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Utilizing nullomers in cell-free RNA for early cancer detection
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Early detection of cancer can significantly improve patient outcomes; however, sensitive and highly specific biomarkers for cancer
detection are currently missing. Nullomers are the shortest sequences that are absent from the human genome but can emerge
due to somatic mutations in cancer. We examine over 10,000 whole exome sequencing matched tumor-normal samples to
characterize nullomer emergence across exonic regions of the genome. We also identify nullomer emerging mutational hotspots
within tumor genes. Finally, we provide evidence for the identification of nullomers in cell-free RNA from peripheral blood samples,
enabling detection of multiple tumor types. We show multiple tumor classification models with an AUC greater than 0.9, including a
hepatocellular carcinoma classifier with an AUC greater than 0.99.
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INTRODUCTION
Cancer is characterized by the accumulation of somatic mutations
and uncontrolled clonal proliferation of malignant cells [1].
Though there have been important advances in cancer therapeu-
tics, cancer remains the second leading cause of death worldwide
[2]. The vast majority of malignant tumors are detected at a late
stage, where the likelihood of survival declines steeply [3]. Early
cancer detection is associated with improved clinical outcomes
[4]. Therefore, there is a need for novel biomarkers to facilitate
early cancer detection as well as surveillance at the
population level.
Cancer biomarker development has involved proteomic,

transcriptomic and metabolomic profiling, DNA methylation,
circulating tumor cells, and cell-free DNA (cfDNA) [5–9]. However,
these methods have been shown to have suboptimal sensitivity
and specificity. There is sufficient evidence that cancer cells
release cfRNA, which can be detected in the blood [10]. cfRNA
represents a highly dynamic biomarker, since it can indicate
expression changes in real time. Importantly, highly expressed
tumor-associated genes can be over-represented in cfRNA
samples relative to their lower frequency in cfDNA. cfRNA can
also provide information about the tissue of origin as there are
tissue-specific and cancer-specific transcriptomic differences [10].
Consequently, cfRNA can provide information that is complemen-
tary to that derived from cfDNA and could prove particularly
useful for tumors with lower mutational load.
Kmers, which are contiguous sequences of length k composed

of nucleotides in genomics or amino acids in proteomics.
Nullomers are the shortest sequences that are absent from the
human genome [11, 12]. By extension, nullpeptides are peptides

that are absent from the human proteome. We also recently
examined the shortest sequences unique to a species, termed
quasi-primes [13, 14]. We and others have previously genomically
characterized nullomers and provided evidence for negative
selection constraints and for emergence due to germline variants
[15, 16]. In cancer cells, a set of nullpeptides have been shown to
elicit cytotoxic activity, impact the tumor immune microenviron-
ment and affect the tumor transcriptome [17]. For example,
nulpeptides 9 R and 9S1R demonstrate extensive effectiveness
against various cancer types, indicating their potential as
promising therapeutic agents in cancer treatment [17, 18].
Nullpeptides can also emerge due to somatic mutations in cancer
[19]. Recently, we have also investigated the relevance of
nullomers in cancer; by analyzing more than 2,700 Whole Genome
Sequenced primary tumors we provided evidence for the
emergence of nullomers during cancer development while also
showing the effectiveness of nullomers as early cancer detection
biomarkers using cfDNA [20]. Even though exonic regions are
enriched for mutations that cause nullomer emergence, it is still
unclear whether nullomers in cfRNA can be used for the early
detection of cancer or carry prognostic and/or predictive
relevance.
Along these lines, we were interested to examine nullomers’

utility as novel cfRNA biomarkers for early cancer detection. Here,
we perform an extensive analysis of nullomer emergence across
more than 10,000 Whole Exome Sequencing (WES) matched
tumor-normal samples [21]. We evaluate the distribution of
nullomer emergence events across tumor types and patients
and identify recurrent nullomer emergence events within cancer
genes. Finally, we use cfRNA data obtained from liquid biopsy
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samples to detect cancer using nullomers. Our findings provide
evidence for the utility of nullomers as cancer diagnostic
biomarkers in cfRNA.

RESULTS
Mutation type preferences during nullomer emergence
in cancer
Even though nullomer sequences are absent from the human
genome, somatic mutations can cause the emergence of
nullomers during cancer development. We first identified nullo-
mers across kmer lengths of up to 16 base-pairs (bp) long for the
reference human genome as previously described in [20]. We
analyzed mutation data from over 10,000 WES matched tumor-
normal pairs across 32 cancer types to detect emergence of
nullomers due to somatic mutations. Germline mutations were
removed using the tumor-normal pairs and, thus, did not affect
the analysis. The total number of different sixteen bp nullomers
that emerged across all somatic mutations in this cohort was
29,774,302, representing 0.69% of the 16 bp kmer space. More-
over, we found that the proportion of somatic mutations that
cause nullomer emergence increased from 0.178% at 12 bp kmer
length, to 79.76% at 16 bp kmer length (Fig. 1A). This finding
indicates that the majority of exonic somatic mutations cause the
emergence of one or more nullomers at longer kmer lengths.
We also report a strong correlation between the number of

mutations and the number of emerged nullomers across patients
with cancer (Pearson correlation, r > 0.98, p-value < 0.0001 across
kmer lengths; Fig. 1B, Supplementary Fig. 1). In addition, the
average number of nullomers that emerge by each individual
mutation increased with the nullomer length (Supplementary Fig.
2). We also examined how different mutation types affect the
likelihood of a nullomer emergence. There were significant
differences in which of the substitution mutations across the 96
possible trinucleotide changes gave rise to nullomers and which
did not (Fig. 1C). For example, we observed that nullomer
emerging mutations show a smaller proportion being TCT > TAT
and a larger proportion being GCG > GTG than non-nullomer
emerging mutations (Fig. 1C). We also explored indels and doublet
base substitutions for nullomer emergence. We found that
mononucleotide repeat tract deletions almost never cause
nullomer emergence; rather, nullomer emergence occurred
primarily at 0 bp or 1 bp homopolymer length insertions
(Fig. 1D, Supplementary Fig. 3). These findings indicate that the
mutation type significantly influences the likelihood of nullomer
emergence.

Identification of nullomer emergence across 10,000 WES
tumor samples
We investigated how kmer length affected the proportion of
mutations which cause the emergence of nullomers across
individual cancer types. The proportion of mutations which
caused nullomer emergence was extremely small at twelve and
thirteen bp lengths (Supplementary Fig. 4a, b), whereas at sixteen
bp lengths the majority of somatic mutations caused nullomer
emergence across cancer types (Fig. 1E, Supplementary Fig. 4). We
also report differences in the proportion of mutations causing
nullomer emergence between cancer types. Across multiple kmer
lengths, thyroid cancer (THCA) and breast cancer (BRCA) had the
highest (85.55% for 16 bp) and lowest (75.50% for 16 bp)
proportion of mutations causing nullomer emergence, respec-
tively (Fig. 1E, Supplementary Fig. 4).
Next, the number of nullomers identified across individual

cancer types and patients was explored. The mean number of
nullomers identified across patients ranged between 0.62 and
278.5 for 12 bp and 16 bp kmer lengths, respectively. The cancer
types with the highest and lowest number of nullomers emerging
per patient were skin cutaneous melanoma (SKCM) and

pheochromocytomas and paragangliomas (PCPG), respectively
(Fig. 1F). We also observed one extreme case in which one patient
produced 508,100 nullomers, indicating a hypermutator pheno-
type. We conclude that nullomer emergence occurred for a
significant fraction of somatic mutations across cancer types,
when examining kmer lengths of fourteen bps or higher.

Nullomer emergence across cancer genes
Subsequently, we compared the frequency of nullomer emerging
mutations and non-nullomer emerging mutations across genes.
Firstly, across the most frequently mutated genes in the patient
cohort, we identified differences between the set of mutations
that did not cause nullomer emergence and those that did. For
instance, TP53 was more frequently found to have nullomer
emerging mutations relative to other cancer genes, and those
nullomer emerging mutations were primarily missense mutations
(Fig. 2A). Interestingly, the variant allele frequency was higher in
TP53 for mutations that caused nullomer emergence (Fig. 2B).
Similar results were also obtained for other cancer genes such as
RYR2 (Fig. 2A), indicating biases in the frequencies between
mutations that did or did not cause nullomer emergence across
patients.
We observed that for sixteen bp nullomers, more somatic

mutations caused nullomer emergence than those that did not
across the top cancer genes (Fig. 2B, C). For instance, 33% of
patients had nullomer emerging mutations at TP53, whereas only
5% had mutations that did not cause nullomer emergence in the
same gene (Fig. 2B–D). We also found that the types of mutations
which caused nullomer emergence in the most frequently
mutated cancer genes were different from those which did not
cause nullomer emergence and were primarily missense, non-
sense and multi-hit mutations (Fig. 2B–D). Thus, it can be inferred
that there is nullomer emergence associated with the vast
majority of mutations in cancer genes are mutated. Significant
differences were detected in the frequency of nullomer emer-
gence from somatic mutations between cancer types across kmer
lengths (Fig. 2E; Supplementary Fig. 6). Finally, we performed an
analysis examining the density of nullomer emerging mutations in
coding regions across genes. We find that the genes with the
highest density include TP53, KRAS and CDKN2A among others
(Supplementary Fig. 7). These nullomer signatures could be used
in liquid biopsy as additional cancer biomarkers.

Nullomer emergence at mutational hotspots
For the most mutated cancer genes, we compared the distribution
and frequency of nullomer emerging mutations to those that did
not cause nullomer emergence across the length of each gene.
Across the genetic pathways involved in cancer, we found that
nullomer emerging mutations are more common than mutations
that do not cause nullomer emergence (Fig. 3A), which is
consistent with the majority of mutations causing nullomer
emergence at length sixteen (Fig. 1A). When examining individual
cancer genes, we observed that there were loci at which
nullomers repeatedly emerged (Fig. 3B; Supplementary Table 1)
and these loci represented cancer driver events. Oncogenes, such
as BRAF, PIK3CA and IDH1, showed individual nullomer emerging
hotspots, whereas tumor suppressors such as TP53 showed
dispersed patterns of nullomer emergence across the gene body
(Fig. 3B). Thus, the characterization of nullomer emergence across
individual cancer genes can enable sample classification based on
clinical targets and inform on the biological effect of a mutation.
Nullomers that emerge recurrently across multiple cancer

patients are more likely to be predictive of the tissue of origin
of a cancer. We therefore examined how frequently each nullomer
emerged in multiple patients across all the considered cancer
types or at individual cancer types. We report that most nullomers
are not recurrent; however, a small subset can be detected with
high frequency across cancer patients (Fig. 3C). We also showed
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Fig. 1 Characterization of nullomer emergence in WES patient samples. A The number of mutations causing nullomer emergence (in yellow)
relative to those that do not cause nullomer emergence for kmer lengths between 12 bp and 16 bp. Β Association between the number of WES
somatic mutations and the number of nullomers that emerge per patient. Results shown for sixteen-mer nullomers. C Proportion of substitution
types in nullomer emerging and non-nullomer emerging substitutions for sixteen bp nullomer length. Characterization of differences in substitution
type preference for non-nullomer and nullomer emerging mutations using the 96 substitution type channels. D Characterization of differences in
indel preference for non-nullomer and nullomer emerging mutations using the 28 and 83 indel mutation channels. E Proportion of mutations (in
yellow) causing sixteen bp nullomer emergence across cancer types. The proportion of mutations that do not cause nullomer emergence are shown
in gray. F Number of nullomers detected for each cancer patient in each cancer type for 16 bp nullomer length. Every dot represents a patient.
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Fig. 2 Identification of nullomer emergence across cancer genes. A Percentage of patients with each mutated gene across cancer types for
the top twenty most mutated genes. B Variant allele frequency of mutations that do not cause sixteen-mer nullomer emergence and of
mutations that cause sixteen-mer nullomer emergence. C, D Number of mutations in top cancer genes for mutations that either do not cause
or cause nullomer emergence. E Proportion of patients in which each of the top 16 bp top 10,000 nullomers from across all patients is found.
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Fig. 3 Identification of highly recurrent nullomers across cancer types and patients. A Frequency with which genetic pathways were
affected for mutations that do not cause or cause nullomer emergence. B Lollipop plot displaying mutation distribution for nullomer
emerging and non-nullomer emerging mutations. C Number of patients in which each of the top sixteen-mer nullomers was detected.
D Number of cancer-type specific nullomers across all cancer types examined at length sixteen.
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that the most recurrently emerging nullomers are primarily found
at a single cancer gene within a particular locus and primarily
involve known driver mutations (Table 1). For instance, the most
recurrently observed nullomer was found at BRAF across 5.5% of
cancer patients, while other top emerging nullomers were found
at individual loci in IDH1, PIK3CA, KRAS and TP53 (Table 1), all of
which are known cancer genes.
Interestingly, we identified a second set of highly recurrent

nullomers, which are observed in multiple cancer genes (Table 2).
The top recurrent nullomers observed are found in clusters of
paralogous genes. For instance, “CTCCAGTGTGAGTTAT” was found
to emerge across 34 genes, most of which were zinc-finger genes.
Additionally, “GTTGTTCTCGCGGACA” was found in 13 genes, all of
which were different members of the Protocadherin Beta gene
family. Therefore, highly recurrent nullomers can be identified
across WES tumor samples and can be potentially utilized for the
early detection of cancer with liquid biopsies.

Identification of cancer-type specific nullomers
We were also interested in investigating if certain nullomers
appear in individual cancer types but are otherwise absent from
all other cancer types and are, therefore, cancer-type specific. We
identified cancer-type specific nullomers across all the cancer
types examined (Fig. 3D), with the highest number of cancer-type
specific nullomers being observed in uterine corpus endometrial
carcinoma (UCEC), SKCM and colorectal adenocarcinoma (COAD),
three of the cancer types with the highest mutational burden. We
found that at longer kmer lengths, the number of cancer-type
specific nullomers being identified increased (Supplementary
Fig. 8).

Identification of nullomers in cfRNA for cancer detection
We examined if the identified nullomers can be used to detect
cancer in liquid biopsies using cfRNA data. We performed our
analyses using two datasets that encompassed lung, colorectal,
stomach, esophageal and liver cancers, as well as healthy controls
[22, 23]. For each sample, we identified the nullomers present for
nullomer lengths between 14 bp and 16 bp and generated
classification models to estimate our ability to detect cancer.
The nullomers that we incorporated in this analysis were the top
100,000 most frequently emerging nullomers across all cancer
types (Fig. 1), thus serving as a general list of nullomers to detect
multiple cancer types.
For the first dataset, which encompassed hepatocellular

carcinoma (HCC) and healthy control data, we examined the
frequency of nullomer emergence in cancer relative to controls
[22]. We observed that the total counts of nullomers detected in
cfRNA derived from liquid biopsies of HCC patients was
significantly higher than for the healthy controls (Welch Two
Sample t test, p-value < 0.0001 across kmer lengths; Fig. 4A). Next,
we examined if the size of the set of unique nullomers differed
between the two groups and found consistent patterns (Welch

Two Sample t test, p-value < 0.0001 across kmer lengths; Fig. 4B).
We also trained a machine learning model to examine if we can
accurately detect HCC based on the nullomers identified in each
sample. We generated a lasso logistic regression classification
model which was able to detect cancer samples in all cases
(AUC= 1; Fig. 4C). Results were highly consistent with different
kmer lengths, and we were able to accurately detect HCC also
using fourteen (AUC= 0.999) and fifteen (AUC= 0.998) bp
nullomer lengths (Supplementary Fig. 9). In addition to good
discrimination between HCC and healthy samples, each model
showed accurate probabilistic predictions as evidenced by a Brier
score less than or equal to 0.02 (Supplementary Fig. 10). We also
examined the top most informative features and observed that
the most informative nullomers were found at liver cancer-
associated genes, including FTH1, EEF2, TMSB10, ACTB and the
long non-coding RNA MALAT among others (Table 3). Our findings
provide evidence for the utility of nullomer identification in cfRNA
for cancer detection.
Next, we examined a dataset that included liquid biopsy-

derived cfRNA data from liver, esophageal, stomach, colorectal
and lung cancers, as well as healthy control cfRNA data [23]. We
found that, on average, samples from each cancer type displayed
more nullomer counts than the controls (Fig. 4D, Welch Two
Sample t test, p-value= 0.0001491), suggesting that nullomers can
indeed be used to differentiate between cancer patients and
healthy controls across disparate cancer types. Next, we also
created lasso logistic regression classification models for cancer
detection and examined their performance for each cancer type.
The classification models for liver, stomach, and lung cancer had
an AUC of 0.922, 0.927, and 0.877, respectively. We also found the
most informative nullomers for each of the different cancer
classification models (Table 4). The reported results indicated the
models’ ability to accurately classify cancer and healthy samples
across different cancer types (Fig. 4D–G) with particularly high
performance for stomach, thus revealing the potential of RNA
nullomers to facilitate early cancer detection.

DISCUSSION
In this study, we have characterized nullomer-emergence across
more than 10,000 WES tumors in 32 cancer types and investigated
their utility as cancer biomarkers in liquid biopsies with cfRNA. The
usage of a cfRNA-based cancer detection assay offers several
advantages. For instance, the process by which tumor-derived
RNA is introduced into the bloodstream likely exhibits differences
from cfDNA, including its transfer with exosomes [10, 24]. In
addition, the usage of cfRNA in diagnostics can incorporate overall
expression levels and dynamic expression changes. By utilizing
nullomers, we reduce the needed biological material to detect
mutations. Thus, using nullomers within cfRNA should increase the
sensitivity of identifying mutations from the matched tumor.
Increasing sensitivity is crucial for uncovering both tumors with
low mutational burden and mutations with a low allelic fraction.

Table 1. Selection of cancer genes and the corresponding most
recurrently emerging 16 bp nullomers across cancer types and
patients.

16 bp nullomer Gene Percentage
of patients

Number of
cancer types

CTCCATCGAGATTTCT BRAF 5.5% 11

CTATCATCATAGGTCA IDH1 3.48% 6

TGAAATCACTAAGCAG PIK3CA 2.56% 19

TCTTGCCTACGCCATC KRAS 1.93% 18

GGAGGTTGTGAGGCAC TP53 1.51% 19

Selection is based on locus-specific nullomers.

Table 2. Selection of cancer genes and the corresponding most
recurrently emerging 16 bp nullomers across cancer types and
patients.

16 bp nullomer Number
of genes

Percentage
of patients

Number
of cancer
types

CTCCAGTGTGAGTTAT 34 0.456% 9

GTTGTTCTCGCGGACA 13 0.379% 14

CACCGCCACAAACAGG 15 0.369% 9

TGGCCTATGATTGTTA 7 0.262% 7

Selection is based on nullomers detected across multiple loci.
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An example of where increased sensitivity is needed is
hepatocellular carcinoma, where traditional cfDNA analysis
methods are only able to recover 19.5–43% of mutations found
on tumor biopsy [25–27].
In contrast to the usage of nullomers in WGS tumor samples, in

which most identified nullomers are non-coding and are

passenger mutations [20], in WES we observe a substantial
fraction of emerging nullomers being cancer drivers and
actionable targets. We also provide evidence for the usage of
nullomers in cfRNA for cancer detection across multiple cancer
types. We previously described the emergence of nullomers due
to putative mutations and germline variants [15]. The number of

Fig. 4 Identification of nullomers in cfRNA derived from liquid biopsy samples for early cancer detection. A Counts of nullomers identified
in healthy and HCC samples using 14mer, 15mer and 16mer nullomers. Samples are grouped by disease state. B Number of unique nullomers
identified in healthy samples and HCC. Results shown for 14mer, 15mers and 16mer nullomers. C ROC curve and precision recall for liver
cancer. D Counts of nullomers identified in healthy and cancer samples for liver, esophageal, stomach, colorectal and lung cancers using
16mer nullomers. Cancer samples are grouped by cancer type. E–G ROC curve and precision recall for (E) liver cancer, (F) stomach cancer and
(G) lung cancer.
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nullomers emerging from somatic mutations increases exponen-
tially as a function of kmer length, which aligns with the previous
findings for putative and germline variants. This is expected based
on the number of possible kmers for a given length; we observe
that this property enables us to capture a larger proportion of the
somatic mutations (Supplementary Fig. 4; Fig. 1E), which in turn
results in improved cancer detection (Fig. 4A, B, D). Our
hepatocellular carcinoma nullomer model shows higher perfor-
mance than previously used detection panels of ncRNAs
[22, 28, 29]. Additionally, our model shows better performance
than models which were trained on somatic copy number
aberrations [30]. To further show the information gain provided
by nullomers, we plan to compare the results of the nullomer
models of cfRNA of patients with cancer to the same model
applied to normal sequences subjected to random in-silico
mutation.
It is important to note that these results are limited by the

sample size of the datasets. Larger cohort sizes with information
about cancer staging are needed to validate the use of specific
nullomers in models for cancer detection before one day making
it to clinical trial. In future work, we plan to incorporate additional
disparate cancer types to characterize the performance of our
nullomer-based approach between them. It will be of interest to
directly compare the performance of predictive models using
cfDNA and cfRNA for the same patients as well as their integration
into multi omics predictive models. To account for functional
mutations, it may also prove fruitful to incorporate the predicted
protein sequences of the cfRNA into the predictive models.
Furthermore, as immunotherapies and personalized treatments
are advancing, nullomer based cfRNA-based diagnosis could be
coupled with the identification of neoantigens for personal cancer
vaccine development or other patient-tailored therapies.

Therefore, in future work, we envision an integrated setting in
which we can use nullomers across the stages of cancer care
including cancer detection, diagnosis and treatment choice.
Finally, cfRNA biomarkers can be combined with DNA-based,
protein-based and other cancer biomarkers to improve and
advance the early diagnosis of cancer.

METHODS
Mutation dataset
Whole exome sequencing mutation data from tumor samples with
matched controls were downloaded from https://api.gdc.cancer.gov/
data/1c8cfe5f-e52d-41ba-94da-f15ea1337efc for over 10,000 whole exome
sequencing tumor samples spanning 32 cancer types, from The Cancer
Genome Atlas. Throughout the study, the GRCh37 reference human
genome was used unless otherwise stated.

Nullomer emergence from somatic mutations
Nullomers were identified as previously described in [15]. Nullomer
emergence was performed for kmer lengths of 12–16 bp for each somatic
mutation across cancer patients and tumor types. Somatic mutations were
separated into nullomer emerging and mutations that did not cause
nullomer emergence. Maftools was used for the analysis of somatic
mutations across cancer genes and at individual loci of specific cancer
genes. The density of mutations causing nullomer emergence was
estimated at coding regions. Genes were ranked based on the density of
nullomer emerging mutations at coding regions (Supplementary Fig. 7).

Identification of cancer-type specific nullomers
Tumor types were clustered based on the proportion of nullomers shared.
Cancer-type specific nullomers represented nullomers that emerged in at
least one patient within a cancer type and which were absent from every
patient across all other cancer types.

cfRNA dataset processing
Liquid biopsy cfRNA fastq files were downloaded [22, 23]. Sequences
containing the top 100,000 emerging nullomers (12 bp to 16 bp) across
cancer types were extracted from each sample’s respective fastq files with
BBTools bbduk.sh [31]. The resulting reads were then trimmed with Trim
Galore [32] to remove poor quality bases and adapter sequences. The reads
were then filtered with BBTools seal.sh [33] to remove common microbial
contaminants, UniVec, ERCC spike-in, and ribosomal sequences. The
remaining reads were subsequently deduplicated with BBTools dedupe.sh
[33]. Aligning was done with BBTools bbmap.sh [33] with stringent
parameters (minid= 0.9 kfilter= 25) against a custom genome including
GRCh38, SILVA SSU Ref NR 99, and common human viruses. Jellyfish [34]
was used to count occurrences of each nullomer in the aligned SAM files.

Classification model to detect cancer patients from cfRNA
A count matrix of samples by nullomers was used as the starting input for
each model. Any counts less than or equal to two were set to zero to
decrease false positive counts. Nullomers which had a sum of counts
across samples less than 10 were removed. The count matrix was then
CPM normalized with edgeR [35]. Samples for each matrix contained

Table 3. Selection of the most informative nullomers for detection of
liver cancer.

Gene Nullomer Proportion Reference

ACTB AAGGCCAACCGCAAGA 0.992 [39]

BAC RP11-
96H19

ATCAGCAAGCACACCA 0.958 [40]

EEF1A1 CCAATGGAAGCCGC 1.00 [41]

EEF2 CTGGCGTAGAGGCAGC 1.00 [42]

FTH1 CGGCCGCCCATAGTCA,
ATGACGACTGCGTCC,
CGACTGCGTCCACC

0.999,
0.999,
0.965

[43]

MALAT1 GAAGTTTGCAGTGGAA 0.954 [44]

RPL32 ACCAATGTTGGGCATG 0.942 [45]

TMSB10 GATTGGGGGGGGGCCC,
ATTGGGGGGGGGCCC

1.00, 0.913 [46]

Table 4. Selection of the most informative nullomers for detection of multiple cancer types including stomach, lung, colorectal, esophageal
and liver cancers.

Gene Nullomer Cancer Type Proportion Reference

ACRBP AAACTGGCCTAGAGTC Stomach 0.954 [47]

ACTB AAGGCCAACCGCAAGA Stomach 1.00 [39]

CAVIN2 GGAAAGCCTGCACACC Lung 0.999 [48]

FTH1 CGGCCGCCCATAGTCA Stomach, Colorectal 0.986, 0.973 [43]

KIF2A GGCGGAAAAGGCGGGA Stomach 0.908 [49]

MALAT1 GAAGTTTGCAGTGGAA Esophagus 0.958 [44]

MPC1 GGCCACCCCCCCGGCA Esophagus 0.931 [50]

SNX3 GAGACCGTGGCTGGCA Stomach 0.905 [51]

UBC CATCGAGAATGGCAAG Stomach 0.994 [52]
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healthy samples and samples of a specific cancer type. The R caret package
[36] was used to tune the lambda parameter of an L1 regularized logistic
regression model across twenty values between zero and one. Ten-fold
cross-validation was repeated 100 times to detect the best model and
evaluate its stability. Models were calibrated with the val.prob function in
the rms R package. Models which showed a sigmoid curve between
predicted probability and actual probability were then recalibrated with
Platt scaling. The R precrec package [37] was used to generate the
Precision-Recall and ROC curves based on the repeated cross-validation
predictions. Feature importance was assessed using the R glmnet package
[38] to perform 10-fold cross-validation repeated 100 times with the
previously ascertained lambda parameter. Nullomers with non-zero
coefficients were tracked across each of the 1000 models. Nullomers
which occurred in over 90% of the models were deemed important and
stable across models.

CODE AVAILABILITY
The code for this work can be found at: https://github.com/Georgakopoulos-Soares-
lab/cfRNA-nullomer-analysis.

REFERENCES
1. Stratton MR, Campbell PJ, Futreal PA. The cancer genome. Nature.

2009;458:719–24.
2. Siegel RL, Miller KD, Jemal A. Cancer statistics, 2020. CA Cancer J Clin.

2020;70:7–30.
3. Mattiuzzi C, Lippi G. Current cancer epidemiology. J Epidemiol Glob Health.

2019;9:217–22.
4. Crosby D, Bhatia S, Brindle KM, Coussens LM, Dive C, Emberton M, et al. Early

detection of cancer. Science. 2022;375:eaay9040.
5. Rushton AJ, Nteliopoulos G, Shaw JA, Coombes RC. A review of circulating

tumour cell enrichment technologies. Cancers. 2021;13. https://doi.org/10.3390/
cancers13050970.

6. Zaporozhchenko IA, Ponomaryova AA, Rykova EY, Laktionov PP. The potential of
circulating cell-free RNA as a cancer biomarker: challenges and opportunities.
Expert Rev Mol Diagn. 2018;18:133–45.

7. Nielsen J. Systems biology of metabolism: a driver for developing personalized
and precision medicine. Cell Metab. 2017;25:572–9.

8. Locke WJ, Guanzon D, Ma C, Liew YJ, Duesing KR, Fung KYC, et al. DNA Methy-
lation Cancer Biomarkers: Translation to the Clinic. Front Genet. 2019;10:1150.

9. Ding Z, Wang N, Ji N, Chen ZS. Proteomics technologies for cancer liquid biop-
sies. Mol Cancer. 2022;21:53.

10. Larson MH, Pan W, Kim HJ, Mauntz RE, Stuart SM, Pimentel M, et al. A compre-
hensive characterization of the cell-free transcriptome reveals tissue- and
subtype-specific biomarkers for cancer detection. Nat Commun. 2021;12:2357.

11. Acquisti C, Poste G, Curtiss D, Kumar S. Nullomers: really a matter of natural
selection? PLoS ONE. 2007;2:e1022.

12. Hampikian G, Andersen T. Absent sequences: nullomers and primes. Pac Symp
Biocomput. 2007;355–66.

13. Mouratidis I, Chan CSY, Chantzi N, Tsiatsianis GC, Hemberg M, Ahituv N, et al.
Quasi-prime peptides: identification of the shortest peptide sequences unique to
a species. NAR Genom Bioinform. 2023;5:lqad039.

14. Mouratidis I, Konnaris MA, Chantzi N, Chan CSY, Montgomery A, Baltoumas FA,
et al. Nucleic quasi-primes: identification of the shortest unique oligonucleotide
sequences in a species. bioRxiv. 2023;2023.12.12.571240. Available from https://
www.biorxiv.org/content/10.1101/2023.12.12.571240v1.abstract.

15. Georgakopoulos-Soares I, Yizhar-Barnea O, Mouratidis I, Hemberg M, Ahituv N.
Absent from DNA and protein: genomic characterization of nullomers and null-
peptides across functional categories and evolution. Genome Biol. 2021;22:245.

16. Koulouras G, Frith MC. Significant non-existence of sequences in genomes and
proteomes. Nucleic Acids Res. 2021;49:3139–55.

17. Alileche A, Hampikian G. The effect of Nullomer-derived peptides 9R, 9S1R and
124R on the NCI-60 panel and normal cell lines. BMC Cancer. 2017;17:533.

18. Ali N, Wolf C, Kanchan S, Veerabhadraiah SR, Bond L, Turner MW, et al. 9S1R
nullomer peptide induces mitochondrial pathology, metabolic suppression, and
enhanced immune cell infiltration, in triple-negative breast cancer mouse model.
Biomed Pharmacother. 2024;170:115997.

19. Tsiatsianis GC, Chan CSY, Mouratidis I, Chantzi N, Tsiatsiani AM, Yee NS, et al. Peptide
absent sequences emerging in human cancers. Eur J Cancer. 2024;196:113421.

20. Georgakopoulos-Soares I, Yizhar Barnea O, Mouratidis I, Chan SYC, Bradley R,
Mahajan M, et al. Leveraging sequences missing from the human genome to
diagnose cancer. medRxiv 2021:2021-08. https://doi.org/10.1101/
2021.08.15.21261805.

21. Ellrott K, Bailey MH, Saksena G, Covington KR, Kandoth C, Stewart C, et al. Scalable
open science approach for mutation calling of tumor exomes using multiple
genomic pipelines. Cell Syst. 2018;6:271–81.e7.

22. Zhu Y, Wang S, Xi X, Zhang M, Liu X, Tang W, et al. Integrative analysis of long
extracellular RNAs reveals a detection panel of noncoding RNAs for liver cancer.
Theranostics. 2021;11:181–93.

23. Chen S, Jin Y, Wang S, Xing S, Wu Y, Tao Y, et al. Cancer type classification using
plasma cell-free RNAs derived from human and microbes. Elife. 2022;11:11
https://doi.org/10.7554/eLife.75181.

24. Enderle D, Spiel A, Coticchia CM, Berghoff E, Mueller R, Schlumpberger M, et al.
Characterization of RNA from exosomes and other extracellular vesicles isolated
by a novel spin column-based method. PLoS ONE. 2015;10:e0136133.

25. Howell J, Atkinson SR, Pinato DJ, Knapp S, Ward C, Minisini R, et al. Identification
of mutations in circulating cell-free tumour DNA as a biomarker in hepatocellular
carcinoma. Eur J Cancer. 2019;116:56–66.

26. Liao W, Yang H, Xu H, Wang Y, Ge P, Ren J, et al. Noninvasive detection of tumor-
associated mutations from circulating cell-free DNA in hepatocellular carcinoma
patients by targeted deep sequencing. Oncotarget. 2016;7:40481–90.

27. Labgaa I, Villacorta-Martin C, D’Avola D, Craig AJ, von Felden J, Martins-Filho SN,
et al. A pilot study of ultra-deep targeted sequencing of plasma DNA identifies
driver mutations in hepatocellular carcinoma. Oncogene. 2018;37:3740–52.

28. Lin XJ, Chong Y, Guo ZW, Xie C, Yang XJ, Zhang Q, et al. A serum microRNA
classifier for early detection of hepatocellular carcinoma: a multicentre, retro-
spective, longitudinal biomarker identification study with a nested case-control
study. Lancet Oncol. 2015;16:804–15.

29. Lu Y, Duan Y, Xu Q, Zhang L, Chen W, Qu Z, et al. Circulating exosome-derived
bona fide long non-coding RNAs predicting the occurrence and metastasis of
hepatocellular carcinoma. J Cell Mol Med. 2020;24:1311–8.

30. Tao K, Bian Z, Zhang Q, Guo X, Yin C, Wang Y, et al. Machine learning-based genome-
wide interrogation of somatic copy number aberrations in circulating tumor DNA for
early detection of hepatocellular carcinoma. EBioMedicine. 2020;56:102811.

31. Bushnell B, Rood J, Singer E. BBMerge - Accurate paired shotgun read merging
via overlap. PLoS One. 2017;12:e0185056.

32. Krueger F, James F, Ewels P, Afyounian E, Weinstein M, Schuster-Boeckler B, et al.
FelixKrueger/TrimGalore: v0.6.10 - add default decompression path. Zenodo;
2023. Available from https://zenodo.org/record/7598955.

33. Bushnell B BBTools software packag. E 2014; Available from https://cir.nii.ac.jp/
crid/1370294643771707027.

34. Marçais G, Kingsford C. A fast, lock-free approach for efficient parallel counting of
occurrences of k-mers. Bioinformatics. 2011;27:764–70.

35. Robinson MD, McCarthy DJ, Smyth GK. edgeR: a Bioconductor package for dif-
ferential expression analysis of digital gene expression data. Bioinformatics.
2010;26:139–40.

36. Kuhn M. Building predictive models in R Using the Caret Package. J Stat Softw.
2008;28:1–26.

37. Saito T, Rehmsmeier M. Precrec: fast and accurate precision-recall and ROC curve
calculations in R. Bioinformatics. 2017;33:145–7.

38. Friedman J, Hastie T, Tibshirani R. Regularization paths for generalized linear
models via coordinate descent. J Stat Softw. 2010;33:1–22.

39. Li G, Samuel S, Ul Haq SE, Mubarak AS, Studenik CR, Islam A, et al. Characterizing
the oncogenic importance and exploring gene-immune cells correlation of ACTB
in human cancers. Am J Cancer Res. 2023;13:758–77.

40. Yao T, Liu JJ, Zhao LJ, Zhou JY, Wang JQ, Wang Y, et al. Identification of new
fusion genes and their clinical significance in endometrial cancer. Chin Med J.
2019;132:1314–21.

41. Chen SL, Lu SX, Liu LL, Wang CH, Yang X, Zhang ZY, et al. eEF1A1 overexpression
enhances tumor progression and indicates poor prognosis in hepatocellular
carcinoma. Transl Oncol. 2018;11:125–31.

42. Knight JR, Vlahov N, Gay DM, Ridgway RA, Faller WJ, Proud C, et al. mutation
suppresses colorectal cancer by promoting eEF2 phosphorylation via eEF2K.
Elife [Internet]. 2021 Dec;10. Available from https://doi.org/10.7554/
eLife.69729.

43. Hu W, Zhou C, Jing Q, Li Y, Yang J, Yang C, et al. FTH promotes the proliferation
and renders the HCC cells specifically resist to ferroptosis by maintaining iron
homeostasis. Cancer Cell Int. 2021;21:709.

44. Peng N, He J, Li J, Huang H, Huang W, Liao Y, et al. Long noncoding RNA
MALAT1 inhibits the apoptosis and autophagy of hepatocellular carcinoma cell
by targeting the microRNA-146a/PI3K/Akt/mTOR axis. Cancer Cell Int.
2020;20:165.

45. Hou G, Lu Z, Jiang J, Yang X. Ribosomal protein L32 enhances hepatocellular
carcinoma progression. Cancer Med. 2023; Available from https://doi.org/
10.1002/cam4.5811.

46. Song C, Su Z, Guo J Thymosin β 10 is overexpressed and associated with unfa-
vorable prognosis in hepatocellular carcinoma. Biosci Rep. 2019;39. Available
from https://doi.org/10.1042/BSR20182355.

A. Montgomery et al.

9

Cancer Gene Therapy

https://github.com/Georgakopoulos-Soares-lab/cfRNA-nullomer-analysis
https://github.com/Georgakopoulos-Soares-lab/cfRNA-nullomer-analysis
https://doi.org/10.3390/cancers13050970
https://doi.org/10.3390/cancers13050970
https://www.biorxiv.org/content/10.1101/2023.12.12.571240v1.abstract
https://www.biorxiv.org/content/10.1101/2023.12.12.571240v1.abstract
https://doi.org/10.1101/2021.08.15.21261805
https://doi.org/10.1101/2021.08.15.21261805
https://doi.org/10.7554/eLife.75181
https://zenodo.org/record/7598955
https://cir.nii.ac.jp/crid/1370294643771707027
https://cir.nii.ac.jp/crid/1370294643771707027
https://doi.org/10.7554/eLife.69729
https://doi.org/10.7554/eLife.69729
https://doi.org/10.1002/cam4.5811
https://doi.org/10.1002/cam4.5811
https://doi.org/10.1042/BSR20182355


47. Whitehurst AW, Xie Y, Purinton SC, Cappell KM, Swanik JT, Larson B, et al. Tumor
antigen acrosin binding protein normalizes mitotic spindle function to promote
cancer cell proliferation. Cancer Res. 2010;70:7652–61.

48. Peng M, Ye L, Yang L, Liu X, Chen Y, Huang G, et al. is frequently silenced by CpG
methylation and sensitizes lung cancer cells to paclitaxel and 5-FU. Epigenomics.
2020;12:1793–810.

49. Zhao P, Lan F, Zhang H, Zeng G, Liu D. Down-regulation of KIF2A inhibits gastric
cancer cell invasion via suppressing MT1-MMP. Clin Exp Pharm Physiol.
2018;45:1010–8.

50. Ruiz-Iglesias A, Mañes S The Importance of Mitochondrial Pyruvate Carrier in
Cancer Cell Metabolism and Tumorigenesis. Cancers. 2021;13. Available from
https://doi.org/10.3390/cancers13071488.

51. Pan B, Zhang T, Yang W, Liu Y, Chen Y, Zhou Z, et al. SNX3 suppresses the
migration and invasion of colorectal cancer cells by reversing epithelial-to-
mesenchymal transition via the β-catenin pathway. Oncol Lett.
2019;18:5332–40.

52. Scarpa ES, Tasini F, Crinelli R, Ceccarini C, Magnani M, Bianchi M. The ubiquitin
gene expression pattern and sensitivity to and knockdown differentiate primary
23132/87 and metastatic MKN45 gastric cancer cells. Int J Mol Sci. 2020l;21.
Available from https://doi.org/10.3390/ijms21155435.

ACKNOWLEDGEMENTS
This study was funded by the startup funds of I.G.S. from the Penn State College of
Medicine.

AUTHOR CONTRIBUTIONS
I.G.S. conceived the study. A.M., G.C.T, I.M., M.A., and I.G.S. wrote the code. A.M., G.C.T.,
and I.G.S. generated the schematics. A.M., G.C.T., I.M., and I.G.S. wrote the manuscript
with inputs from all the authors.

CONFLICT OF INTEREST
A.M., G.C.T., I.M., and I.G.S. have filed patent applications covering embodiments and
concepts disclosed in the manuscript.

ADDITIONAL INFORMATION
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41417-024-00741-3.

Correspondence and requests for materials should be addressed to Ilias
Georgakopoulos-Soares.

Reprints and permission information is available at http://www.nature.com/
reprints

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

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

adaptation, distribution and reproduction in anymedium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons licence, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons licence, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons licence and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly
from the copyright holder. To view a copy of this licence, visit http://
creativecommons.org/licenses/by/4.0/.

© The Author(s) 2024

A. Montgomery et al.

10

Cancer Gene Therapy

https://doi.org/10.3390/cancers13071488
https://doi.org/10.3390/ijms21155435
https://doi.org/10.1038/s41417-024-00741-3
http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Utilizing nullomers in cell-free RNA for early cancer detection
	Introduction
	Results
	Mutation type preferences during nullomer emergence in�cancer
	Identification of nullomer emergence across 10,000 WES tumor samples
	Nullomer emergence across cancer�genes
	Nullomer emergence at mutational hotspots
	Identification of cancer-type specific nullomers
	Identification of nullomers in cfRNA for cancer detection

	Discussion
	Methods
	Mutation dataset
	Nullomer emergence from somatic mutations
	Identification of cancer-type specific nullomers
	cfRNA dataset processing
	Classification model to detect cancer patients from�cfRNA

	References
	Acknowledgements
	Author contributions
	Conflict of interest
	ADDITIONAL INFORMATION




