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CDK9-55 guides the anaphase-promoting complex/cyclosome
(APC/C) in choosing the DNA repair pathway choice
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DNA double-strand breaks (DSBs) contribute to genome instability, a key feature of cancer. DSBs are mainly repaired by
homologous recombination (HR) and non-homologous end-joining (NHEJ). We investigated the role of an isoform of the
multifunctional cyclin-dependent kinase 9, CDK9-55, in DNA repair, by generating CDK9-55-knockout Hela clones (through CRISPR-
Cas9), which showed potential HR dysfunction. A phosphoproteomic screening in these clones treated with camptothecin revealed
that CDC23 (cell division cycle 23), a component of the E3-ubiquitin ligase APC/C (anaphase-promoting complex/cyclosome), is a
new substrate of CDK9-55, with S588 being its putative phosphorylation site. Mutated non-phosphorylatable CDC23(S588A)
affected the repair pathway choice by impairing HR and favouring error-prone NHEJ. This CDK9 role should be considered when

designing CDK-inhibitor-based cancer therapies.

Oncogene (2024) 43:1263-1273; https://doi.org/10.1038/541388-024-02982-w

INTRODUCTION

Genome instability is a key feature of cancer since it generates the
genetic diversity that enables the acquisition of hallmarks
capabilities during tumour development and progression [1].
DNA double-strand breaks (DSBs) are among the most toxic DNA
lesions threatening genome stability. To tackle this threat, DSBs
are repaired by two principal processes: homologous recombina-
tion (HR) and non-homologous end-joining (NHEJ) [2]. HR uses the
sister chromatid as a template for faithful repair and requires DNA
end-resection to generate long 3’ single-stranded DNA (ssDNA) to
invade this template; conversely, NHEJ joins DNA ends irrespective
of their original sequence and, thus, is error-prone. NHEJ can act
throughout the cell cycle, whereas HR can only occur in the S/G2
phase when sister chromatids are available. The mechanisms
underlying the choice between HR and NHEJ pathways in S/G2
have extensively been studied. Although the DNA end structure,
repair timing, DNA end-resection, and chromatin context have
been identified as major factors affecting this choice, some
determinants still need to be defined [3, 4].

Cyclin-dependent kinases (CDKs), which are serine/threonine
kinases whose function depends on the interaction with cyclin
regulatory subunits, were first identified in yeast as drivers of cell
cycle progression [5]. However, growing evidence indicates that
CDKs are also involved in other cell processes, such as
transcription, DNA damage response (DDR), cell death, differentia-
tion, immune response, and metabolism [6]. Among the CDKs
performing these non-canonical functions, CDK9, which was

identified about three decades ago by our group [7, 8], is a
multifunctional kinase involved in the regulation of transcription
as part of the positive transcription elongation factor b complex
(P-TEFb) [9], HIV gene expression [10] and also in replication stress
response and DDR [11-14].

CDK9 exists in two isoforms, CDK9-42 (42 kDa) and CDK9-55
(55 kDa), which originate from different promoters separated by
around 500 bp, and with CDK9-55 having 117 additional amino
acids in its N-terminal portion [15]. Here, through a global
phosphoproteomic screening in camptothecin (CPT)-treated Hela
cells knocked out for CDK9-55, we identified cell division cycle 23/
anaphase-promoting complex subunit 8 (CDC23/APC8) as a
possible new CDK9 substrate regulating the activity of the E3-
ubiquitin ligase Anaphase Promoting Complex (also called
cyclosome or APC/C) for the correct DNA repair pathway choice.

RESULTS

Differential expression of CDK9 isoforms modulates DNA
damage response

CDK9 protein was recently described to be involved in DDR
[11-14] and the discrimination between its two protein isoforms
in the DDR was not already performed. We silenced CDK9 proteins
through siRNAs (siCDK9) followed by differential expression of
CDK9 42 or 55 (Fig. 1A and Fig. S1A, S1B) to characterise the CPT
response. First of all, silencing of CDK9 reduces foci number of
phosphorylated Replication Protein A 32Kda (pRPA32) and BRCAT,
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Fig. 1 CDK9 isoforms regulate DNA damage response. A Western blot analysis of CDK9 in HeLa cells transfected with siRNA CDK9 (siCDK9),

or control (siCTR), and after 24 h transfected with the single CDK9 isoforms (pCEFLHA CDK9 55 kDa and pCEFL HA CDK9 42 kDa) or pCEFL HA
control plasmid as indicated by + or —. Upon transfection Hela cells were treated with 1 pM camptothecin (CPT), or not treated, for additional
2 h. RPA32 was used as a DNA damage control and Lamin A/C as a protein loading control. Red and black arrows indicate CDK9 endogenous
and overexpressed protein isoforms, respectively. B Immunofluorescence analysis of HelLa cells transfected and treated as indicated in A;
PRPA32 S4/8 foci number was measured by Fiji software. More than 30 cells were analysed for each condition in 3 independent experiments;
data represent means + standard deviation. C Representative immunofluorescence image of pRPA32, from Hela cells transfected as in B
followed by incubation with CPT for two hours. D BRCA1 foci number of Hela cells, transfected with siCDK9 for 24 h followed by transfection
with indicated coding plasmid DNA, was measured by Fiji software. E Representative immunofluorescence image of BRCA1 of Hela cells
transfected and treated as in B. F RIF1 foci number was measured by Fiji software from HelLa cells transfected and treated as in B. For all
immunofluorescence analyses more than 30 cells were analysed for each condition in 3 independent experiments. G Representative
immunofluorescence image of RIF1, from Hela cells silenced with CDK9 for 24 h followed by differential overexpression of CDK9 42 or 55 kDa
and treated with CPT for two hours. All graphs represent means + standard deviation. Data were subjected to one-way repeated measures
ANOVA with Kruskal-Wallis post-test, to compare all groups. Statistically significant differences are indicated with: **P-value < 0.01 and ***P-

value < 0.001.

confirming its role regulation of DNA repair end-resection
dependent (Fig. 1B, C); the overexpression of 42 or 55 isoforms
recovers pRPA32 foci in a similar manner but not for BRCA1 (Fig.
1D-E). To check if CDK9 silencing could affect the HR repair
favouring the NHEJ, we performed a Replication timing regulatory
factor 1 (RIF1) immunofluorescence [16]. As reported in Fig. 1F-G,
siCDK9 increased the number RIF1 foci in response to CPT in Hela
cells, followed by their reduction with the differential over-
expression of CDK9 isoforms. Over all these data showed a
possible involvement of both CDK9 protein isoforms in the DDR.

CDK9-55KO0 Hela impaired DNA end-resection in response to
CPT and sensitised cells to PARP inhibition

To best described the possible role of CDK9 isoforms in the HR, we
used the CRISPR-Cas9-D10A-nickase system to separately knockout
each isoform in Hela cells. We generated clones knockout for CDK9-
55 (55KO0 cl2, clI3, and cl4) without affecting CDK9-42 levels (Fig. 2A),
whereas we failed in generating viable CDK9-42 knockout clones.
We then treated wt Hela cells and 55KO clones with CPT analysing
the expression of pRPA32 S4/8 [17], and observed its impaired
phosphorylation in 55KO clones compared with control cells after
2 h of treatment (Fig. 2B). The ectopic expression of CDK9 55 HA tag
protein, in 55KO cl2 cells, rescued the pRPA S4/8 protein levels (Fig.
S1Q). Moreover, cell cycle analysis of CDK9 55KO clones reveals no
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cell distribution alteration confirming that the reduction of RPA32
phosphorylation was due a DNA repair defect (Fig. S2A).
Consistently, Single-Molecule Analysis of Resection Tracks assay
[18, 19] (SMART) showed a marked reduction of resected DNA
length in 55KO cl2 compared with wt Hela cells upon CPT
treatment (Fig. 2C). Finally, we analysed a chromatin loading of
RAD51 recombinase (RAD51) showing an impaired loading in
response to CPT (Fig. 2D). These data suggest that CDK9-55
knockout affects the resection dependent double strand breaks
DNA repair. CDK9-55 interacts with the X-ray repair cross
complementing 6 (KU70) [20], a DDR protein; we checked if the
55KO0 could be able to modify the KU70 chromatin loading ability in
response to CPT. In Fig. S2B we showed that, CPT reduced
chromatin loading respect to the untreated condition, in Hela
cells; conversely, the cl2 55KO cells showed a similar KU70
chromatin loading (as reported in P fraction) with respect to
control. Moreover, we performed cell survival and clonogenic assays
with different doses of either Olaparib [21] or CPT, showing an
increased sensitivity to both drugs in 55KO clones compared with
control cells (Fig. 2E, F and Fig. S2C, S2D). Finally, we checked if
55KO cell clones could be sensible to another DSB-inducing agent
as the Etoposide, a topoisomerase Il inhibitor [22], showing an
increased sensitivity of CDK9 KO clones to etoposide treatment,
with respect to control (Fig. S3A e, S3B).
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Fig. 2 Impaired DNA damage response in CDK9-55KO Hela clones. A Western blotting analysis of CDK9 in wild-type (wt) HelLa cells and
CDK9-55KO clones. GAPDH was used as protein loading control. B Western blot analysis of CDK9 and phosphorylated RPA 32 (pRPA32 S4/8) in
wt Hela cells and CDK9-55KO clones (cl2 and cl4) treated with 1 uM CPT for 2h or not treated (NT). The black arrow indicates the
phosphorylated RPA32 bands. Total RPA 32 and lamin A/C were used as DNA damage and a loading control, respectively. C SMART (single-
molecule analysis of resection tracks) assay of wt HeLa and cl2 cells pulse-labelled with BrdU for 24 h and treated with 1 pM CPT, as above. The
graph represent means + standard deviation of more than 200 fibres for each cell type in 3 independent experiments. Statistically significant
differences were evaluated by multiple comparisons with Mann-Whitney to compare 2 groups and indicated as follows: ***P-value < 0.001.
D The soluble (S) and chromatin-enriched cell fractions (P) of HeLa and CDK9 55KO cells treated, or not (NT), with 1 pM of CTP for 2 h were
analyzed by western blotting through the indicated antibodies. Total RPA32 was used as DNA damage control and lamin A/C as a loading
control. Under RAD51 blot was represented a densitometric values of protein normalised with lamin A/C by using Fiji software. E Percentage
of colonies generated through clonogenic assay of wt HeLa cells and CDK9-55KO clones treated with Olaparib at crescent concentrations (1.5-
2-2.5 pM). The graphs represent the means + standard deviation of 3 independent experiments. In the lower panel significant differences,
obtained from one-way ANOVA with Dunnett’s post-test to compare all groups versus control (wt), are indicated with *P-value < 0.05, **P-
value < 0.01. F Clonogenic assay of wt Hela cells and CDK9-55KO clones treated with CTP at crescent concentrations (2.5-5-7 nM). All colonies
were stained 10 days after treatment (Olaparib or CTP) with crystal violet. The graphs represent means + standard deviation of 3 independent
experiments. Statistically analysis was performed by using one-way repeated measures ANOVA with Dunnett’s post-test to compare all groups

versus control (wt) and significant differences are indicated with: *P-value < 0.05, **P-value < 0.01, in the lower panel.

Global phosphoproteomic screening revealed new potential
substrates of CDK9-55 involved in DNA repair
Phosphorylation is one of the principal PTM regulating the DDR
through the action of CDKs or other kinases [23, 24]. We
performed a global phosphoproteomic screening in CPT-treated
and untreated wt Hela and 55KO cl2 to identify possible new
CDK9-55 substrates involved in DDR (Fig. 3A). We detected,
through the phospho-signal intensity of each serine/threonine/
tyrosine (STY), around 7700 proteins differentially phosphorylated
in HelLa and cl2 (Table S1). We selected only peptides with fold-
changes (treated/untreated) > 2 in both wt Hela and cl2. Thus, we
identified 944 unique peptides exceeding the fold-change
threshold in wt Hela and not in 55KO cells and corresponding
to 646 unique proteins, which are possible CDK9 substrates (Table
S2). Gene ontology analysis (http://geneontology.org/) showed
enrichment of 243-fold in the “DNA damage response”
(GO:0006974) (Fig. 3B and Table S3). In particular, we identified
23 proteins involved in the regulation of DNA damage response
(Table S4), whose further analysis revealed a> 100-fold enrich-
ment in the “double-strand break repair via break induced
replication” term (GO:0000727), supporting the possible role of
CDK9-55 in this pathway (Table S5). To verify the reproducibility of
our screening, we performed a GeneVenn analysis between the
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529 putative CDK9 substrates, out of the 646 proteins identified in
our screening - since they mapped into the Uniprot database - and
169 proteins involved in response to CPT, detected in genetic
screening by Olivieri et al. [25]. This analysis showed 12 proteins
identified in both screenings (Fig. 3C and Table S6). We used the
phospho (STY) probability score to indicate the probability that
the STY in each peptide could be phosphorylated, with the best
score set as 1 (Table S1). The amino acid with the best phospho
(STY) score in the peptide sequence was designated as position
PO, and the flanking amino acids were indicated from P-9 to P + 9
(Table S7). The resulting 19-aa peptides from all the 646 potential
CDK9-55 substrates were analysed by using the IceLogo software
(https://iomics.ugent.be/icelogoserver/). This analysis showed a
prevalence of phosphorylated serines followed by proline at P + 1
and preceded by arginine in P-3, thus outlining the putative
consensus sequence of CDK9-55 substrates as RxxSP (Fig. S3Q).
This consensus sequence was found in 48 peptides corresponding
to 43 unique putative substrates with different functions (Table S8
and Fig. S3D); in particular, functional analysis with the DAVID
bioinformatics software (https://david.ncifcrf.gov/) showed 4
proteins with ubiquitin-protein transferase activity (Table S9). We
used PhosphoSite Plus (https://www.phosphosite.org/
homeAction) to analyse the frequency of Rxx(phospho)SP in the
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Fig. 3 Identification of potential CDK9-55-regulated DDR players though global phosphoproteomic analysis. A Graphical representation

of the global phosphoproteomic assay. B Gene ontology analysis of the 646 putative CDK9-55 substrates identified, showing enrichment in
the gene ontology terms “DNA damage response” (GO:0006974). C GeneVenn analysis of the putative CDK9-55 substrates and the DDR

proteins identified in screening by Olivieri et al. [65].

4 ubiquitin transferases, as assessed in high-throughput screen-
ings (HTSs) reported in the database. All steps from phosphopro-
teomic screening all summarised in a flow chart (Fig. S4). CDC23
phosphorylated at S588 (581-NTPTRRVSPLNLSSV-595) and
Damage Specific DNA Binding Protein 2 (DDB2) phosphorylated
at S26 were identified in all the HTSs (Table S9). To explore the
possible role of the RxxSP motif in cancer biology, we searched
the catalogue of somatic mutations in cancers (COSMIC, https://
cancer.sanger.ac.uk/cosmic) and found a deletion in the CDC23
consensus sequence in large intestine cancer samples, and no
mutation in DDB2. Moreover, protein sequence analysis showed
that the RxxSP motif of CDC23, but not of DDB2, was conserved in
Xenopus laevis and Gallus gallus, suggesting a possible important
role of this motif through the species (Fig. S5A). In order to
validate the phosphoproteomic data, we performed a protein
kinase assay to check if CDK9-55 specifically phosphorylates
CDC23 protein at S588; to this aim, we purified, from E.coli, GST-
CDK9-42, GST-CDK9-55, GST-cyclin T1, GST-CDC23 wt, GST-CDC23
S588A and RNAPI-CTD [26] wt, as a positive CDK9 substrate
control [27]. As reported in Fig. S5B, CDK9-42 was able to
phosphorylate CDC23 independently by the mutated Serine at
position 588. Surprisingly, CDK9-55 phosphorylate CDC23 wt
protein in a more specific manner respect to the short CDK9
protein isoform. Finally, the amino acid point mutation S588A
reduces the phosphorylation ability of CDK9-55 protein, revealing
CDC23 as its new possible substrate. CDC23 (also known as APC8)
is a subunit of the E3-ubiquitin ligase APC/C, a 1.5-MDa protein
complex consisting of four domains: the scaffolding platform,
Tetratricopeptide repeat (TPR) lobe, catalytic core, and co-
activators [28]. This complex, besides playing a role in cell cycle
control by mediating the timely degradation of components of
the cell cycle machinery [29], has recently been implicated in DNA
repair [30-33]. Overall, given that CDC23 is part of a complex
involved in DDR, considering the conservation of its RxxSP motif
among species and its mutation in cancer, we decided to further

SPRINGER NATURE

investigate the role of CDK9 55 kDa phosphorylation on CDC23
5588 in DNA repair.

pCDC23 S588 is not involved in the regulation of the APC/C
complex assembly

We generated Hela cells expressing a mutated non-
phosphorylatable CDC23, in which S588 was substituted with
alanine (S588A) by using the CRISPR-Cas9-D10A system obtaining
two cell clones carrying heterozygous substitution (Fig. S5C).
Given the central role of APC/C in cell cycle regulation [29], we
analysed the cell cycle profile of both wt Hela cells and
CDC23(S588A)-mutated clones (cl8 and cl9) and observed no
meaningful difference in cell distribution (Fig. S5D). First of all, we
analysed, by western blot and immunofluorescence, the activation
of pRPA32 S4/8 upon treatment with CPT for two hours, showing
the same pRPA32 activation levels in cl8 and cl9 respect to Hela
control cells (Fig. 4A-C). Moreover, we performed a reciprocal
endogenous co-immunoprecipitation of CDC23 and APCI, a
platform component [28], in wt Hela and cl9 treated with CPT
observing similar assembly ability (Fig. 4D and Fig. S6A). To further
confirm these observations, we performed reciprocal co-
immunoprecipitation of CDC23 and APC1 also in CDK9-55KO cl2
and observed no meaningful difference compared with wt Hela
cells (Fig. 4E and Fig. S6B).

CDC23(S588A) impairs HR

We analysed the effect of CDC23 silencing on DDR in Hela cells
through a small interfering RNA against CDC23 (siCDC23). We
monitored the phosphorylation of RPA32 at S4/8 (pRPA32 S4/8)
and checkpoint kinase 1 (CHK1) at S345 (pCHK1 S345), as a
readout of DNA end-resection and [17, 34, 35], upon CPT
treatment, showing an impaired phosphorylation of both factors
in CDC23-silenced cells (Fig. 5A and Fig. S6C), consistent with the
recently described role of APC/C in DNA repair [30-33]. To analyse
the role of Serine 588 phosphorylation in CDC23 protein, we

Oncogene (2024) 43:1263-1273
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Fig. 4 Unaltered APC/C complex formation in Hela cells carrying the non-phosphorylable mutant CDC23(S588A) in response to
camptothecin (CPT). A Western blotting analysis of CDC23 and pRPA32 (pRPA32 S4/8) in wild type (wt) HeLa and CDC23 (S588A)-mutated
clones (clI8 and cl9) (treated or not with 1 pM CPT for 2 h). The black arrow indicates the phosphorylated RPA32 bands. Total RPA32 and lamin
A/C used as a DNA damage and loading control, respectively. B pRPA32 S4/8 foci intensity, measured by Fiji software, of HeLa and CDC23
S588A cI8 and cl9 treated with CPT at 1 pM for 2 h. More than 30 cells were analysed for each condition in 3 independent experiments; data
represent means + standard deviation. C Representative immunofluorescence images of pRPA32 S4/8, from HelLa wt and CDC23 S588A cells
treated as in B. D Immunoprecipitation assay of HelLa cells and CDC23(S588A)-mutated cl9, with CDC23 antibody, or IgG control. All cells were
treated with 1 uM CPT for 2 h or not treated (NT). Total RPA32 was used as DNA damage and loading control. E Immunoprecipitation assay,
with CDC23 antibody, performed in wt Hela cells and CDK9-55KO cl2 treated or not with 1 pM CPT. Total RPA32 antibody was used as in D.
The black arrow indicates the phosphorylated RPA32 bands. An Anti-CDK9 antibody was used to verify CDK9 55KO in cl2 cells respect to Hela

wt and the black arrows indicate the corresponding protein kinases.

cloned a CDC23 coding sequence in a pFLAG vector to generate
non-phosphorylable S588A and phosphomimetic S588D mutants.
First of all, CDC23 silencing reduced the pRPA32 foci intensity
which was rescued by the wt protein but also by the two S588
mutants in a similar manner (Fig. 5B, C). In Fig. S6D and S6E, we
demonstrated that the CDC23 silencing reduced the BRCA1 foci
intensity, rescued by the expression of wt protein but not by the
overexpression of CDC23 S588A. Conversely, overexpression of
the CDC23 phosphomimetic mutant increases the BRCA1 signal in
a similar manner to wt protein (Fig. S6D and S6E). Consistently,
transfection with siCDC23, markedly reduced the HR frequency,
measured by Direct Repeat-Green Fluorescent Protein (DRGFP)-
expressing Hela cells, [36] (Fig. 5D); moreover, re-expression of wt
CDC23 led to HR recovery. Consistently with the BRCA1 foci (Fig.
S6D and S6E), the complementation of HeLa-DRGFP siCDC23 cells
with the phosphomimetic mutant rescued the HR ability in a
similar manner to wt CDC23 protein, with respect to S588A
mutant (Fig. 5D). We performed a SMART assay, after treatment
with CPT, showing a reduced resected DNA length in
CDC23(S588A)-mutated cl9 cells compared with the control (Fig.
5E). Moreover, FACS analysis of Bromodeoxyuridine (BrdU)
incorporation in non-denaturing conditions [37], confirmed an
impaired formation of resected ssDNA (Fig. 5F) [27]. One of the
important steps of the HR is the strand invasion which is regulated
by RAD51 [38]; the analysis of RAD51 foci, by immunofluores-
cence, showed a reduced signal in cl9 (Fig. S7A). Consistently,
chromatin loading of RAD51 in HeLa CDC23 S588A cell clones was
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reduced with respect to the control in response to CPT treatment
(Fig. S7B). Recently, APC/C was described to regulate CtIP protein
stability through a phosphorylation mechanism for correct DNA
end resection [31, 39]. We checked if 55Kda knockout could be
involved in the regulation of CtIP activity treating Hela and cl2
cells with CPT followed by drug washout to monitor CtIP protein
degradation. As reported in Fig. S7C, two hours of CPT treatment
induced a phosphorylation of CtIP protein, indicated by the
presence a higher MW protein band (black arrow). Moreover, we
observed a reduction of CtIP phosphorylation in cl2 followed by
unaltered protein degradation upon CPT washout, respect to HelLa
control cells, consistent with a reduction of DNA end resection
described in Fig. 2. In order to analyse the effect of CDC23 S588A
onto CtIP, we carried out the same experiment in clone 9 showing
non-significant differences in CtIP phosphorylation and degrada-
tion with respect to control cells at any time points (Fig. S7D)
suggesting a different inhibition mechanism onto HR. Finally, APC/
C was described to be involved in the regulation of DNA damage
response through polyubiquitination [30] of Ubiquitin specific
peptidase 1 (USP1) favouring the HR; we showed in Fig. S7E, a
reduced USP1 polyubiquitination signal in cl9 respect to Hela cells
consistent with an impaired HR. As reported in literature, Poly
[ADP-ribose] polymerase 1 (PARP1) inhibitors [40] showed a
synthetic lethal phenomenon with an impaired HR defective
tumour; to check if Hela cells, carrying CDC23 S588A point
mutation, could be synthetic lethal with Olaparib treatment, we
performed cell survival and clonogenic assays, showing an
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Fig.5 CDC23 S588A impairs the HR. A Western blot analysis of pRPA32 S4/8 and CDC23 of Hela cells transfected with a small interfering RNA
(siRNA) CDC23 (siCDC23) or with a non-targeting control siRNA (siCTR) and treated, after 72 h, with 1 pM of CPT treatment for 2 h. Total RPA32
and Lamin A/C total were used as DNA damage and loading controls, respectively. B The plot represents the pRPA32 S4/8 foci intensity
analysis of HeLa cells transfected with siCDC23 or siCTR for 24 h and transfected also with the indicated coding plasmids for additional 48 h.
All cells were treated with 1 uM CPT. The analysis of data was carried out with Fiji software. Plot represent means + standard of more than 30
cells for each condition of 3 independent experiments. Moreover, data were subjected to one-way repeated measures ANOVA with Kruskal-
Wallis post-test, to compare all groups. Statistically significant differences are indicated with *P-value < 0.05, **P-value <0.01, and ***P-
value < 0.001. C Representative immunofluorescence images of pRPA32 S4/8 of Hela cells transfected and treated as in B. D Hela cells, stably
expressing pDR-GFP vector, were transfected with plasmids (pFLAG-CMV1) expressing siRNA-resistant mRNAs encoding either wt CDC23,
mutated CDC23(S588A) or CDC23 (S588D). The empty vector was used as a control. GFP levels were measured by FACS. Homologous
recombination (HR) frequency is expressed as a percentage relative to siCTR (set as 100%). Data represent means + standard deviation (n =3
independent experiments) and they were subjected to ANOVA with multiple comparison post-test to compare all groups. Statistically
significant differences are indicated with: ***P-value < 0.001. E SMART (single-molecule analysis of resection tracks) assay in wt HelLa cells and
CDC23(S588A)-mutated cl9 pulse-labelled with BrdU for 24 h and then treated with 1 uM camptothecin (CPT) for 2 h. More than 200 fibres
were analysed for each cell type in 3 independent experiments; data represent means + standard deviation. Data were subjected to an
unpaired Student t-test. Statistically significant differences are indicated with ***P-value < 0.001. F FACS analysis of BrdU incorporation in non-
denaturing conditions in wt HelLa and cl9, treated or not treated (NT) with 1 pM camptothecin (CPT) for 2 h.

increased sensitivity to Olaparib in CDC23 S588A cell clones
compared with control cells (Fig. S8A and S8B). Moreover, we
analysed cell survival and clonogenic assays of CDC23 S588A cell
clones in response to CPT treatment showed reduced viability
with respect to HelLa wt cells (Fig. S8C and S8D). To analyse the
possible effect of another DNA damaging agent onto the cell
viability, we performed cell survival and clonogenic assays, in
response to Etoposide treatment, showing an increased sensitivity
of cl8 and cl9 cell lines, respect to control (Fig. S9A and S9B).
Furthermore, we analysed the possible involvement of CDC23
S588 phosphorylation in CDK9 55 DNA damage signalling, we
transfected CDC23 coding plasmids in HelLa cells CDK9 55KO cl2
cells followed by CPT treatment; as reported in supplementary Fig.
S9C, overexpression of CDC23 S588A and S588D induces an
increased foci intensity of pRPA32 S4/8 respect to the control.
Conversely, only the overexpression of CDC23 phosphomimetic
mutant (S588D) was able to recover the RAD51 foci intensity (Fig.
S9D). Finally, to check if the overexpression of CDC23 mutants
could negatively dominate the checkpoint activation in response
to camptothecin we monitored pCHK1 S345 and pCHK2 T68
activations [41]. As reported in Fig. ST0A and S10B, CDC23 protein
mutants do not affect CHK1 and CHK2 phosphorylation ability in
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response to camptothecin; interestingly, CDC23 S588D was able to
induce the activation of pCHK1 and pCHK2 in untreated
conditions.

HelLa CDC23 S588A cells showed a NHEJ repair in response to
CPT treatment

Considering that APC/C has been recently implicated in choosing
the DSB repair pathways [30], and our data obtained from the
complementation assay with the CDC23 mutants (Fig. 5), we
explored the role of CDC23 phosphorylation at S588 in the
regulation of the NHEJ. First of all, we performed a RIF1
immunofluorescence analysis in HelLa cells silenced for CDC23
protein and complemented with its different mutants. As reported
in Fig. 6A, B, CDC23 silencing does not change the RIF1 foci
intensity; conversely, complementation with wt or S588D proteins
reduces immunofluorescence signals compared to siCDC23 pFLAG
cells. Interestingly, the transfection with S588A mutant increases a
RIF1 foci intensity (Fig. 6A, B). To confirm these data, we used Hela
cells stably expressing pimEJ5GFP, [36] a reporter system to
measure NHEJ [42]. We observed similar NHEJ efficiency in cells
transfected with siCDC23 and siCTR but also after re-expression of
a siRes wt CDC23 (Fig. 6C). The expression of S588D does not
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Fig. 6 CDC23 S588A regulates DNA repair pathway choice favouring the non-homologous and joining (NHEJ). A Immunofluorescence
analysis of Hela cells, transfected with siCDC23 or siCTR for 24 h followed by second transfection with indicated coding plasmids for
additional 48 h. All cells were treated with 1 uM CPT and RIF1 foci intensity was analysed with Fiji image analysis software. The graph shows
the means + standard deviation of 3 independent experiments and more than 30 cells for each condition. Statistically differences were
analysed one-way repeated measures ANOVA with Kruskal-Wallis post-test, to compare all groups and indicated with: *P-value < 0.05 and ***P-
value < 0.001. B Representative immunofluorescence images of RIF1 of Hela cells transfected and treated as in A. C Hela cells, stably
expressing pimEJ5GFP, were transfected with siCDC23 or siCTR and then co-transfected with either wt CDC23, mutated CDC23(S588A) and
CDC23(S588D). The empty vector was used as a control. GFP levels were measured by FACS analysis. NHEJ frequency is expressed as a
percentage relative to siCTR (set as 100%). Data represent means + standard deviation (n = 3 independent experiments). Data were subjected
to multiple to one-way repeated measures ANOVA with multiple comparison post-test to compare all groups. Statistically significant
differences are indicated with: ***P-value < 0.001. D The graph shows the number of clones expressed as a percentage relative to control (set
as 100%) of Hela and cl9 cells co-transfected with a small interfering RNA (siRNA) 53BP1 (si53BP1) and selected by hygromycin B. Data
represent means + standard deviation (n = 3 independent experiments). Statistically differences were evaluated by one-way Anova with Tukey
post-test to compare all pairs of data and indicated with: ***P-value < 0.001. E Western blotting of 53BP1 loading onto chromatin obtained
from wt HeLa and CDC23(S588A)-mutated cl9, treated or not (NT) with 1 pM camptothecin (CPT) for 2 h followed by CPT washout for 60- and
120-min. CSK purification was carried out as in material and methods to obtain a soluble (S) and a chromatin-enriched (P, as pellet) fraction.
Total RPA32 and Lamin A/C were used as controls of the supernatant or the chromatin-enriched fraction, respectively. The black arrow

indicates the phosphorylated RPA32 bands. Densitometric analysis of 53BP1 was carried out by using Fiji.

affect NHEJ repair ability contrarily to S588A mutants which
increases its repair frequency. These results suggest that CDC23
S588A mutant has a dominant negative effect on the endogenous
wt protein favouring NHEJ repair (Fig. 6A, C and Fig. S6D).
Moreover, we analysed the possible activation of NHEJ, in
response to CPT induction, in Hela wt and CDC23 S588A cell
clones. To this aim, we performed a plasmid DNA random
integration assay [43] and observed an increased plasmid
integration in cl9 compared with wt Hela cells (Fig. 6D).
Furthermore, in wt Hela cells treated with CPT, the loading of
53BP1 onto chromatin was reduced upon 60 and 120 min of CPT
washout, consistent with repair DBSs through HR (Fig. 6E);
conversely, 53BP1 chromatin loading persisted in cl9 at all time
points (Fig. 6E). Consistently, 53BP1 foci decreased in wt Hela cells
upon CPT washout, whereas remained unchanged in cl9 (Fig. S10C
and S10D). Finally, we observed an increase of RIF1 foci in cl9
compared with wt Hela cells, upon CPT treatment (Fig. S10E).
Overall, these data showed an impairment of the HR favouring the
repair of the CPT-induced DNA damage via NHEJ for the
CDC23(S588A)-mutated cells.
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DISCUSSION

Previous studies implicated CDK9 in DDR and replication stress
response, thus pointing to this multifunctional kinase as a new
possible regulator of DNA repair [11-14]. CDK9 has two isoforms,
CDK9-42 and CDK9-55; most previous studies exploring CDK9
functions used siRNAs targeting the common portion of these two
proteins [44, 45]. First of all, we silenced CDK9 though siRNA,
followed by differential overexpression of CDK9 isoforms showing
an involvement of 42 and 55 in DDR. We set out to study the role
of the CDK9 isoforms in DDR through the CRISPR-Cas9-D10A
nickase system to obtain a complete knockout of each isoform
separately in Hela cells. We generated 55KO clones without
affecting CDK9-42 levels. Conversely, we failed in generating
viable CDK9-42KO clones probably related to its central role of this
isoform in the regulation of RNA polymerase Il activity [46-48]. We
demonstrated a marked impairment of DNA end-resection, which
is fundamental for HR, upon CPT treatment in 55KO clones
compared with the control cells, as revealed by both pRPA32 S4/8
expression and SMART assay. Consistently, CtIP phosphorylation
and degradation were impaired in CDK9 55 KO clone, upon DNA
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damage induction, confirming a reduction of DNA repair
mechanism resection dependent. Moreover, 55KO clones were
more sensitive to PARP inhibition, which previously proved to be
synthetic lethal with HR defects [21], thus, suggesting possible HR
dysfunction in 55KO cells. Among the PTMs, phosphorylation plays
a crucial role in replication stress response [49] and DSB repair
[23, 24, 50]; we performed a global phosphoproteomic screening
in wt Hela and 55KO cells, treated or not with CPT, to identify
potential CDK9-55 substrates involved in DDR. We identified 7700
proteins deregulated, confirming the high impact of phosphoryla-
tion in DDR. Proteomic data analysis revealed possible roles of
CDK9-55 mainly in regulating ubiquitination, DNA replication, and
DSBs repair. We compared our results with those obtained in
genetic screening by Olivieri et al. [25] to verify the reproducibility
of our screening for the identification of potential DDR players. We
detected 12 proteins common to both screenings. CDKs
phosphorylate their substrates in consensus sequences of the
target proteins, with some differences among family members
[51]. Generally, CDKs show preferences for the phosphorylable
amino acids serine and threonine, followed by proline in the +1
position and a basic residue at the +3 position [52]. As previously
reported, CDK9 seems to lose its dependency on the basic residue
at P+ 3, as in the case of the RNA polymerase I, phosphorylated
by CDK9 at the C-terminal domain (YSPTSPS) [9]; moreover, CDK9
phosphorylation sites also seem not to depend on the proline at
P + 1 [53]. Through the analysis of the phospho (STY) probabilities
of the peptides detected by the phosphoproteomic screening, we
identified a new CDK9-55 consensus sequence, RxxSP. The search
for proteins containing this motif, among the putative CDK9-55
substrates, led to the selection of CDC23 as a possible target of
CDK9-55 involved in DDR, with S588 being the putative
phosphorylation site. We focused on this protein because it is
part of the E3-ubiquitin ligase complex APC/C involved in DDR,
and its RxxSP motif is conserved among species and mutated in
cancer. APC/C regulation by PTMs is crucial for controlled target
degradation [54, 55]; in particular, the APC/C binding with the two
co-activators CDC20 and CDH1 during mitosis is regulated by
CDK1 [56] and polo-like kinase PLK1 [57]-mediated phosphoryla-
tion. CDC23 is involved in substrate recognition and APC/C activity
through the binding with the CDC20 protein during mitosis [58].
We generated a CDC23 FLAG tag non-phosphorylable (5588A) and
phosphomimetic (5588D) coding plasmids showing the inability of
S588A to activate the HR, through the DR-GFP reporter plasmid,
leading to the activation of the NHEJ in response to CPT
treatment. Conversely, CDC23 phosphomimetic protein was able
to rescued the HR ability in similar manner to CDC23 wt protein.
Interestingly, CDC23 S588D could be able to induce the activation
of checkpoint control proteins in absence of DNA damage
mimicking a DDR activation. Through the CRISPR-Cas9-D10A
system, we generated Hela cells stably expressing the non-
phosphorylable CDC23(S588A) mutant. These cells showed similar
APC/C complex formation ability compared with wt cells during
DDR. Moreover, we observed the interaction of CDC23 with the
platform protein APC1, identifying most of the APC/C components
by LC/MS analysis of the proteins co-immunoprecipitated with
either wt CDC23 or CDC23(S588A), but not the CDC20 and CDH1
co-activators. We also observed no effects of CDC23 mutation
(S588A) on cell cycle profile. Consistently with the experiments in
Hela cells transfected with the CDC23 S588A coding plasmid, this
mutation impacted the DNA repair pathway choice, impairing HR
and favouring NHEJ, as detected by different methods in Hela
cells. Moreover, we observed no NHEJ activity increase in Hela
siCDC23 cells probably dependent by a reduced APC/C complex
assembly. However, the end-resection marker pRPA32 S4/8
[17, 37] showed similar levels between wt Hela and
CDC23(S588A)-mutated cells; this phenomenon could be in
agreement with a possible negative role of RPA32 S4/8
phosphorylation [59] onto the DNA end-resection process.
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Although further studies are needed to clarify the role of RPA32
phosphorylation in the contest of DNA repair pathway choice.
Recently, APC/C has also been implicated in choosing the DNA
repair pathway by mediating the polyubiquitination of the USP1
and, thus, preventing it to destroy the K63-linked poly-ubiquitin
chains on histones, which are necessary for the proper recruitment
of the HR factor BRCA1 [30]. Moreover, APC/C inhibition caused
USP1 persistence and increased 53BP1 and RIF1 foci, leading to
NHEJ [30]. Consistently, we observed increased ubiquitination of
USP1 in Hela cells, treated with CPT, as pro-HR mechanism;
conversely, in HeLa CDC23 S588A cell clone we observed reduced
USP1 ubiquitination as a pro-NHEJ mechanism. Similarly, we
observed persistence of 53BP1 and RIF1 foci upon CPT treatment
in CDC23(S588A)-mutated cells. The possible crosstalk between
USP1 and CDK9 deserves future investigation. Overall, we found a
new CDK9-55 consensus sequence, which led to the identification
of the APC/C subunit CDC23 as a new CDK9-55 substrate guiding
the DNA repair pathway choice. Considering the recently
established role of CDKs in DDR, their inhibition has been
proposed to sensitise cancers to DNA-damaging chemotherapeu-
tics or PARP inhibitors [23]. CDK9 could be a valuable target,
especially in tumours with dysregulated transcriptional programs
[60]. Our data add a new understanding to CDK9 functions, which
should be considered when designing CDK-inhibition-based
therapies.

MATERIAL AND METHODS

Cell culture, DNA constructs, and transfection

The Hela cell line was obtained by the American Type Culture Collection
(ATCC, CCL-2). Cells were cultured in Roswell Park Memorial Institute (RPMI)
1640 (Thermo Fisher Scientific) supplemented with 10% foetal bovine serum
(FBS, Thermo Fisher Scientific), penicillin (100 U/ml), streptomycin (100 pg/
ml), and 2 mM glutamine at 37 °C in a humified atmosphere containing 5%
CO,. The plasmid encoding wt CDC23 was constructed by cDNA
amplification form Hela cells, followed by digestion with the EcoRIl and
BamHI restriction enzymes and ligation in the pFLAG-CMV1 vector. We
generated the CDC23(S588A) and siCDC23 resistant plasmids through the
QuikChange |l Site-Directed Mutagenesis Kit (Agilent) according to the
manufacturer instructions with the primers indicated in Supplementary
Table S10. For silencing experiments, HelLa cells were transfected with 50 nM
siCDC23 (5'-GAAAUUAAAUCCUCGGUAUUU-3Y), [58] si53BP1 (5-GAAGGACG-
GAGUACUAAUAJTAT-3') [30], siCDK9 (Table S10) or siCTR using Dharmafect
1 (Horizon Discovery) according to the manufacturer instructions. Com-
plementation experiments were carried out by co-transfecting siRNA
resistant plasmids and siRNAs targeting protein by using the Lipofectamine
3000 following the manufacturer instructions. CDK9-55KO and
CDC23(S588A)-mutated Hela cells were generated through the CRISPR-
Cas9-D10A system. Briefly, cells were transfected with lenti dCAS-VP64_Blast
(gift from Feng Zhang; Addgene plasmid #61425; http://n2t.net/
addgene:61425; RRID: Addgene_61425) and selected with Blasticidin;
CRISPR-Cas9 expression was verified by western blotting; HeLa dCAS9 cells
were transfected with the pGL3-U6-sgRNA-PGK-puromycin plasmids (gift
from Xingxu Huang; Addgene plasmid #51133; http://n2t.net/
addgene:51133; RRID: Addgene_51133) containing guide RNAs targeting
CDK9-55 (G1: 5-GGTGGCGCGTCCCGCTGCAT-3' and G2: 5'-ATGCAGCGG-
GACGCGCCACC-3)) to edit ATG for CDK9 55 (NC_000009.12:127785798-
127790792 Homo sapiens chromosome 9) or targeting CDC23 for S588A
generation (G1:  5-CGGTGGTAGGAGTCTCGCCT-3 and G2: 5'-
GTCTTCTGTCACGCCATAGT-3) to edit TCT for (CDC23 S588A
(NC_000005.10:¢138189010-138187650 Homo sapiens chromosome 5), in
the presence of the corresponding replacement DNA for HR (Table S10),
followed by selection with 5 pg/ml of puromycin. The generated cell clones
were analysed by western blotting and sequenced to verify the knock-out/
knock-in. The pCBAScel [61] plasmid was a gift from Maria Jasin (Addgene
plasmid #26477; http://n2t.net/addgene:26477; RRID: Addgene_26477),
pDRGFP [62] plasmid was a gift from Maria Jasin (Addgene plasmid
#26475; http://n2t.net/addgene:26475; RRID: Addgene_26475), pEJ5GFP [42]
plasmid was a gift from Jeremy Stark (Addgene plasmid # 44026; http://
n2t.net/addgene:44026; RRID: Addgene_44026). For pCEFL HA CDK9 42 Kda
we designed a oligonucleotides sequence, indicated in the supplementary
table S10, followed by PCR using a cDNA and cloning. Finally, to clone CDK9
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55 Kda into pCEFL HA vector we used the oligonucleotides (Table S10) for
PCR reaction using a pGEM-T CDK9 55 Kda as DNA.

Antibodies and western blotting

The following antibodies were used: CDK9 D7 (1:500, sc-13130, Santa Cruz
Biotechnology), RPA32 (1:5000, A300-244 A, Bethyl Laboratories), RPA32 S4/S8
(1:2000, A300-245 A, Bethyl Laboratories), Lamin A/C (1:1000, #4777, Cell
Signalling), CDC23 (1:1000, ab182003, Abcam), APC1 (1:1000; A301-653A,
Bethyl Laboratories), 53BP1 (1:1000, NB100-304, Novus Biological), HA-tag
(1:500, sc-805, Santa Cruz Biotechnology), CHK1 S345 (1:1000, #2348, Cell
Signalling), CHK1 (1:1000, #2360, Cell Signalling), GAPDH (1:1000, sc-25778,
Santa Cruz Biotechnology), phospho-CHK2 T68 (1:1000, #2197, Cell Signalling),
USP1 (1:1000, 14346, Proteintech), RAD51 (1:1000, NB100-148, NovusBiologi-
cal), KU70 (1:1000, sc-1486, Santa Cruz Biotechnology). For total protein
extraction, cells were lysed at 4°C in 50 mM HEPES pH7.5, 1% Triton X-100,
150 mM NaCl, 5mM EGTA, supplemented with a protease and phosphatase
inhibitor cocktail (Roche Applied Science). Lysates were clarified by
centrifugation at 10.000 x g for 20min at 4°C. Lysates containing equal
amounts of proteins, as estimated through the Bradford assay (BioRad), were
subjected to SDS-PAGE. Chemiluminescent images were obtained using the
ImageQuant LAS 500 (GE Healthcare). Densitometric analysis of phosphory-
lated protein was carried out in the following way: first of all, total protein was
normalised with the loading control followed by normalisation of phosphory-
lated protein to the corresponding protein.

Immunoprecipitation

For protein co-immunoprecipitation, HelLa cells were lysed in protein
extraction buffer as for western blot. The protein lysate was quantified, and
2mg, for each condition, were pre-cleared with protein G plus agarose
(22851, ThermoFischer Scientific) 45 min at 4 °C on rocking. Immunopre-
cipitation was carried out at 4 °C on rocking overnight with either CDC23
(1 ug Ab to 1 mg of proteins, ab182003, Abcam), APC1 (1 ug Ab to 1 mg of
proteins, A301-653A, Bethyl Laboratories), anti-FLAG M2 (1 pg Ab to 1 mg
of proteins,F1804, Sigma Aldrich), IgG isotype mouse control (1 ug Ab to
1mg of proteins, #31903, ThermoFisher Scientific), IgG isotype rabbit
control (1 pug Ab to 1 mg of proteins, #02-6102, ThermoFisher Scientific),
USP1 (1 pg Ab to 1 mg of proteins, 14,346, Proteintech).

Cell fractionation

Cell fractionation was performed as previously described with minor
modifications [63]. Briefly, 3 x 10° cells, per condition, were collected and
re-suspended in 200 pl of CSK buffer (10 mM PIPES pH 6.8, 100 mM NaCl,
300 mM MgCl2, 1 mM EGTA, T mM DTT, 0.1% Triton X-100, 0.34 M sucrose)
supplemented with protease and phosphatase inhibitors and kept 5 min
on ice. The soluble cytoplasmic fraction (S) was separated from nuclei (P)
by 4 min centrifugation at 1300xg at 4 °C. The P fraction was washed with
CSK then re-suspended in 200 ul of western blot buffer, sonicated and
centrifuged for 30 min at 4°C at 10.000 x g. Samples were subjected to
SDS-PAGE and analysed by western blot with the indicated antibodies.

Immunofluorescence

Hela cells, grown on glass coverslips, were fixed with 4% paraformalde-
hyde and permeabilized with 0.2% Triton X-100. Samples were blocked
10 min in 1% BSA at RT and incubated 1 h with anti-RAD51 (1:200, sc8349,
Santa Cruz Biotecnology), anti-53BP1 (1:300, NB100-304, Novus Biological),
anti-RIF1 (1:300, A300-567A Bethyl Laboratories), anti-RPA32 S4/8 (1:200,
A300-245A Bethyl Laboratories), anti-BRCA1 (1:200, A300-000A Bethyl
Laboratories) at 37 °C. After washing, samples were incubated 45 min at
37 °C with AlexaFluor 594-conjugated chicken anti-rabbit (ThermoFischer
Scientific) and analysed with a Zeiss LSM900 confocal microscope. The foci
intensity and foci per cell values were calculated by Fiji software.

ssDNA formation assay

The ssDNA formation assay was performed as reported previously [64] with
some modifications. Briefly, wt HeLa and CDC23(S588A)-mutated cells
were pulse-labelled for 24 h with 10 uM BrdU and treated with 1 uM CPT
(Santa Cruz Biotechnology) for 2 h. In order to quantify the amount of
resected ssDNA we worked in non-denaturing conditions. Cells were
harvested by trypsinization. After washing with 1X PBS, 1x 10° cells for
each experimental point were fixed with 4% paraformaldehyde in 1X PBS
for 15 min at RT followed by permeabilisation with 1X PBS containing 0.1%
Triton X-100 for 30 min at RT. Cells were washed in 1X PBS twice and re-
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suspended in 100 pl of incubation buffer (1X PBS + 0.5% Saponin) with the
anti-BrdU antibody (1:100, clone B44, 347580, BD Biosciences) for 1 h at RT
or just incubation buffer, as a control. Cells were washed with incubation
buffer and re-suspended with 100 pl of 488-conjugated rabbit anti-mouse
(Thermo Fisher Scientific) for 45 min at RT. The percentage of BrdU positive
cells was determined using the CellQuest Software (Becton Dickinson). The
threshold level identifying FITC positivity was set following comparison
with cells incubated with only the secondary antibody.

Single-Molecule Analysis of Resection Tracks (SMART)

SMART was carried out as previously described [18] with some modifications
[19]. Briefly, wt Hela, CDK9-55KO cl2, and CDC23(S588A)-mutated cl9 were
pulse-labelled with 10 uM IdU and incubated at 37 °C in a standard 5% CO,
incubator for 24 h, followed by treatment with 1 uM CPT for 2 h. Hela cells
were resuspended in ice-cold 1X PBS at the concentration of 2.5 x 10° cells/ml
and diluted in a 1:8 proportion with unlabelled cells at the same concentration;
2.5 pl of cells were mixed with 7.5 pl of spreading buffer (0.5% SDS in 200 mM
Tris-HCl, pH7.4, 50 mM EDTA) directly on the upper part of the slides and
incubated at room temperature (RT) for 10 min. The slides were tilted to 15°,
and the DNA spreads were air-dried for 10 min. The DNA fibres were fixed in
3:1 methanol/acetic acid at —20°C for 15 min; the slides were washed in 1X
PBS twice and incubated in 70% ethanol and 30% water overnight at 4 °C. The
slides were then washed twice in 1X PBS, blocked with 5% BSA in 1X PBS for
30 min at RT, and incubated with 1:300 Anti-BrdU clone BU1/75 (ICR1) for one
hour at 37 °C, followed by incubation with 1:400 Alexa Fluor 488-conjugated
chicken anti-rat antibody. The DNA fibres were washed with 1X PBS twice and
the slides were mounted with ProLong Gold Antifade Reagent (Life
Technologies).

Phosphoproteome analysis

Proteins were extracted from cells using a lysis buffer consisting of 9 M urea,
50 mM Tris-Cl, pH 7.5, 1 mM EDTA, and phosphatase inhibitors. 1.5 mg of each
sample was reduced with 5mM dithiothreitol, alkylated with 10mM
iodoacetamide, diluted to 2 M urea, and digested with trypsin at 1:50 enzyme:
protein ratio. Peptides were purified using C18 SepPak column (Waters) and
phosphopeptides were enriched using Titansphere Phos-TiO (GL Sciences Inc.).
Liquid chromatography tandem mass spectrometry (LC-MS/MS) analysis was
performed by the Proteomics and Metabolomics Facility at the Wistar Institute
using a Q Exactive Plus mass spectrometer (ThermoFisher Scientific) coupled
with a Nano-ACQUITY UPLC system (Waters). Samples were injected onto a
UPLC Symmetry trap column (180 um i.d. x 2 cm packed with 5 um C18 resin;
Waters). Peptides were separated by reversed phase HPLC on a BEH C18
nanocapillary analytical column (75um id. x 25cm, 1.7 pym particle size;
Waters) using a 2-h gradient formed by solvent A (0.1% formic acid in water)
and solvent B (0.1% formic acid in acetonitrile). Eluted peptides were analyzed
by the mass spectrometer set to repetitively scan m/z from 400 to 2000 in
positive ion mode. The full MS scan was collected at 70,000 resolutions
followed by data-dependent MS/MS scans at 17,500 resolutions on the 20
most abundant ions exceeding a minimum threshold of 20,000. Peptide match
was set as preferred, exclude isotopes option and charge-state screening were
enabled to reject singly and unassigned charged ions. Peptide sequences were
identified using MaxQuant v1.5.2.8 [65]. MS/MS spectra were searched against
a UniProt human protein database (9/12/2016) using full tryptic specificity with
up to two missed cleavages, static carboxamidomethylation of Cys, and
variable oxidation of Met, phosphorylation on Ser, Thr and Tyr, and protein
N-terminal acetylation. Consensus identification lists were generated with false
discovery rates of 1% at protein, peptide, and site levels. A minimum
localisation probability of 0.75 was applied for phosphosites identification.

Clonogenic assay

300 cells were seeded in each well of 24-wells plates and either treated
with the indicated doses of CPT, Olaparib (Selleckchem), Etoposide
(Sellckchem) or not treated. Cells were incubated for 10 days. Colonies
were counted after fixation with methanol and staining with crystal violet.

Cell viability assay

Hela cells were seeded in triplicates in 96-well plates at a density of 1500
cells/well for and allowed to adhere for 24 h. Cells were treated at the
indicated drug concentrations and incubated for additional 72 h. At the
end of the treatment cells were fixed with 50% v/v trichloroacetic acid and
stained with 0.4% w/v sulforhodamine B (SRB) in 1% v/v acetic acid. The
percentage of cell viability after treatment was calculated assuming as
100% the number of untreated cells.
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HR and NHEJ reporter assays

HelLa-pDRGFP cells [36], stably expressing the reporter plasmid DR-GFP,
were co-transfected with a plasmid coding for the IScel endonuclease
and the indicated siRNAs and vectors. After 48 h of incubation, we
analysed the GFP values (as a readout of HR frequency) through FACS
analysis. HelLa cells stably expressing the reporter plasmid pimEJ5GFP-
were co-transfected with the plasmid coding for the endonuclease
IScel and the indicated siRNAs and vectors. After 48 h of incubation, we
analysed the GFP values (as a readout of NHEJ frequency) through
FACS analysis.

Random Integration assay

The random Integration assay was carried out as described previously
[43]. Briefly, wt Hela and CDC23(S588A)-mutated cl9 were co-
transfected with the siCTR or si53BP1 and the pCMV3-C-His, previously
linearised by Apal restriction enzyme. After 24 h from transfection, we
seeded 50.000 cells for each point in 60 mm dishes. Cells were
incubated for additional 24 h and then subjected to hygromycin B
selection for 15 days at the 800 ug/ml working concentration. Cell
colonies were counted after fixation with methanol and staining with
crystal violet.

Cell cycle analysis

For DNA content analysis, cells were fixed in 70% ice-cold ethanol at
-20 °C. Cells were incubated with 5 mg/ml propidium iodide and 0.25 mg/
ml RNase A (Sigma-Aldrich). At least 10.000 cells were analysed by FACS
(Becton Dickinson). Data were analysed through the CellQuest Software
(Becton Dickinson).

Ubiquitination assay

The ubiquitination assay was performed as described previously [66]. We
pre-treated Hela cells with 30 yM MG132 (sc-201270, Santa Cruz
Biotechnology), followed by incubation with 1 uM CPT. For the ubiquitina-
tion assay performed in cl9 with the proTAME inhibitor (I-440, R&D
System), we pre-treated cells for 1h with 30uM MG132, alone or in
combination with 20 uM proTAME, followed by incubation for additional
2 h with 1 uM CPT.

Recombinant GST protein production

GST-CDK9-42, GST-CDK9-55, GST-cyclin T1, GST-CDC23 wt, GST-CDC23
S588A were cloned in the pGEX2T vector by using the primers listed in
Table S10; pGEX-2T-RNAPII-CTD wt #14-HA was a gift from Jeffry Corden
(Addgene plasmid # 160688; http://n2t.net/addgene:160688; RRID:
Addgene_160688) [26]. Cloned vector was transformed in BL21 DE3
(Rosetta) followed by induction with 300 uM IPTG for 4 h. The bacterial
pellet was resuspended in lysis buffer (20 mM Tris-HCL ph 7.5, 250 mM,
2mM EGTA, 2mM EDTA, 1% Triton and protease inhibitors) followed by
sonication. Cleared bacterial protein extracts were incubated for two hours
at 4 °C with Glutatione Sepharose 4 Fast Flow resin (Cytiva). At the end of
incubation time, the resin was washed six times with lysis buffer without
Triton but with 0.03% NP40 followed by elution in wash buffer and 20 mM
Glutathione ph 8. The dialysis was carried out over night at 4°C with
40 mM Tris-HCL ph 7.5, 20 mM MgCI2 and 15% glicerol.

Kinase assay

CDK9 kinase assay was carried out with ADP-Glo Kinase assay as described
in the manufactured instructions. Briefly, we incubated kinase and
substrates on ice for 30 min in kinase buffer (400 mM Tris-HCL ph 7.5,
200mM MgCl2, 1mg/ml BSA, 0,5mM DTT, 5mM ATP) followed by
incubation at 30 °C for 30 min.

Statistical analysis

Statistical analysis was performed using the GraphPad Prism Software, version
9 for Mac. To evaluate differences between the means of two groups, we used
two-sided Student t test, whereas to analyse differences among the means of
multiple groups we used one-way Anova with either Kruskal-Wallis post-test
or Tukey post-test to compare all pairs of data; Dunnett’s multiple comparison
to compares all groups versus control. To evaluate to groups unpaired, we
used unpaired t-test with Mann-Whitney post-test. P < 0.05 was considered to
be statistically significant. The number of independent experiments and P-
values are reported in the figure legends.
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DATA AVAILABILITY

The mass spectrometry proteomics data have been deposited into the MassIVE
(http://massive.ucsd.edu) with the accession number MSV000087856.
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