Novel 

Associations previously discussed in the literature are reported. 
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s APOB, FAT3, LRP1B, MUC16, and SPTA1, indicating
hat it is generating a lot of mutations. SBS7a is also as-
ociated with tumors carrying BRAF mutations, but like
e reported for other oncogenes, the observed BRAF mu-

ations in skin cancers are mostly G[T > A]G (50%), which
s inconsistent with the distribution of mutations attributed
o SBS7a. This once again suggests that either BRAF mu-
ations occur early in the cancer evolution, possibly be-
ore SBS7a, or, alternatively, BRAF has acquired protection
rom C > T mutations due to high exposure to UV light in
he skin, during species evolution. This observation is con-
istent with previous reports suggesting that driver muta-
ions may be subject to selective pressures that deviate from
he dominant mutational processes in a given tumor type
 49 ]. 

Our analysis revealed a trend across various cancer types.
trong oncogenes associated with specific tissues display acti-
ating mutations that contradict the alterations expected from
he most significant mutational signature in those tissues. This
ight suggest that either the oncogenes precede the signa-

ure in the evolution of the specific cancer or human evolu-
ion has shielded cells in specific tissues from the more potent
xogenous or endogenous mutational processes, or possibly
oth. Finally, we repeated the analysis considering COSMIC
ignatures to assess whether using this catalogue led to addi-
ional associations. However, this analysis yielded similar re-
ults, confirming RESOLVE signatures as the ones significantly
ssociated with driver acquisition ( Supplementary Tables S12 

nd S13 ). 
We finally assessed which of the observed associations were

reviously reported. To this end, we cross-referenced our find-
ngs with three recent major studies on driver–signature inter-
ctions [ 50–52 ]. A summary of the main significant associa-
ions identified by RESOLVE , along with their novelty status,
s provided in Table 2 . 
 

Discussion 

This study presents RESOLVE , a robust computational frame-
work for analyzing mutational signatures in cancer genomes.
RESOLVE introduces multiple advancements over previous
methods, including statistical confidence estimation, robust
clustering, and a novel framework for association analysis.
These features fill critical gaps in current methodologies and
significantly enhance the biological and clinical utility of mu-
tational signature analysis. 

Our findings demonstrate that RESOLVE can accurately fit
mutational profiles with a significantly reduced number of sig-
natures compared to existing catalogues. This efficiency un-
derscores the notion that a few key mutational processes pri-
marily drives cancer development. This does not indicate that
rare signatures do not exist, but they likely represent a non-
significant contribution to cancer etiology in most patients.
Therefore, RESOLVE prioritizes statistically significant signa-
tures affecting a broad range of patients, which aligns with the
goal of identifying robust mutational drivers. In other words,
we may be able to describe the ongoing processes with simpler
models, without losing accuracy. Nevertheless, rare signatures
might be relevant for understanding certain rare DNA repair
deficiencies or small patient subgroups. Future developments
could aim to integrate complementary approaches to address
this specific scenario. 

Despite the high goodness of fit for SBS signatures, the
lower fit observed for DBS and other signatures highlights
the complexity of these mutational events. This discrepancy
could be due to the lower frequency of mutations from these
processes or inherent stochasticity in their occurrence. 

Our clustering analysis reveals distinct groups of patients
characterized by specific mutational processes. In SBS, three
clusters dominate, driven by methylation (SBS1), aging (SBS5),
and defective homologous recombination (SBS3). These find-
ings suggest that a limited number of processes significantly

https://academic.oup.com/nar/article-lookup/doi/10.1093/nar/gkaf648#supplementary-data
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contribute to tumorigenesis, aligning with the hypothesis that
only a small subset of mutational signatures are critical in
most cancers. The identified clusters provide a framework for
exploring relationships between mutational profiles and can-
cer subtypes, offering opportunities for targeted therapeutic
interventions and further mechanistic studies. Future studies
could, for example, utilize this resource to investigate tissue-
specific mutational mechanisms or explore therapeutic vulner-
abilities in cluster-defined patient subgroups. 

Importantly, we discovered significant associations between
specific mutational signatures and patient prognosis. For in-
stance, SBS9 is associated with better outcomes in hematopoi-
etic and lymphoid cancers, while SBS3 correlates with poorer
prognosis. These associations provide valuable prognostic
markers that could guide treatment strategies. 

Furthermore, our analysis links mutational signatures to
driver gene mutations, shedding light on subtype-specific
mechanisms and the evolutionary timeline of mutations in
cancer. Some strong observed associations, such as the one be-
tween SBS2 and PIK3CA mutations in breast cancer, suggest
potential causal relationships and underline the importance
of understanding the interplay between mutational processes
and oncogenic drivers. Interestingly, we found a previously
unrecognized anomaly in the mutational processes involving
strong driver oncogenes, such as KRAS, BRAF, and MYC, in
some tissues: our results suggest that some key driver genes
do not seem to adhere to the general signature observed in
the same tumor. Although this requires further investigations,
it may suggest that strong oncogenes follow a private evolu-
tion with respect to the global mutational landscape, either
because they are hit at a pre-cancerous stage or because their
sequence evolved to protect them from common mutational
mechanisms. 

Our findings have several implications. The ability of RE-
SOLVE to reduce the number of required signatures without
compromising fit accuracy offers an interpretable approach
to mutational signature analysis. This could enhance the pre-
cision of cancer diagnostics and the development of targeted
therapies. 

Future research should explore the dynamics of mutational
processes in advanced cancer stages and under therapeutic
pressures. Understanding how these processes evolve and in-
teract could provide deeper insights into cancer biology and
inform more effective treatment strategies. 

In conclusion, RESOLVE represents a significant advance-
ment in mutational signature analysis, offering robust and ef-
ficient estimation of signature activities with profound impli-
cations for cancer research and personalized medicine. Our
work highlights the dominant role of a few key mutational
processes in cancer development and their potential as prog-
nostic markers and therapeutic targets. 
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