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Abstract

The GSE261505 study examined how knocking down the nuclear polyadenylationbinding protein PABPN1
alters transcription in HEK293 cells, a factor implicated in RNA maturation and neuromuscular disease. To ex-
plore the regulatory networks disrupted by PABPN1 loss, we reanalyzed the data with a concise bioinformatics
pipeline: counts and metadata were retrieved from ARCHS4, filtered for proteincoding genes, and differential
expression was performed with limmavoom to generate up and downregulated gene sets. Enrichment in
Enrichr (GO, KEGG, ChEA, KOMP2) and perturbation mapping with PerturbSeqr identified genes and drugs that
mimic or reverse the signature. Upregulated genes clustered in neuronal pathways such as neurotransmitter
loading into synaptic vesicles and aminoacid biosynthesis, while downregulated genes were enriched for
heatacclimation and nucleotidesynthesis processes. The transcription factor BP1 appeared in both ChEA lists,
indicating a dual role. PerturbSeqr revealed that the signature is best mimicked by lossoffunction perturba-
tions of chromatin remodelers and tumor suppressors (PTEN, EZH2, YAP1) and reversed by cellcycle activators
(CCND1, TP53). These findings suggest that PABPN1 depletion reprograms transcription toward neuronal and
metabolic states while suppressing stressresponse pathways, offering insights into its pathological effects.
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1. Introduction

Codon usage bias, the preferential use of specific syn-
onymous codons across genomes, is a fundamental
determinant of gene expression and protein produc-
tion in both prokaryotic and eukaryotic organisms [1-
4] . Studies have shown that optimal codons enhance
translation elongation, promote correct cotransla-
tional folding, and increase translational efficiency,
whereas nonoptimal codons can cause ribosomal
pausing, premature termination, and feedback on initi-
ation kinetics [5-11]. Beyond its effects on translation,
codon bias also modulates mRNA stability and abun-
dance through mechanisms such as codondependent
mMRNA decay, recruitment of the CCRANOT complex,
and transcriptional regulation of genes enriched in
particular codon or GC content [12-21]. These obser-
vations highlight the dual translationdependent and
translationindependent roles of codon usage in fine-
tuning gene expression, and underscore its relevance
for understanding cellular physiology and disease

pathogenesis [22,23].

Codon usage bias, the preferential selection of specific
synonymous codons across genomes, is a fundamental
determinant of gene expression levels in both prokary-
otes and eukaryotes [1-4]. In these organisms, opti-
mal codons correlate with increased translation elon-
gation rates, improved cotranslational protein folding,
and higher translational efficiency, whereas subopti-
mal codons can induce ribosomal pausing, premature
termination, and feedback on initiation kinetics [5-
11, 24, 25]. Beyond translation, codon composition
has been linked to genomewide differences in mRNA
abundance through mechanisms involving translation-
dependent mRNA decay and transcriptional regulation
[12, 13, 16, 17, 19]. The CCR4NOT complex, a major
deadenylase in eukaryotes, interacts with ribosomes
stalled at suboptimal codons in yeast and mediates
codondependent mRNA decay, while in mammalian
cells it also functions in transcriptional regulation and
chromatin remodeling [14, 15, 20, 26-28]. The RNA
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exosome and the polyAtail binding protein PABPN1 to-
gether with an adaptor complex that targets polyadeny-
lated RNA for nuclear decay have been shown to prefer-
entially degrade nascent transcripts enriched in subop-
timal codons, thereby shaping the steadystate mRNA
pool independently of translation [29, 30]. Moreover,
nucleotide composition such as guaninecytosine rich-
ness is correlated with codon optimality, influences
transcription initiation and RNA export, and has been
implicated in the differential nuclear retention of tran-
scripts [31].

In order to further investigate any underlying mecha-
nisms or regulatory activity, we performed a re-analysis
of samples from GSE261505 [32] to create a workflow
analyzing the PABPN1 knockdown signature signature
utillizing bioinformatics tools. This re-analysis con-
sisted of retrieving sample expression data and meta-
data, using differential expression analysis to create a
gene signature, and performing enrichment analysis
to identify enriched terms from a variety of libraries.

The workflow starts with selecting GSE261505 as the
search term. GEO studies were identified matching
GSE261505 using ARCHS4 [33] term search. The GEO
study accession was used to fetch the linked publica-
tion accession from PMC. Gene expression counts and
sample metadata for published samples were obtained
from ARCHS4 [33]. An AnnData file was prepared from
the input data and metadata [34]. Genes from the an-
ndata matrix were filtered to include protein-coding
genes. The samples were then labeled as either con-
trol or perturbation to allow for further analysis. The
AnnData file was then visualized as a bar plot repre-
senting library sizes. Dimensionality reduction of the
data was performed using PCA with the normalization
set to log-counts-per-million (logCPM). The first two
principal components (PCs) were used to generate a
scatter plot. The AnnData file was then analyzed using
differential expression by Limma-Voom [35, 36] to cre-
ate a gene signature using the selected conditions. The
data in the differential expression table was then visu-
alized as a volcano plot. The up-regulated genes were
extracted from the gene signature computed by the
Limma-Voom analysis from the file. The gene sets con-
taining significant up and down genes were extracted
from the gene signatureand submitted to Enrichr [37].
The gene sets were enriched against the GO Biologi-
cal Process 2023 [38], KEGG 2021 Human [39], ChEA
2022 [40], and KOMP2 Mouse Phenotypes 2022 [41]
libraries to identify statistically significant enriched bi-
ological processes, pathways, transcription factors and
phenotypes. Significant genes were extracted from the

gene signature and submitted to Perturb-Seqr [42] to
identify small molecules and single gene perturbations
producing gene expression profiles similar or opposite
to the signature.

Gsma14s427 N

csms14s428
Gsma145429 N

Gsms145430 I
Gsma145431 N

Gsme145432 I

Gsms145433 N

Gsms145434 N
Gsma14s435 N

Gsmg145436 N ——

csms14s437 I
Gsma14s438 N

0.0 0.5 1.0 15 2.0
Library Size le7

Figure 1. Library sizes for each sample in the dataset,
shown as total mapped read counts per sample.
Samples are labeled by their GEO accession identifier
(GSM). Consistent library sizes across samples indicate
uniform sequencing depth suitable for differential
expression analysis.
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Figure 2. Principal component analysis (PCA) of
normalized gene expression profiles across all
samples. Each point represents one sample, colored
by experimental condition: control (blue),
perturbation (red), and additional study samples not
included in the differential expression analysis (gray).
Axes indicate the percentage of total variance
explained by each principal component.
Normalization was performed using
log-counts-per-million (logCPM).

Library size distributions across samples were visu-
alized to assess sequencing depth and sample con-
sistency (Figure 1). PCA of normalized expression
profiles revealed the relationship between control
and perturbation samples, while also displaying addi-



Table 1. Single gene perturbations whose transcriptional profiles most closely resemble the query signature, as
identified by Perturb-seqr [42]. Each row lists the source dataset, perturbed gene, cell line, timepoint, and
statistical measures including gene set overlap size, odds ratio, and adjusted p-value. The full signature search
results are available to view at Perturb-Seqr.

Rank Dataset

Perturbation Perturbation ID Cell Line Timepoint FDA Approved Gene Set Size Up Gene Set Size Down n Overlap Odds Ratio p-value Adjusted p-value

1 Perturb Atlas Human PTEN HEK293T False 100 100 33 4.76537 1.00566e-11 6.19289e-08
2 Perturb Atlas Human RBBP8 HEK293T False 99 100 28 3.94876 1.48383e-08 4.5687e-05
3 Perturb Atlas Human EZH2 human umbilical vein endothelial cells False 100 100 25 3.44509 8.66883e-07 1.77942e-03
4 Perturb Atlas Human RORC False 99 100 24 3.30729  2.7154e-06 4.18035e-03
5 Perturb Atlas Human NME7 hepatoma Huh 7 cells False 8 34 10 7.53614 6.22211e-06 6.72924e-03
6 Perturb Atlas Human YAP1 prostatic carcinoma cell DU145 False 55 100 20 3.57269 6.55659e-06 6.72924e-03
7 Perturb Atlas Human KAT2A clear cell renal cell carcinoma cell Caki2 False 19 100 17 4.01928  8.16825e-06 7.18573e-03
8 RummaGEO Gene chdé False 190 473 51 2.04361 1.07793e-05 3.77598e-02
9 Perturb Atlas Human YY1 HEK293T False 100 99 22 2.99743 2.79672e-05 1.86126e-02
10  Perturb Atlas Human RORA False 100 100 22 298059  3.0225le-05 1.86126e-02
11 Perturb Atlas Human AMIGO2 squamous cell carcinoma cell FaDu False 100 100 22 2.98059 3.02251e-05 1.86126e-02
12 Perturb Atlas Human LSD1 Rhabdomyosarcoma cell RD False 99 100 21 2.84511 8.3426e-05 3.94409e-02
13 Perturb Atlas Human RC3H1|RC3H2 HEK293T False 100 99 21 2.84511 8.3426e-05 3.94409e-02
14 Perturb Atlas Human AFF4 HEK293T False 100 100 21 2.82921 8.96674e-05 3.94409e-02
15 Perturb Atlas Human YY1 HEK293T False 100 100 21 2.82921 8.96674e-05 3.94409e-02
16 Perturb Atlas Human CCND1 hTERT human mammary epithelial cells (hMEC) False 100 99 9 1.14232 4.43472e-01 1.e+00

17  Perturb Atlas Human RNF20 lung cancer cell H460 False 100 100 6 0.74585  8.41419e-01 1.e+00

18 Perturb Atlas Human HOXB8 HCT116 False 929 100 5 0.62154 9.19594e-01 1.e+00

19 Perturb Atlas Human TET1|TET2|TET3 hESCs False 60 100 3 0.46081 9.64412e-01 1.e+00

20  Perturb Atlas Human TP53 diffuse intrinsic pontine glioma cell DIPG007 False 100 100 3 0.36724  9.90463e-01 1.e+00

Table 2. Small molecule perturbations whose transcriptional profiles most closely resemble the query signature,
as identified by Perturb-seqr [42]. Each row lists the source dataset, compound, cell line, timepoint,
concentration, mechanism of action (MoA), FDA approval status, and statistical measures including gene set
overlap size, odds ratio, and adjusted p-value. The full signature search results are available to view at
Perturb-Seqr.

Rank Dataset

Perturbation Perturbation ID CellLine  Timepoint Concentration MoA FDA Approved Gene Set Size Up Gene Set Size Down n Overlap Odds Ratio p-value Adjusted p-value

1 Tahoe-100M Selinexor LOX-IMVI  24h 5.0uM False 100 100 27 3.79886 5.45892e-08 2.85922e-03
2 Tahoe-100M Panobinostat MIAPaCa-2 24h 0.5uM HDAC inhibitor True 100 99 25 349724 6.75531e-07 1.76911e-02
3 Tahoe-100M Mitoxantrone (dihydrochloride) LS 180 24h 5.0uM topoisomerase inhibitor True 100 100 24 3.31920 2.56264e-06 4.47412e-02
4 DeepCover MoA  MEK162 HCT116 24h 10uM MEK inhibitor True 99 99 22 3.03588 1.94666e-05 1.70138e-02
5 RummaGEO Chem halofuginone collagenase inhibitor ~ True 49 6 2 0.92517  6.62453e-01 1.e+00

Table 3. Single gene perturbations whose transcriptional profiles are most opposite to the query signature, as
identified by Perturb-seqr [42]. Each row lists the source dataset, perturbed gene, cell line, timepoint, and
statistical measures including gene set overlap size, odds ratio, and adjusted p-value. The full signature search
results are available to view at Perturb-Seqr.

Rank Dataset Perturbation Perturbation ID Cell Line Timepoint FDA Approved Gene Set Size Up Gene Set Size Down n Overlap Odds Ratio p-value Adjusted p-value

Perturb Atlas Human CCND1 hTERT human mammary epithelial cells (hMEC) False 100 99 9 3.7856 5.82379e-08 3.58629e-04
2 Perturb Atlas Human HOXB8 HCT116 False 929 100 5 3.30729 2.7154e-06 8.36070e-03
3 Perturb Atlas Human RNF20 lung cancer cell H460 False 100 100 6 3.13367  9.69905e-06 1.30837e-02
4 Perturb Atlas Human TP53 diffuse intrinsic pontine glioma cell DIPG007 False 100 100 3 3.13367 9.69905e-06 1.30837e-02
5 Perturb Atlas Human TET1|TET2|TET3 hESCs False 60 100 3 3.44509 1.06233e-05 1.30837e-02
6 Perturb Atlas Human NME7 hepatoma Huh 7 cells False 8 34 10 2.53849 9.51034e-02 1.e+00
7 Perturb Atlas Human KAT2A clear cell renal cell carcinoma cell Caki2 False 19 100 17 0.62368  8.75989e-01 1.e+00
8 Perturb Atlas Human RBBP8 HEK293T False 929 100 28 0.62154 9.19594e-01 1.e+00
9 Perturb Atlas Human RORC False 99 100 24 0.49468  9.67643e-01 1.e+00
10 Perturb Atlas Human YAP1 prostatic carcinoma cell DU145 False 55 100 20 0.31524  9.89376e-01 1.e+00
11 Perturb Atlas Human LSD1 Rhabdomyosarcoma cell RD False 99 100 21 0.36912 9.90135e-01 1.e+00
12 Perturb Atlas Human EZH2 human umbilical vein endothelial cells False 100 100 25 0.36724  9.90463e-01 1.e+00
13 Perturb Atlas Human AMIGO2 squamous cell carcinoma cell FaDu False 100 100 22 0.36724  9.90463e-01 1.e+00
14 Perturb Atlas Human YY1 HEK293T False 100 100 21 0.36724 9.90463e-01 1.e+00
15 Perturb Atlas Human YY1 HEK293T False 100 99 22 0.24483  9.9798e-01 1.e+00
16  Perturb Atlas Human RC3H1|RC3H2 HEK293T False 100 99 21 0.24483  9.9798e-01 1.e+00
17 Perturb Atlas Human PTEN HEK293T False 100 100 33 0.24359 9.98056e-01 1.e+00
18  Perturb Atlas Human RORA False 100 100 22 0.24359  9.98056e-01 1.e+00
19 Perturb Atlas Human AFF4 HEK293T False 100 100 21 0.24359  9.98056e-01 1.e+00
20 RummaGEO Gene chdé False 190 473 51 0.33748 9.9999%e-01 1.e+00

Table 4. Small molecule perturbations whose transcriptional profiles are most opposite to the query signature, as
identified by Perturb-seqr [42]. Each row lists the source dataset, compound, cell line, timepoint, concentration,
mechanism of action (MoA), FDA approval status, and statistical measures including gene set overlap size, odds
ratio, and adjusted p-value. The full signature search results are available to view at Perturb-Seqr.

Rank Dataset Perturbation Perturbation ID CellLine  Timepoint Concentration MoA FDA Approved Gene Set Size Up Gene Set Size Down n Overlap Odds Ratio p-value

6.84192

Adjusted p-value
1.69795e-06 4.28733e-03

RummaGEO Chem halofuginone collagenase inhibitor ~ True 49 6 2

1

2 Tahoe-100M Panobinostat MIA PaCa-2 24h 0.5uM HDAC inhibitor True 100 99 25 0.37256  9.89472e-01 1.e+00
3 Tahoe-100M Selinexor LOX-IMVI  24h 5.0uM False 100 100 27 0.24587 9.97905e-01 1.e+00
4 DeepCover MoA  MEK162 HCT116 24h 10uM MEK inhibitor True 99 99 22 0.12328 9.99783e-01 1.e+00
5 Tahoe-100M Mitoxantrone (dihydrochloride) LS 180 24h 5.0uM topoisomerase inhibitor True 100 100 24 0.12232 9.99783e-01 1.e+00

tional study samples not included in the differential
expression analysis (Figure 2). Differential expres-

down-regulated genes included ASNS, PCK2, PHGDH,
ADM2, and CCNB1. Functional enrichment analysis

sion analysis identified 484 significantly up-regulated
genes and 314 significantly down-regulated genes after
logFC and adjusted p-value filtering (Figure 3). Among
the most strongly up-regulated genes were DHRS2,
TEX37, CHRNA6, MAL, and NEFH, whereas prominent

of the up-regulated gene set identified associations
with GO Biological Process terms related to neuro-
transmitter loading into synaptic vesicle and positive
regulation of cell-cell adhesion mediated by integrin
[38], KEGG pathways involving phenylalanine, tyrosine
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Figure 3. Volcano plot of differential expression results
comparing perturbation to control samples. Each
point represents one protein-coding gene; the x-axis
shows the log2 fold-change and the y-axis shows
statistical significance as -log10(adjusted p-value).
Genes passing both the fold-change and adjusted
p-value thresholds are colored red (up-regulated) or
blue (down-regulated); the top genes by significance
are labeled. Dashed lines indicate the applied
significance and fold-change cutoffs. Insignificant
points are randomly downsampled by a factor of 0.5.

and tryptophan biosynthesis and type i diabetes melli-
tus [39], ChEA transcription factors including TP63 and
IRF8 [40], and KOMP2 mouse phenotypes associated
with increased pulmonary ventilation and abnormal
forelimb morphology [41] (Figure 4). Analysis of the
down-regulated gene set identified enrichment for
GO Biological Process terms related to cellular heat
acclimation and heat acclimation [38], KEGG pathways
involving selenocompound metabolism and neomycin,
kanamycin and gentamicin biosynthesis [39], ChEA
transcription factors including FOXM1 and CDKN2AIP
[40], and KOMP2 mouse phenotypes associated with
abnormal esophagus morphology and enlarged heart
atrium [41] (Figure 5). Signature search revealed gene
perturbations including PTEN and RBBP8 from Per-
turb Atlas Human [43] and chd6 from RummaGEO
Gene [44] (Table 1) and drug perturbations including
MEK162 from DeepCover MoA [45], halofuginone from
RummaGEO Chem [44], and Selinexor and Panobi-
nostat from Tahoe-100M [46] (Table 2) as mimickers.
Top reversers includeded genes perturbations CCND1
and HOXBS8 from Perturb Atlas Human [43] and chd6

from RummaGEO Gene [44] (Table 3) and drugs includ-
ing MEK162 from DeepCover MoA [45], halofuginone
from RummaGEO Chem [44], and Panobinostat and
Selinexor from Tahoe-100M [46] (Table 4).

4. Discussion

The upregulated gene set is characterized by enrich-
ment of neuronal and metabolic terms in the GO
and KEGG libraries, with top GO hits such as neuro-
transmitter loading into synaptic vesicle and cellcell
adhesion regulation [38] and KEGG terms including
phenylalanine, tyrosine, and tryptophan biosynthesis
and steroid biosynthesis [39]. In contrast, the down-
regulated set is dominated by heatacclimation and
nucleotidebiosynthetic processes in GO [38] and by
Selenocompound metabolism and aminoacyltRNA
biosynthesis in KEGG [39]. The transcription factor
BP1 is the only regulator that appears in both the
up and downregulated ChEA lists, indicating a poten-
tial dual regulatory role for this factor across the two
signatures [40]. Phenotypic enrichment from the
KOMP2 library shows that the upregulated genes are
linked to increased pulmonary ventilation and abnor-
mal limb morphology, whereas the downregulated
genes are associated with esophageal abnormalities
and cardiac atrial enlargement, highlighting comple-
mentary organspecific phenotypes between the two
gene sets [41]. Together, these patterns suggest a
shift from synaptic and metabolic processes toward
stressresponse and proliferative pathways in the down-
regulated signature. The gene signature identified by
limmavoom is strongly mimicked by perturbations
that target a cluster of chromatinremodeling and
tumorsuppressor pathways, as evidenced by the pre-
ponderance of Perturb Atlas Human entries such as
PTEN, RBBP8, EZH2, RORC, NME7, YAP1, KAT2A, YY1,
RORA, AMIGO2, LSD1, RC3H1|RC3H2, AFF4 and the
single RummaGEO Gene perturbation chd6 [43], [44].
These perturbations converge on transcriptional regu-
lation, histone modification, and DNArepair machinery,
suggesting that the expression pattern captured in the
signature reflects a coordinated downregulation of
these pathways. Smallmolecule mimickers are dom-
inated by the TahoelOOM series (ranked 13) and a
DeepCover MoA perturbation, indicating that the sig-
nature is also recapitulated by compounds that affect
upstream signaling cascades rather than with gene
expression per se [46], [DeepCoverMoA]. In contrast,
the reverse signature is driven by Perturb Atlas Human
perturbations that activate or upregulate proliferative
and differentiation signals: the top entries CCND1,
HOXB8, RNF20, TP53, and TET1|TET2|TET3 form a
coherent set of genes involved in cellcycle progression,
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Figure 4. Enrichment analysis of the up-regulated gene signature using Enrichr [37]. Bar charts display the top

significantly enriched terms from four libraries. A. GO Biological Process 2023 [38], B. KEGG 2021 Human [39], C.
ChEA 2022 [40], and D. KOMP2 Mouse Phenotypes 2022 [41]. Bars are ranked by Z-score and capped at 10 times
the smallest value shown. Color indicates the source library. The full enrichment results are available to view at

Enrichr.
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Figure 5. Enrichment analysis of the down-regulated gene signature using Enrichr [37]. Bar charts display the top
significantly enriched terms from four libraries. A. GO Biological Process 2023 [38], B. KEGG 2021 Human [39], C.
ChEA 2022 [40], and D. KOMP2 Mouse Phenotypes 2022 [41]. Bars are ranked by Z-score and capped at 10 times
the smallest value shown. Color indicates the source library. The full enrichment results are available to view at

Enrichr.
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transcriptional homeostasis, ubiquitination, and DNA
demethylation [43]. The single significant reverse drug
signature is RummaGEO Chem [44], which may reflect
a compound that antagonizes the same pathways
enriched in the mimicker set, whereas the Tahoel00M
and DeepCover MoA entries appear in the reverse table
but with nonsignificant adjusted pvalues, underscor-
ing their limited ability to reverse the signature. The
juxtaposition of these perturbations illustrates a bio-
logical dichotomy: the signature aligns with loss of
chromatinmodifying and tumorsuppression functions
while being antagonized by perturbations that restore
cellcycle activity and differentiation cues.

The enrichment analysis highlights a pronounced shift
in the transcriptional landscape of HEK293 cells follow-
ing PABPN1 knockdown. Enrichr shows that genes up-
regulated in the knockdown state are unexpectedly en-
riched for neuronal processes such as neurotransmitter
loading into synaptic vesicles and for metabolic path-
ways involving aminoacid biosynthesis and steroid pro-
duction. This contrasts with the downregulated set,
which is dominated by stressresponse and nucleotide
biosynthetic signatures, together with phenotypes as-
sociated with cardiac and esophageal abnormalities.
The appearance of the transcription factor BP1 in both
up and downregulated ChEA lists suggests a dual regu-
latory role that may underpin this dichotomy. Perturb-
Seqr further refines the picture by revealing that the
gene signature is best mimicked by perturbations that
silence chromatinremodeling and tumorsuppressor
modules (PTEN, EZH2, YAP1, KAT2A, LSD1, etc.), imply-
ing that PABPN1 loss may drive a coordinated downreg-
ulation of chromatinmodifying machinery. Conversely,
the reverse signature is enriched for perturbations that
activate cellcycle progression and differentiation path-
ways (CCND1, TP53, TET family), pointing to a com-
pensatory attempt to restore proliferative signals. The
alignment of the knockdown signature with loss of
chromatin regulatory functions, and its antagonism by
cellcycleactivating perturbations, directly addresses
the research question about how PABPN1 depletion
remodels gene expression networks. The unexpected
neuronal enrichment, while not characteristic of a kid-
ney cell line, may reflect the broad influence of PABPN1
on transcriptional fidelity and highlight potential offtar-
get or contextdependent effects that warrant further
investigation.
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