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Abstract

Benzoxaboroles (BoBs) feature a boron-heterocyclic core and are an important
innovation in the development of drugs against a range of pathogens and other
pathologies. A broad spectrum of pharmacology is associated with chemically diverse
BoB derivatives and includes multiple modes-of-action (MoA) and targets. However, a
consensus MoA for BoBs targeting evolutionarily diverse protozoan pathogens has
emerged with the identification of CPSF3/CPSF73 in the CPSF complex in both
apicomplexan and kinetoplastida parasites. Here we establish a functional connection
between protein sumoylation and the boron-heterocyclic scaffold shared by all BoBs
using comprehensive genetic screens in Trypanosoma brucei. There is a rapid temporal
and spatial shift in global protein sumoylation following BoB exposure and members of
the CPSF complex are specifically destabilised in a SUMO and proteosome-dependent
manner. Finally, we find rapid decrease in bulk mMRNA levels, consistent with the role of
CPSF3 in mRNA maturation. We propose that a combination of direct inhibition coupled
with targeted degradation of CPSF3 underpins the specificity of BoBs against

trypanosomatids.
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Introduction

Current and emerging pathogens threaten public health, and neglected tropical
diseases (NTDs) remain a significant concern to much of the world. Collective efforts
have decreased the global burden of several NTDs, including African trypanosomiasis
and malaria, with the former at historical lows. Cases of both diseases have fallen
considerably in the past decade, albeit with concerns that pressures from COVID-19
and additional geopolitical events will facilitate a resurgence (Jamabo et al., 2023,
Solano et al., 2023).

Two new compounds recently entered the pipeline for the treatment of African
trypanosomiasis; fexinidazole and acoziborole (Solana et al., 2023). Acoziborole is a
benzoxaborole (BoB), a class that recently emerged as potent microbicides against a
wide spectrum of infections, spanning viral, bacterial, protozoan and fungal agents
(Nguyen et al.,, 2023, Tarleton 2023, Huang et al., 2023). Significantly, BoBs
demonstrate activity towards both kinetoplastida and apicomplexan parasites, despite
their wide evolutionary divergence. A common target, cleavage and polyadenylation
specificity factor 3 (CPSF73/CPSF3/YSH1) has been identified for BoB activity against
multiple protists (Sonoiki et al., 2017, Palencia et al., 2017, Wall et al., 2018, Mowbray
et al.,, 2021). CPSF3 is widely conserved, with endonuclease activity recognising the
pre-mRNA 3'-cleavage site AAUAAA prior to polyadenylation (reviewed in Swale and
Hakimi, 2023). Amongst many identified functions, CPSF3 also possesses 5' to 3'
exonuclease activity and operates in a U7 snRNP-dependent manner. Moreover, in
higher eukaryotes such as Arabidopsis thaliana, CPSF3 also participates in microRNA
maturation (Has et al., 2023). The full range of CPSF complex functions remain to be
determined, and our understanding of CFPS3 activity in protists is rudimentary,
complicated further by the high degree of cooperation between proteins that process
RNAs for export to the cytoplasm, making the roles of individual proteins difficult to

discern (Inoue et al., 2022).

CPSF3 is the sole catalytic component of the CPSF complex and the target of
several distinct BoBs in multiple unicellular protozoan parasites, including Plasmodium

falciparum, Toxoplasma gondii, Trypanosoma brucei and T. cruzi (reviewed in Swale
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and Hakimi 2023, Has et al., 2023). Evidence that CPSF3 represents the trypanosome
target is supported by demonstrations that trans-splicing is inhibited by multiple BoBs
(Begolo et al., 2018, Waithaka and Clayton 2022) and from overexpression screens and
drug resistance-associated mutation at the drug-binding site (Wall et al., 2018).
Significantly, CPSF3 is not the target for BoB action in bacteria or fungi, albeit that this
most likely depends on additional determinants in the BoB structure as well as
biochemical factors (Ganapathay et al., 2023). Several metabolic pathways in
trypanosomes process and activate specific BoB derivatives, serving to retain them
within the parasite and hence potentiate trypanocidal activity (Zhang et al., 2018;
Giordani et al., 2020). BoBs also impact S-adenosyl-L-methionine metabolism, and

hence likely many methylation events (Steketee et al., 2018)

A number of features distinguish transcriptional mechanisms in kinetoplastids
from animals, plants and fungi. In particular polycistronic transcription and trans-splicing
shifts the major mRNA regulatory functions from cis-acting promoter elements onto
post-transcriptional steps including processing, maturation, quality control and export as
well as cis-based signals within UTRs that mediate turnover and translatability (e.g.
Zoltner et al., 2018, Goos et al., 2019). Unlike animals and fungi, inhibition of splicing
leads to a pool of mMRNAs, in the form of granules located proximal to the cytoplasmic
side of the nuclear pore complex (NPC), in contrast to retention within the nucleus
(Goos et al., 2019). The trypanosome export machinery associated with the NPC lacks
the DBP5 RNA helicase Gle1 and other cytoplasmic NPC components that constitute
the mRNA quality control (QC) platform in animals and fungi, suggesting that these
cytoplasmic mRNA foci represent an analog of the canonical NPC-associated QC
system (Obado et al., 2022). There are multiple pathways mediating processing of
distinct RNA cohorts in trypanosomes. For example, two distinct polyA-binding protein
complexes share few components (Zoltner et al., 2018) while specificity within
interactomes identified for trypanosome elF4lll, Sub2 and additional complex
components has been demonstrated (Inoue et al., 2022). Many canonical factors are

absent and likely replaced by lineage-specific proteins.
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SUMO (small ubiquitin-like modifier) is widely distributed across eukaryotes and
influences protein location, stability and function (Flotho and Melchior 2013). In most
taxa, including trypanosomes, SUMO is located primarily in the nucleus. Humans
possess four SUMO paralogs but trypanosomes have only a single gene for SUMO as
well as the E1 and E2 SUMO ligases. In T. brucei SUMO is closely associated with
transcriptional and post-transcriptional regulation proximal to the expression site body
(ESB) (Iribarren et al., 2018, Saura et al., 2019) where transcription of the
superabundant variant surface glycoprotein (VSG) takes place and represents a major
MRNA processing site, together with production of the spliced leader (Lépez-Farfan et
al., 2014, Faria et al., 2021). Significantly, the ESB contains multiple proteins
responsible for securing monoallelic expression of VSG, while sumoylation is
associated with proteins located at VSG-encoding chromatin (Saura et al., 2019).
SUMO is important for translocation of mRNA to the NPC in animals and fungal cells
(Gasser and Stutz 2023), and while not demonstrated experimentally, there is sufficient

conservation within trypanosomes to expect that similar mechanisms operate.

Generation of resistant mutants and genome-wide screens have identified two
classes of trypanosome genes implicated in BoB sensitivity. These prodrug processing
mechanisms are mediated by parasite aldehyde dehydrogenase (Zhang et al., 2018) or
serine carboxypeptidase (Giordani et al., 2020), and are sensitive to BoB structure.
Here we describe a further cohort that are essentially insensitive to structure beyond the
BoB core and are associated with the sumoylation pathway. Furthermore, BoB
exposure triggers rapid hypersumoylation, mediating depletion of some CPSF complex
components, including CPSF3. Further, sumoylation plays an essential role in regulating
the subcellular localisation of the CPSF complex. This dual impact on CPSF3, mediated
by a direct inhibition of enzyme activity and targeted degradation, likely accounts for

benzoxaborole trypanocidal potency.

Results
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The protein sumoylation pathway underpins sensitivity to benzoxaboroles: A frequently
identified BoB target is CPSF3, and which significantly has been indicated for a diverse
range of protist pathogens. This evidence suggests a conserved mechanism
underpinning BoB toxicity (Sonoiki et al., 2017, Palencia et al., 2017, Wall et al., 2018,
Mowbray et al., 2021). Evidence is also consistent with the direct inhibition of CPSF3
function, based on in silico modeling, mutagenesis and phenotypic data that indicates
compromised trans-splicing in trypanosomes, and also confirming that CPSF3 acts
within mRNA maturation in trypanosomes (Begolo et al., 2018, Waithaka and Clayton
2022). However, a more complex interaction between BoBs and trypanosomes may be
relevant and specifically the modest level of resistance obtained by overexpression of
CPSF3, an approximate threefold change to ECso, compared with more than a
hundredfold for a block to a prodrug processing pathway suggests a possible additional
factor is important (Zhang et al., 2018, Wall et al., 2018). To probe this possibility, we
systematically explored structure-activity relationships (SAR) for a range of
benzoxaboroles by challenging the African trypanosome bloodstage form. Clinically-
relevant together with structurally diverse BoBs were selected for an unbiased genome-
wide RNAI (RIT-seq) screen.

A common cohort of genes was identified in the majority of screens, albeit not all
to the same magnitude. These include TbSUMO (Tb927.5.3210), TbUBAZ2/E1
(Th927.5.3430) and TbUBC9/E2 (Tb927.2.2460) (Figure 1, highlighted in red) (Ye et al.,
2015). A fourth gene (Tb927.11.6340) was also identified by AN6306 and AN9872. This
gene encodes a protein predicted to contain two peptide N-glycanase/UBA or UBX-
containing protein domains (PUB), which we designate as d(ouble)PUBP and is
orthologous to UBXN7/UBXD1, a cofactor of the AAA-ATPase VCP/p97/Cdc48 and
possessing additional functions within the ubiquitylation pathway (Tarcan et al., 2022, Di
Gregorio et al., 2021). Significantly, dPUBP was also identified as a gene sensitizing
trypanosomes to apolipoprotein-L1/TLF, a key host restriction factor for African
trypanosome infection (Alsford et al., 2014). AN10070 and AN11736 had comparatively
low magnitude for SUMO pathway genes; significantly both compounds have a methyl
substituent at position 7 on the benzoyl ring of the core BoB pharmacophore, which may

impact their interaction with CPSF3.
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Notably, AN7323, carrying a methylamine substitution, also identified TbALDH3,
which is involved in prodrug activation for AN3054 in combination with a host-encoded
monoamine oxidase (Zhang et al., 2018). Further, AN6306, AN8753, AN9872, AN10070
and AN11736 all identified CBP1 (Tb927.10.1030) which acts on peptide bonds and is a
further prodrug activation pathway (Giordani et al., 2020). The low number of CBP1
reads for AN6306 and AN10070 may indicate poor CBP1 activity against non-peptidic
amine-containing structures. For AN9872, AN10070 and AN11736 additional resistance
determinants were identified on chromosome 3 (Figure 1 green). These latter are not

considered further here.

We analysed an additional cohort of BoBs by RIT-seq to extend our dataset;
these include the previously characterised TbALDH3 isomeric substrates AN3054 and
AN3057 together with acoziborole (AN5568) (Figure 2A, Table S1). All three compounds
also identified SUMO pathway genes (red) whilst AN3054 and AN3057, as expected,
identified TbALDHS3 (blue) as well as Tb927.11.8870, a mitochondrial DEAD-box protein
(blue). Taken together analysis of this cohort of BoBs indicates a common role for
SUMO pathway proteins in seven out of nine screens, with the two compounds lacking
evidence for SUMO interactions being characterised by a methyl substituent on the BoB

core.

To validate that the SUMO pathway is an active determinant for BoB sensitivity
we used RNAI to specifically target the individual genes identified. This demonstrated
that both AN3057 and acoziborole required SUMO pathway gene products, including
dPUB, for full sensitivity to BoB trypanocidal activity, with an approximate five and ten-
fold alteration to the ECso respectively (Figure 2B, Figure S1). As expected, only
AN3057 was impacted by TbALDH3 silencing. Collectively, these gene products
constitute a near complete SUMO-conjugation pathway, specifically SUMO and E1
activating and E2 conjugating factors. The absence of TbSiz1 (Tb927.9.11070), the only
characterised SUMO E3 ligase of trypanosomes (Lépez-Farfan et al., 2014) from all of
our screens suggests that the mechanism here may rely on direct E2-conjugation to
substrates (Lin et al., 2004).


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

Benzoxaboroles elicit a hypersumoylation response. We analysed the levels of
sumoylated/ubiquitylated proteins using Western blotting of whole cell extracts with
antibodies to both SUMO and ubiquitin, following exposure to BoB, silencing of the
SUMO E1, E2 or dPUBP, or both treatments. In the absence of any treatment, a
spectrum of sumoylated proteins were detected, with molecular weights exceeding ~250
kDa and these sumoylated proteins were globally decreased upon knockdown of the
SUMO E1, E2 or dPUBP (Figure 3A). This clearly indicates that the genes identified in
the screens indeed encode components of the sumoylation pathway. Significantly, for
E1 or dPUBP knockdown, BoB treatment effectively protected against decreased

sumoylation, but not for the E2 knockdown (Figure 3A).

Probing of identical lysates with anti-ubiquitin antibodies demonstrated that the
impact was essentially SUMO-specific, as there were only modest impacts to levels of
ubiquitylated proteins upon silencing (Figure 3A). A decrease in the ubiquitin signal is
likely a result of decreased protein synthesis, as demonstrated by the significant loss of
incorporation of 35S-Met/Cys into protein on BoB exposure (Figure 3B), indicating a
collapse in protein synthesis and consistent with inhibition of trans-splicing of protein

coding transcripts.

Benzoxaboroles impact CPSF3 stability: We monitored dynamic changes in global
protein sumoylation on BoB challenge over 30 minutes. Longer term impacts were not
considered as BoBs inhibit trans-splicing and hence lead to multiple alterations in cell
physiology. Moreover, we conducted analysis on a cell line with a GFP-tagged CPSF3
protein, and analysed this by Western blotting using both anti-GFP and anti-SUMO
antibodies (Figure 4).

First, we observed the rapid loss of CPSF3 protein specifically induced by
exposure to a benzoxaborole (Figure 4). This was not due to CPSF3 being an inherently
unstable protein as, after 30 minutes, there was an insignificant level of degradation
when protein synthesis was blocked with cyclohexamide in otherwise untreated cells.
Further, cylcohexamide treatment did not protect against enhanced benzoxaborole-
mediated CPSF3 turnover. This rapid impact was mirrored in global levels of

sumoylation, where it was apparent that an increase was observed as rapidly as after
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only five minutes. Notably this enhanced sumoylation was only retained for a short
period, as at 30 minutes the sumoylation profile had essentially returned to pre-
treatment levels. Importantly, a similar impact was not seen with cyclohexamide and
therefore this transient hypersumoylation is not the direct result of blocking protein
synthesis. Interestingly, this is reminiscent of the sumoylation response to heat shock
and oxidative stresses in other eukaryotes, where multisubunit protein complexes

become hypersumoylated (Moallem et al., 2023, Shao et al., 2023).

Destabilisation of CPSF3 is specific to benzoxaboroles and proteasome-dependent: We
next asked if multiple benzoxaborole derivatives destabilise CPSF3 and if a second
drug, suramin, which elicits a stress response (Zoltner et al., 2020), affects CPSF3
turnover (Figure 5). As expected, multiple benzoxaborole derivatives destabilised
CPSF3 within ten minutes. This effect is fully prevented by MG132, indicating that the
proteasome is required for turnover (Figure 5A). Moreover, suramin had no impact on
levels of CPSF3, indicating that a general stress response is unlikely to be responsible
for the enhanced CPSF3 degradation (Figure 5B). To demonstrate that components of
the trypanosome sumoylation pathway mediate CPSF3 degradation, we silenced both
the SUMO E1 activating and E2 conjugating enzymes—(Figure 5B and C). In these
SUMO-ligase silenced cells BoB-mediated enhanced CPSF3 turnover was prevented
(Figure 5C).

CPSF100, an additional component of the CPSF complex, is also destabilised by
benzoxaboroles: CPSF3 functions as the sole catalytic component of the CPSF
complex and is crucial for pre-mRNA maturation. As CPSF3 is a direct target of
benzoxaborole treatment we asked if additional CPSF complex components were
affected. CPSF100 physically interacts with CPSF3 and is conserved in
trypanosomatids (Sullivan et al., 2009). Hence, to examine this we endogenously

tagged CPSF100 with 3-flag and 6-his epitopes at the C-terminus.

Cells were exposed to three structurally divergent benzoxaboroles and in all
three cases the impact was essentially identical. CPSF100 presented as a monomer at
~100 kDa, together with additional species migrating at >170 kDa (Figure 6), likely a

reflection of SDS-resistant oligomers and/or an association with additional CPSF
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components. There was a clear decrease in the levels of all of these flag-epitope
containing species upon benzoxaborole exposure. This indicates that benzoxaboroles

have a more profound impact on the CPSF complex beyond CPSF3 destabilisation.

CPSF3 remains nuclear under benzoxaborole treatment: To examine the impact of
benzoxaborole on CPSF3 location we examined cells harbouring GFP-tagged CPSF3
and counterstained for SUMO. CPSF3 was present as extensive puncta within the
nucleus, while SUMO was observed as diffuse except for a prominent single spot in
most nuclei; this latter is the hypersumoylated body (HSB) that locates close to the
expression site body (Saura et al., 2014). We observed no obvious relocation of the
CPSF3 signal, while the HSB remained prominent but became disrupted at later times
(Figure 7A). Moreover, we observed that the distribution of DAPI in 30 minute BoB-
treated cells indicated loss of an obvious nucleolus. An apparent increase in the SUMO
signal in cells at 30 minutes may be a result of this and increased access of the anti-
SUMO antibody.

To determine the impact of the sumoylation pathway on CPSF3 localisation and
also to validate apparent loss of the nucleolar compartment we examined cells with a
tagged CPSF3 as well as silenced E2. We also counterstained with L1C6 monoclonal, a
marker for the trypanosome nucleolus (Durand-Dubief and Bastin 2003). CPSF3 was
stabilised by silencing of the E2 enzyme UBC9 and also MG132 exposure, confirming
the role of the proteasome in CPSF3 degradation (Figure 7B). Further, the impact of
BoB-treatment on the nucleolus was confirmed, but this was not prevented by SUMO
E2 silencing. Interestingly, MG132 also led to some fragmentation of the nucleolus
when present in combination with BoB, and this was enhanced by E2 silencing. This

latter effect may well be secondary as a result of an impact on mRNA processing.

Benzoxaboroles destabilise multiple CPSF complex components: Given these profound
impacts of benzoxaboroles on nuclear organisation, sumoylation and demonstration that
stability of more than one component of the CPSF complex is impacted, we analysed
global proteome changes in whole cell lysates. To focus on the primary impact of the
hypersumoylation response, we undertook liquid chromatography coupled to tandem

mass spectrometry (LCMSMS) analysis at 15 minutes post-treatment and compared with

10
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untreated cells by stable isotope labelling in cell culture (SILAC) proteomics. We
quantified 3,033 proteins, approximately 40% of the total proteome, in which there were
53 proteins with increased and 213 proteins with decreased abundance (>1.2 fold), a
remarkable response given the short time of drug treatment (Figure 8, Table 1, Table
S3).

Four members of the CPSF complex were altered in abundance. Two of these,
CPSF3 and CPSF100, are highly significant and confirm earlier Western blot evidence.
The two additional CPSF complex components, CSTF1 and Symplekin are clearly
decreased but with a lower amplitude. Additional components of the CPSF complex
were essentially unaltered in this experiment, suggesting that the CPSF3 subcomplex is
hypersensitive to benzoxaborole treatment. Importantly, three of these components,
CPSF73, CPSF100 and Symplekin are also components of the histone-specific mMRNA
processing pathway in mammalian systems (Dominski et al, 2005; Sun et al., 2020); the
absence of CSTF1 from this latter complex perhaps points to an impact restricted to the
more general mRNA processing CPSF complex, as does the absence of evidence for
altered abundance of any potential histone mMRNA processing complex-specific factor.
An additional kinetoplastid-specific CPSF complex protein, Tb927.11.13860 (Koch et al.,
2016), was also slightly decreased. Further, four other CPSF complex proteins were
identified, CPSF5/NUDT21, CPSF160, CPSF7/CFIm59 and Tb927.8.4480 (a
trypanosome-specific CPSF160-interacting protein) (Koch et al., 2016) but are
unchanged in abundance. Tb927.8.4480 and Tb927.11.13860 are of near identical
length and have weak homology which may suggest that they are ancient paralogs
(Figure S2). Once more, the very short exposure time may explain this lack of impact or

that the distinct subcomplexes are differentially regulated.

We also observed increased abundance of differentiation/stress-associated
proteins PAD1, PAD2, PAD4 and PIP39. Several of the mRNAs from this cohort interact
with RBP10, in common with Tb927.9.15290 that is downregulated, further supporting a
connection between the SUMO pathway and differentiation (Mugo and Clayton 2017).
Finally, the zinc finger protein ZC3H20, which is indistinguishable from its paralog
ZC3H21, has increased abundance. ZC3H20/21 are mRNA binding proteins that

1"
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stabilise mMRNAs associated with differentiation from the bloodstream to the procyclic
form, and consistent with the increased abundance of the other differentiation markers
(Liu et al., 2020).

Benzoxaborole treatment leads to a rapid decrease in bulk mRNA. The proteomics data
suggest a partial destabilization of the CPSF complex. Given that it is known that CPSF
complex factors form subcomplexes that can associate with more than one mRNA
processing pathway, we asked what impact BoBs have on global mRNA production. We
expected a rapid effect given the block to frans-splicing and hence we opted to analyse
the transcriptome at 20- and 60-minutes post-treatment with compound. Total RNA was
isolated at these two treatment timepoints and an untreated control and poly-A-enriched
fractions subjected to sequencing on a DNBseq platform, allowing quantification of 8434

MRNAs and pseudogenic transcripts. Indeed, after 20 minutes of AN3057 treatment, the

majority of transcripts (5490) were significantly decreased (FDR=0.01) and 7602 after
60 minutes (Figure S3; Table S4). The cohort of transcripts remaining stable over 60
min showed significant enrichment of gene ontology (GO)-terms including transcripts for
ribosomal proteins and histones among several smaller functional category groups

(Figure S3; Table S4). Comparison to a recent study on trypanosome mRNA decay

(Fadda et al., 2014) revealed that this cohort is dominated by mRNAs with half-lives
longer than 1 h (Figure 9). Further, the overall impact of BoB exposure on mRNA levels
resembled the consequences of combined inhibition of splicing and transcription elicited
by sinefungin and actinomycin D (Fadda et al., 2014). In conclusion, BoB treatment has
a global and rapid effect on bulk mRNA levels, with no evidence for selective impact on

a specific CPSF subcomplex.

Discussion

The need for new drugs to challenge infectious disease and other morbidities
remains constant and pressing. Benzoxaboroles, with a boron-containing heterocyclic
core, offer both a new chemical modality and a number of promising therapeutic

avenues; several have entered the clinic (Das et al., 2022). Benzoxaborole indications

12
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include the treatment of bacterial, fungal and protozoan infections. Two common targets
for infectious agents have emerged, leucyl-tRNA synthetase (LeuRS) and CPSF3, a
component of the mRNA maturation system, indicating a common high sensitivity to
interference with protein synthesis pathways (Zhang et al., 2019, Sonoiki et al., 2017,
Wall et al.,, 2018). CPSF3 appears to be a common target amongst pathogenic
protozoa, and hence understanding BoB interactions with one parasite may well provide

broader insights and have implications for other parasites.

Using a combination of biochemical and genetic methodology we demonstrate
that, in addition to impact on CPSF3 activity, BoBs also stimulate a sumoylation
response, and that this leads to rapid destabilisation of CPSF3, CPSF100 and
symplekin, all subunits of the CPSF complex, and essentially inactivating the ability of
trypanosomes to process mRNA. Hence BOBs act to target degradation of CPSF3 and
hence the overall CPSF complex through stimulating sumoylation, and essentially a
targeted protein degradation mechanism. This is fully consistent with the loss of frans-
splicing activity reported earlier (Begolo et al., 2018), as well as a collapse in protein
synthesis. We further demonstrate that BoB treatment has a rapid effect on global
mMRNA levels, comparable to a global shutdown of transcription and trans-splicing
induced by combined treatment with actinomycin D and sinefungin (Fadda et al., 2014). A
recent study (Sharma et al., 2022) also reported destabilisation of CPSF3 and many
other proteins in acoziborole treated trypanosomes, as well as an impact on
endocytosis and protein synthesis. However, in that study cells were incubated with BoB
for six hours, with the result that many of the observed changes are likely to be
secondary impacts arising from the overall blockade to protein synthesis as well as

turnover of proteins critical for specific functions, such as endocytosis.

Importantly, we also demonstrate that the impact on sumoylation is dependent
only on the presence of the core heterocycle within the BoB, and is relatively insensitive
to the presence of additional substituents. Furthermore, degradation of CPSF3 is
prevented by silencing of the E1 and E2 SUMO enzymes, indicating that degradation is
mediated via sumoylation, as well as through the proteasome. In most organisms,

including trypanosomes, sumoylation is a post-translational modification that mainly
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occurs within the nucleus. In T. brucei SUMO is associated with both VSG-encoding
chromatin and concentrated close to the active subnuclear region for VSG expression
(the ESB). Given spatial proximity between the spliced leader and the active VSG gene
in the bloodstream form nucleus, sumoylation is therefore likely a major control factor
underpinning antigenic variation. We suggest that there is sufficient conservation of the
nuclear pore complex and mRNA processing that it is likely that sumoylation participates
both in control of MRNA maturation complexes as well as delivery of RNP complexes to
the NPC for their export (Rouviere et al., 2018).

Disruption of the nucleolus also suggests a very rapid impact on ribosomal
assembly and possibly rRNA biosynthesis. This is of interest as several mMRNAs appear
rapidly sensitive to inhibition of protein synthesis, with the suggestion that a short half-
life protein is responsible for their degradation (Webb et al., 2005, Dorn et al., 1991).
Moreover, as the increase in protein levels for several PAD-proteins and proteins for
which RBP10 is a known regulator were notable, this is also similar to the response in
S. cerevisiae to DNA damage and altered tonicity (Folz et al., 2019), albeit that
intoxication with suramin does not elicit a sumoylation response. Hence the pathway
that is stimulated by BoBs may be related to a differentiation mechanism, or, as we
have speculated previously, that general stress responses are able to serve dual duty

as differentiation mechanisms (Quintana et al., 2021).

In summary, we demonstrate rapid targeted protein degradation of CPSF3 via
sumoylation is associated with BoB treatment of trypanosomes, and that this leads to
the rapid collapse of RNA processing and protein synthesis. It is unclear if the primary
event here is direct inhibition of CPSF3 or its degradation, but we suggest that this
double impact to CPSF complex activity explains the high sensitivity of trypanosomes to
these compounds. It will also be of interest to understand if sumoylation pathways are
impacted in other contexts of BoB utility and what the consequences of such an

interaction have on both the infectious agent and the host.

Methods and materials
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RIT-seq and data analysis: Genes responsible for drug sensitivity were identified using
an RNAI library screen (Alford et al., 2013). A cell population harbouring the library was
grown in the presence of tetracycline at 1 mg/ml one day prior to benzoxaborole

challenge at ~5x EC . Cultures were maintained and supplemented with drug before
50

extracting DNA. RNAI target sequences were amplified and the collective products were
then subjected to high-throughput sequencing. Sequencing, informatics, to map reads
to the genome and validation by individual, targeted RNAi was performed as described
(Zhang et al., 2018).

Drug potency (EC ): EC was determined by exposing cells to serial dilutions with the
50 50

highest concentration at 10 uM unless specified otherwise. The assays were conducted
in 96-well plate format with three replicates for each sample and a non-treatment control

in parallel as described (Zhang et al., 2018). Each EC curve is representative of three
50

independent experiments (n = 3) and for RNAi two independent cultures analysed.

Plasmid constructs and cell culture: Bloodstream T. brucei (Lister 427) were propagated
in T-25 vented cap flasks (Corning Inc., Lowell, MA) at 37°C and 5% CO2 with humidity

6

in HMI-9 medium and maintained at a cell density less than 10 cell/ml (Hirumi and

Hirumi, 1989). Media was supplemented with 10% foetal bovine serum (v/v) and 1%
antibiotic solution (v/v) (Sigma Aldrich). For RNAi a gene-specific target sequence was
iSL

selected through RNAIt and introduced into 2T1 cells using the pRPa plasmid as

described (Zhang at al., 2018). All tags used for Western blotting were introduced using
TAG

either the pPOT or the pNATx  vector. The integrity of all constructs was verified by

sequencing and all tagged ORFs validated by Western blotting.
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Chemicals, drugs: AN3057 and all other benzoxaboroles (BoBs) were a kind gift from
Anacor LLC, or were custom synthesised. Compounds were stored as high
concentration stocks in anhydrous MS grade DMSO (Pierce) at -80°C and diluted on the
day of use. Cells were treated with BoBs at ~5x ECso, unless stated otherwise, for the
times indicated. All other compounds were purchased from Sigma/Aldrich and used at

concentrations as described previously (Zhang et al., 2018, Yamada et al., 2023).

Immunofluorescence: Cells were fixed, permeabilised and nonspecific sites blocked as
described (Zhang et al., 2018). Primary antibodies were used at the following dilutions:
anti-SUMO (gift from Miguel Navarro, Grenada) at 1:100, anti-mNG (GFP) 1:100 and
monoclonal L1C6 (gift from Keith Gull, Oxford) at 1:50. Secondary antibodies (Life
Technologies) were Alexa Fluor 568 conjugated anti-rabbit IgG (1:1000) and Alexa Fluor
488 conjugated anti-mouse (1:1000). Coverslips were mounted using Prolong Gold
supplemented with 4’,6-diamidino-2-phenylindole (DAPI) (Life Technologies).
Specimens were examined on a Zeiss Axiovert 200M microscope and images captured
with an Axio-Cam MRm camera. Digital Images were captured and processed using
Zen Pro software (Zeiss), Omero (https://www.openmicroscopy.org/index.html) and
Adobe Photoshop (Adobe Systems Inc.).

Western blotting: Proteins were separated by electrophoresis on precast gradient SDS-
polyacrylamide gels and transferred to polyvinylidene difluoride (PVDF) membranes
(Immobilon; Millipore) using a wet transfer tank (Hoefer Instruments). Non-specific
binding was blocked with Tris-buffered saline with 0.2% (v/v) Tween-20 (TBST)
supplemented with 5% (w/v) freeze-dried milk and antigens detected by Western
immunoblotting. PVDF membranes were incubated in primary antibody diluted in TBST
with 1% (w/v) freeze-dried milk for 1 hr at room temperature. Detection was by
chemiluminescence with luminol (SigmaAldrich) on BioMaxMR film (Kodak). Antibodies
were used at the following dilutions: monoclonal anti-HA (sc-7392, Santa Cruz) at
1:10,000, KMX-1 anti-B-tubulin at 1:2000 (Millipore), anti-SUMO at 1:1000, antiFLAG at
1:500 (ThermoFisher) and P4D1 anti-ubiquitin at 1:1000 (Santa Cruz). Commercial
secondary anti-rabbit peroxidase-conjugated IgG (A0545 Sigma Aldrich) and anti-
mouse peroxidase-conjugated IgG (A9044 Sigma Aldrich) were used both at 1:10 000.
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Metabolic labelling: Cells were pelleted for 10 min at 4°C, washed twice in PBS and
resuspended in 500ul of met/cys-free RPMI-1640 medium supplemented with dialysed
FBS followed by incubation at 37°C for 1 hr to deplete endogenous met and cys. Cells
were labeled at 37°C for 1 hr with EasyTag EXPRESS (PerkinElmer) at a specific
activity of 200 pCi/ml and then instantly cooled on ice prior to extraction and
fractionation by SDS-PAGE.

Proteomics: Stable isotype labeling by amino acids in cell culture (SILAC) labeling and
downstream processing and LCMSMS was performed as described (Zoltner et al.,
2020). HMI-11 for SILAC (Zoltner et al., 2015) contained either normal I-arginine and |-
lysine (HMI11-ROKO) or L-arginine U-13Ces and L-lysine 4,4,5,5-2Hs (HMI11-R6K4)
(Cambridge Isotope Laboratories) at concentrations of 120 and 240 um, respectively.
Cells treated with 400 nm AN3057 (3 x ECso determined after 24h) were grown in
parallel with nontreated cells, in the presence of HMI11-ROKO or HMI11-R6K4,
respectively. Cultures in logarithmic growth phase were mixed after 24 and 48 h,
respectively, immediately harvested by centrifugation, washed twice with PBS
containing Complete Mini Protease Inhibitor Mixture (Roche Applied Science),
resuspended in Laemmli buffer containing 1 mm DTT, and stored at —-80 °C. Samples
were generated in duplicate, and one label swap was performed. Samples were
sonicated, and aliquots containing 5 x 10¢ cells were separated on a NUPAGE bis-tris
4-12% gradient polyacrylamide gel (Invitrogen). The sample lane was divided into eight
slices that were excised from the Coomassie-stained gel, destained, and then subjected
to tryptic digest and reductive alkylation. Liquid chromatography tandem MS (LC-MS/
MS) was performed by the Proteomic Facility at the University of Dundee on an UltiMate
3000 RSLCnano System (Thermo Fisher Scientific) coupled to a Q Exactive HF Hybrid
Quadrupole-Orbitrap (Thermo Fisher Scientific). Mass spectra were analyzed using
MaxQuant (Cox and Mann, 2008) searching the T. brucei brucei 927 annotated protein
database from TriTrypDB (Shanmugasundram et al., 2023). Minimum peptide length
was set at seven amino acids, isoleucine and leucine were considered
indistinguishable, and false discovery rates of 0.01 were calculated at the levels of

peptides, proteins, and modification sites based on the number of hits against the
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reversed sequence database. SILAC ratios were calculated using only peptides that
could be uniquely mapped to a given protein. When the identified peptide sequence set
of one protein contained the peptide set of another protein, these two proteins were
assigned to the same protein group. P-values were calculated, applying t-test-based
statistics using Perseus (Tyanova et al., 2016). Proteomics data have been deposited to
the ProteomeXchange Consortium via the PRIDE partner repository (Perez-Riverol et
al., 2019) with the data set identifier PXD049328.

Transcriptomics: T. brucei BSF cells in logarithmic growth phase were treated with 400
nM AN3057 (3 x ECso determined after 24h) and placed in an ice-water mix for 5 min
after 20 min and 60 min drug exposure. 6.5 x 107 cells were harvested by centrifugation
(1000*g, 4°C) together with nontreated samples prepared in parallel. All samples were
in 2 biological replicates. RNA was extracted with the RNeasy RNA extraction kit

(Qiagen) following the manufacturer’s protocol. Total RNA yields were 12-16 ug with a

RNA quality number (RNQ) > 6 (for quality control data see Figure S. RNA samples
were stored at —80 °C and sent to BGI for library preparation and sequencing. After
oligo dT enrichment, mMRNA was fragmented and subjected to first strand cDNA
synthesis using random primers. Second strand cDNA was synthesized with dUTP
instead of dTTP. The synthesized cDNA was subjected to end-repair and 3' adenylation
before adaptor ligation. Upon digestion of the U-labeled second-strand template with
uracil-DNA-glycosylase the library was PCR amplified. The circularized library was
amplified to generate the DNA nanoball (DNB) and sequenced on a DNBSEQ platform.
Raw data was filtered using SOAPnuke software (Chen et al., 2018) with filter
parameters: -n 0.001 -1 20 -q 0.4 --adaMR 0.25 --polyX 50 -- minReadLen 150. For
analyzing the data Linux based soft wares were employed. Index files were prepared
with Burrows-Wheeler Aligner (BWA) (Robinson et al., 2011), according to T. brucei 927
genome FASTA file in TriTrypDB (release 65) (Shanmugasundram et al., 2023).
Subsequently, the sequence was aligned with the respective reference file in BWA.
Next, Samtools (Li et al., 2009) was utilized for sorting and indexing the output file.
Finally, the total reads were extracted with featureCounts (Liao et al., 2011). DESeq2

(Love et al., 201) from the R package was applied to normalize the reads according to

18


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

control. Statistical and functional category enrichment analyses were performed using
Perseus (Tyanova et al.,, 2016). Transcriptomics data have been deposited to
ArrayExpress (Parkinson et al., 2007) with the accession E-MTAB-13843.

Acknowledgements

This work was supported by grants from the Wellcome Trust (204697/Z/16/Z to
MCF) and the Medical Research Council (MR/P009018/1 to MCF). We are indebted to
the FingerPrints proteomics facility at the University of Dundee for excellent mass

spectrometry.

References

Alsford S, Currier RB, Guerra-Assuncgao JA, Clark TG, Horn D. Cathepsin-L can resist
lysis by human serum in Trypanosoma brucei brucei. PLoS Pathog. 2014 May
15;10(5):e1004130. doi: 10.1371/journal.ppat.1004130. PMID: 24830321; PMCID:
PMC4022737.

Aslett M, Aurrecoechea C, Berriman M, Brestelli J, Brunk BP, Carrington M, Depledge
DP, Fischer S, Gajria B, Gao X, Gardner MJ, Gingle A, Grant G, Harb OS, Heiges M,
Hertz-Fowler C, Houston R, Innamorato F, lodice J, Kissinger JC, Kraemer E, Li W,
Logan FJ, Miller JA, Mitra S, Myler PJ, Nayak V, Pennington C, Phan |, Pinney DF,
Ramasamy G, Rogers MB, Roos DS, Ross C, Sivam D, Smith DF, Srinivasamoorthy G,
Stoeckert CJ Jr, Subramanian S, Thibodeau R, Tivey A, Treatman C, Velarde G, Wang
H. TriTrypDB: a functional genomic resource for the Trypanosomatidae. Nucleic Acids
Res. 2010 Jan;38(Database issue):D457-62. doi: 10.1093/nar/gkp851. Epub 2009 Oct
20. PMID: 19843604; PMCID: PMC2808979.

Begolo D, Vincent IM, Giordani F, Pdhner |, Witty MJ, Rowan TG, Bengaly Z,
Gillingwater K, Freund Y, Wade RC, Barrett MP, Clayton C. The trypanocidal
benzoxaborole AN7973 inhibits trypanosome mRNA processing. PLoS Pathog. 2018
Sep 25;14(9):e1007315. doi: 10.1371/journal.ppat.1007315. PMID: 30252911; PMCID:
PMC6173450.

19


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

ChenY, ChenY, Shi C, Huang Z, Zhang Y, Li S, Li Y, Ye J, Yu C, Li Z, Zhang X, Wang J,
Yang H, Fang L, Chen Q. SOAPnuke: a MapReduce acceleration-supported software
for integrated quality control and preprocessing of high-throughput sequencing data.
Gigascience. 2018 Jan 1;7(1):1-6. doi: 10.1093/gigascience/gix120. PMID: 29220494;
PMCID: PMC5788068.

Cox J, Mann M. MaxQuant enables high peptide identification rates, individualized
p.p.b.-range mass accuracies and proteome-wide protein quantification. Nat Biotechnol.
2008 Dec;26(12):1367-72. doi: 10.1038/nbt.1511. Epub 2008 Nov 30. PMID: 19029910.
Di Gregorio J, Cilenti L, Ambivero CT, Andl T, Liao R, Zervos AS. UBXN7 cofactor of
CRL3KEAP1 and CRL2VHL ubiquitin ligase complexes mediates reciprocal regulation
of NRF2 and HIF-1a proteins. Biochim Biophys Acta Mol Cell Res. 2021
Apr;1868(4):118963. doi: 10.1016/j.bbamcr.2021.118963. Epub 2021 Jan 12. PMID:
33444648; PMCID: PMC7882025.

Dominski Z, Yang XC, Marzluff WF. The polyadenylation factor CPSF-73 is involved in
histone-pre-mRNA processing. Cell. 2005 Oct 7;123(1):37-48. doi: 10.1016/
j.cell.2005.08.002. PMID: 16213211.

Dorn PL, Aman RA, Boothroyd JC. Inhibition of protein synthesis results in super-
induction of procyclin (PARP) RNA levels. Mol Biochem Parasitol. 1991 Jan;44(1):133-9.
doi: 10.1016/0166-6851(91)90229-y. PMID: 2011148.

Durand-Dubief M, Bastin P. TbAGO1, an argonaute protein required for RNA
interference, is involved in mitosis and chromosome segregation in Trypanosoma
brucei. BMC Biol. 2003 Dec 12;1:2. doi: 10.1186/1741-7007-1-2. PMID: 14670085;
PMCID: PMC317389.

Fadda A, Ryten M, Droll D, Rojas F, Farber V, Haanstra JR, Merce C, Bakker BM,
Matthews K, Clayton C. Transcriptome-wide analysis of trypanosome mRNA decay
reveals complex degradation kinetics and suggests a role for co-transcriptional
degradation in determining mRNA levels. Mol Microbiol. 2014 Oct;94(2):307-26. doi:
10.1111/mmi.12764. Epub 2014 Sep 15. PMID: 25145465; PMCID: PMC4285177.

Faria J, Glover L, Hutchinson S, Boehm C, Field MC, Horn D. Monoallelic expression

and epigenetic inheritance sustained by a Trypanosoma brucei variant surface

20


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

glycoprotein exclusion complex. Nat Commun. 2019 Jul 9;10(1):3023. doi: 10.1038/
s41467-019-10823-8. PMID: 31289266; PMCID: PMC6617441.

Flotho A, Melchior F. Sumoylation: a regulatory protein modification in health and
disease. Annu Rev Biochem. 2013;82:357-85. doi: 10.1146/annurev-
biochem-061909-093311. PMID: 23746258.

Folz H, Nifio CA, Taranum S, Caesar S, Latta L, Waharte F, Salamero J, Schlenstedt G,
Dargemont C. SUMOylation of the nuclear pore complex basket is involved in sensing
cellular stresses. J Cell Sci. 2019 Apr 3;132(7):jcs224279. doi: 10.1242/jcs.224279.
PMID: 30837289; PMCID: PMC6467484.

Ganapathy US, Del Rio RG, Cacho-lzquierdo M, Ortega F, Leliévre J, Barros-Aguirre D,
Lindman M, Dartois V, Gengenbacher M, Dick T. A Leucyl-tRNA Synthetase Inhibitor
with Broad-Spectrum Anti-Mycobacterial Activity. Antimicrob Agents Chemother. 2023
May 1;95(5):e02420-20. doi: 10.1128/AAC.02420-20. Epub 2021 Feb 8. PMID:
33558292; PMCID: PMC8092876.

Gasser SM, Stutz F. SUMO in the regulation of DNA repair and transcription at nuclear
pores. FEBS Lett. 2023 Oct 7. doi: 10.1002/1873-3468.14751. Epub ahead of print.
PMID: 37805446.

Giordani F, Paape D, Vincent IM, Pountain AW, Fernandez-Cortés F, Rico E, Zhang N,
Morrison LJ, Freund Y, Witty MJ, Peter R, Edwards DY, Wilkes JM, van der Hooft JJJ,
Regnault C, Read KD, Horn D, Field MC, Barrett MP. Veterinary trypanocidal
benzoxaboroles are peptidase-activated prodrugs. PLoS Pathog. 2020 Nov
3;16(11):e1008932. doi: 10.1371/journal.ppat.1008932. PMID: 33141865; PMCID:
PMC7710103.

Goos C, Dejung M, Wehman AM, M-Natus E, Schmidt J, Sunter J, Engstler M, Butter F,
Kramer S. Trypanosomes can initiate nuclear export co-transcriptionally. Nucleic Acids
Res. 2019 Jan 10;47(1):266-282. doi: 10.1093/nar/gky1136. PMID: 30418648; PMCID:
PMC6326799.

Hao S, Zhang L, Zhao D, Zhou J, Ye C, Qu H, Li QQ. Inhibitor AN3661 reveals
biological functions of Arabidopsis CLEAVAGE and POLYADENYLATION SPECIFICITY
FACTOR 73. Plant Physiol. 2023 Aug 31;193(1):537-554. doi: 10.1093/plphys/kiad352.
PMID: 37335917.

21


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

Hendriks EF, Abdul-Razak A, Matthews KR. tboCPSF30 depletion by RNA interference
disrupts polycistronic RNA processing in Trypanosoma brucei. J Biol Chem. 2003 Jul
18;278(29):26870-8. doi: 10.1074/jbc.M302405200. Epub 2003 May 13. PMID:
12746436.

Huang DC, He Z, Guo D, Deng F, Bian Q, Zhang H, Ali AS, Zhang MZ, Zhang WH, Gu
YC. Discovery of Novel Benzoxaborole-Containing Streptochlorin Derivatives as
Potential Antifungal Agents. J Agric Food Chem. 2023 Apr 26;71(16):6226-6235. doi:
10.1021/acs.jafc.2c08053. Epub 2023 Apr 13. PMID: 37053087.

Inoue AH, Domingues PF, Serpeloni M, Hiraiwa PM, Vidal NM, Butterfield ER, Del Pino
RC, Ludwig A, Boehm C, Field MC, Avila AR. Proteomics Uncovers Novel Components
of an Interactive Protein Network Supporting RNA Export in Trypanosomes. Mol Cell
Proteomics. 2022 Mar;21(3):100208. doi: 10.1016/j.mcpro.2022.100208. Epub 2022
Jan 26. PMID: 35091090; PMCID: PMC8938319.

Iribarren PA, Di Marzio LA, Berazategui MA, De Gaudenzi JG, Alvarez VE. SUMO
polymeric chains are involved in nuclear foci formation and chromatin organization in
Trypanosoma brucei procyclic forms. PLoS One. 2018 Feb 23;13(2):e0193528. doi:
10.1371/journal.pone.0193528. PMID: 29474435; PMCID: PMC5825156.

Jamabo M, Mahlalela M, Edkins AL, Boshoff A. Tackling Sleeping Sickness: Current and
Promising Therapeutics and Treatment Strategies. Int J Mol Sci. 2023 Aug
7;24(15):12529. doi: 10.3390/ijms241512529. PMID: 37569903; PMCID:
PMC10420020.

Koch H, Raabe M, Urlaub H, Bindereif A, Preul3er C. The polyadenylation complex of
Trypanosoma brucei: Characterization of the functional poly(A) polymerase. RNA Biol.
2016;13(2):221-31. doi: 10.1080/15476286.2015.1130208. PMID: 26727667; PMCID:
PMC4829303.

Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, Marth G, Abecasis G,
Durbin R; 1000 Genome Project Data Processing Subgroup. The Sequence Alignment/
Map format and SAMtools. Bioinformatics. 2009 Aug 15;25(16):2078-9. doi: 10.1093/
bioinformatics/btp352. Epub 2009 Jun 8. PMID: 19505943; PMCID: PMC2723002.

Liao Y, Smyth GK, Shi W. featureCounts: an efficient general purpose program for

assigning sequence reads to genomic features. Bioinformatics. 2014 Apr

22


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

1;30(7):923-30. doi: 10.1093/bioinformatics/btt656. Epub 2013 Nov 13. PMID:
24227677.

Lin JY, Ohshima T, Shimotohno K. Association of Ubc9, an E2 ligase for SUMO
conjugation, with p53 is regulated by phosphorylation of p53. FEBS Lett. 2004 Aug
27;573(1-3):15-8. doi: 10.1016/j.febslet.2004.07.059. PMID: 15327968.

Liu B, Kamanyi Marucha K, Clayton C. The zinc finger proteins ZC3H20 and ZC3H21
stabilise MRNAs encoding membrane proteins and mitochondrial proteins in insect-form
Trypanosoma brucei. Mol Microbiol. 2020 Feb;113(2):430-451. doi: 10.1111/mmi.14429.
Epub 2019 Dec 11. PMID: 31743541.

Lépez-Farfan D, Bart JM, Rojas-Barros DI, Navarro M. SUMOylation by the E3 ligase
TbSIZ1/PIAS1 positively regulates VSG expression in Trypanosoma brucei. PLoS
Pathog. 2014 Dec 4;10(12):e1004545. doi: 10.1371/journal.ppat.1004545. PMID:
25474309; PMCID: PMC4256477.

Love MI, Huber W, Anders S. Moderated estimation of fold change and dispersion for
RNA-seq data with DESeq2. Genome Biol. 2014;15(12):550. doi: 10.1186/
s$13059-014-0550-8. PMID: 25516281; PMCID: PMC4302049.

Moallem M, Akhter A, Burke GL, Babu J, Bergey BG, McNeil JB, Baig MS, Rosonina E.
Sumoylation is Largely Dispensable for Normal Growth but Facilitates Heat Tolerance in
Yeast. Mol Cell Biol. 2023 Jan;43(1):64-84. doi: 10.1080/10985549.2023.2166320.
PMID: 36720466; PMCID: PMC9936996.

Mowbray CE, Braillard S, Glossop PA, Whitlock GA, Jacobs RT, Speake J, Pandi B,
Nare B, Maes L, Yardley V, Freund Y, Wall RJ, Carvalho S, Bello D, Van den Kerkhof M,
Caljon G, Gilbert IH, Corpas-Lopez V, Lukac |, Patterson S, Zuccotto F, Wyllie S.
DNDI-6148: A Novel Benzoxaborole Preclinical Candidate for the Treatment of Visceral
Leishmaniasis. J Med Chem. 2021 Nov 11;64(21):16159-16176. doi: 10.1021/
acs.jmedchem.1c01437. Epub 2021 Oct 28. PMID: 34711050; PMCID: PMC8591608.
Mugo E, Clayton C. Expression of the RNA-binding protein RBP10 promotes the
bloodstream-form differentiation state in Trypanosoma brucei. PLoS Pathog. 2017 Aug
11;13(8):e1006560. doi: 10.1371/journal.ppat.1006560. PMID: 28800584; PMCID:
PMC5568443.

23


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

Nguyen TQ, Heo BE, Hanh BTB, Jeon S, Park Y, Choudhary A, Lee S, Kim TH, Moon
C, Min SJ, Jang J. DS86760016, a Leucyl-tRNA Synthetase Inhibitor, Is Active against
Mycobacterium abscessus. Antimicrob Agents Chemother. 2023 Jun
15;67(6):e0156722. doi: 10.1128/aac.01567-22. Epub 2023 May 22. PMID: 37212672;
PMCID: PMC10269085.

Obado SO, Rout MP, Field MC. Sending the message: specialized RNA export
mechanisms in trypanosomes. Trends Parasitol. 2022 Oct;38(10):854-867. doi:
10.1016/j.pt.2022.07.008. Epub 2022 Aug 24. PMID: 36028415; PMCID: PMC9894534.
Palencia A, Bougdour A, Brenier-Pinchart MP, Touquet B, Bertini RL, Sensi C, Gay G,
Vollaire J, Josserand V, Easom E, Freund YR, Pelloux H, Rosenthal PJ, Cusack S,
Hakimi MA. Targeting Toxoplasma gondii CPSF3 as a new approach to control
toxoplasmosis. EMBO Mol Med. 2017 Mar;9(3):385-394. doi: 10.15252/
emmm.201607370. PMID: 28148555; PMCID: PMC5331205.

Parkinson H, Kapushesky M, Shojatalab M, Abeygunawardena N, Coulson R, Farne A,
Holloway E, Kolesnykov N, Lilja P, Lukk M, Mani R, Rayner T, Sharma A, William E,
Sarkans U, Brazma A. ArrayExpress--a public database of microarray experiments and
gene expression profiles. Nucleic Acids Res. 2007 Jan;35(Database issue):D747-50.
doi: 10.1093/nar/gkl995. Epub 2006 Nov 28. PMID: 17132828; PMCID: PMC1716725.
Perez-Riverol Y, Csordas A, Bai J, Bernal-Llinares M, Hewapathirana S, Kundu DJ,
Inuganti A, Griss J, Mayer G, Eisenacher M, Pérez E, Uszkoreit J, Pfeuffer J,
Sachsenberg T, Yilmaz S, Tiwary S, Cox J, Audain E, Walzer M, Jarnuczak AF, Ternent
T, Brazma A, Vizcaino JA. The PRIDE database and related tools and resources in
2019: improving support for quantification data. Nucleic Acids Res. 2019 Jan
8;47(D1):D442-D450. doi: 10.1093/nar/gky1106. PMID: 30395289; PMCID:
PMC6323896.

Quintana JF, Zoltner M, Field MC. Evolving Differentiation in African Trypanosomes.
Trends Parasitol. 2021 Apr;37(4):296-303. doi: 10.1016/j.pt.2020.11.003. Epub 2020
Dec 11. PMID: 33309505.

Robinson JT, Thorvaldsdéttir H, Winckler W, Guttman M, Lander ES, Getz G, Mesirov
JP. Integrative genomics viewer. Nat Biotechnol. 2011 Jan;29(1):24-6. doi: 10.1038/
nbt.1754. PMID: 21221095; PMCID: PMC3346182.

24


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

Rouviére JO, Bulfoni M, Tuck A, Cosson B, Devaux F, Palancade B. A SUMO-
dependent feedback loop senses and controls the biogenesis of nuclear pore subunits.
Nat Commun. 2018 Apr 25;9(1):1665. doi: 10.1038/s41467-018-03673-3. PMID:
29695777; PMCID: PMC5916902.

Saura A, Iribarren PA, Rojas-Barros D, Bart JM, Lépez-Farfan D, Andrés-Ledn E, Vidal-
Cobo |, Boehm C, Alvarez VE, Field MC, Navarro M. SUMOylated SNF2PH promotes
variant surface glycoprotein expression in bloodstream trypanosomes. EMBO Rep.
2019 Dec 5;20(12):e48029. doi: 10.15252/embr.201948029. Epub 2019 Nov 6. PMID:
31693280; PMCID: PMC6893287.

Shao W, Sun K, Ma T, Jiang H, Hahn M, Ma Z, Jiao C, Yin Y. SUMOylation regulates
low-temperature survival and oxidative DNA damage tolerance in Botrytis cinerea. New
Phytol. 2023 Apr;238(2):817-834. doi: 10.1111/nph.18748. Epub 2023 Feb 7. PMID:
36651012.

Shanmugasundram A, Starns D, Bohme U, Amos B, Wilkinson PA, Harb OS,
Warrenfeltz S, Kissinger JC, McDowell MA, Roos DS, Crouch K, Jones AR. TriTrypDB:
An integrated functional genomics resource for kinetoplastida. PLoS Negl Trop Dis.
2023 Jan 19;17(1):e0011058. doi: 10.1371/journal.pntd.0011058. PMID: 36656904;
PMCID: PMC9888696.

Sharma A, Cipriano M, Ferrins L, Hajduk SL, Mensa-Wilmot K. Hypothesis-generating
proteome perturbation to identify NEU-4438 and acoziborole modes of action in the
African Trypanosome. iScience. 2022 Oct 7;25(11):105302. doi: 10.1016/
j.isci.2022.105302. PMID: 36304107; PMCID: PMC9593816.

Solano P, Courtin F, Kaba D, Camara, Kagbadouno M, Rayaisse JB, Jamonneau V,
Bucheton B, Bart JM, Thevenon S, Lejon V. Vers I'élimination de la maladie du sommeil
[Towards elimination of human African trypanosomiasis]. Med Trop Sante Int. 2023 Feb
10;3(1):mtsi.v3i1.2023.317. French. doi: 10.48327/mtsi.v3i1.2023.317. PMID:
37525637; PMCID: PMC10387296.

Sonoiki E, Ng CL, Lee MC, Guo D, Zhang YK, Zhou Y, Alley MR, Ahyong V, Sanz LM,
Lafuente-Monasterio MJ, Dong C, Schupp PG, Gut J, Legac J, Cooper RA, Gamo FJ,
DeRisi J, Freund YR, Fidock DA, Rosenthal PJ. A potent antimalarial benzoxaborole

targets a Plasmodium falciparum cleavage and polyadenylation specificity factor

25


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

homologue. Nat Commun. 2017 Mar 6;8:14574. doi: 10.1038/ncomms14574. PMID:
28262680; PMCID: PMC5343452.

Steketee PC, Vincent IM, Achcar F, Giordani F, Kim DH, Creek DJ, Freund Y, Jacobs R,
Rattigan K, Horn D, Field MC, MacLeod A, Barrett MP. Benzoxaborole treatment
perturbs S-adenosyl-L-methionine metabolism in Trypanosoma brucei. PLoS Negl Trop
Dis. 2018 May 14;12(5):e0006450. doi: 10.1371/journal.pntd.0006450. PMID:
29758036; PMCID: PMC5976210.

Sullivan KD, Steiniger M, Marzluff WF. A core complex of CPSF73, CPSF100, and
Symplekin may form two different cleavage factors for processing of poly(A) and histone
mRNAs. Mol Cell. 2009 May 15;34(3):322-32. doi: 10.1016/j.molcel.2009.04.024. PMID:
19450530; PMCID: PMC3503240.

Sun Y, Zhang Y, Aik WS, Yang XC, Marzluff WF, Walz T, Dominski Z, Tong L. Structure
of an active human histone pre-mRNA 3'-end processing machinery. Science. 2020 Feb
7;367(6478):700-703. doi: 10.1126/science.aaz7758. PMID: 32029631; PMCID:
PMC7008720.

Swale C, Hakimi MA. 3'-end mRNA processing within apicomplexan parasites, a
patchwork of classic, and unexpected players. Wiley Interdiscip Rev RNA. 2023 Sep-
Oct;14(5):e1783. doi: 10.1002/wrna.1783. Epub 2023 Mar 30. PMID: 36994829.

Tarcan Z, Poovathumkadavil D, Skagia A, Gambus A. The p97 segregase cofactor
Ubxn7 facilitates replisome disassembly during S-phase. J Biol Chem. 2022
Aug;298(8):102234. doi: 10.1016/}.jbc.2022.102234. Epub 2022 Jul 4. PMID: 35798141;
PMCID: PMC9358472.

Tarleton RL. Effective drug discovery in Chagas disease. Trends Parasitol. 2023
Jun;39(6):423-431. doi: 10.1016/j.pt.2023.03.015. Epub 2023 Apr 4. PMID: 37024318.
Waithaka A, Clayton C. Clinically relevant benzoxaboroles inhibit mMRNA processing in
Trypanosoma brucei. BMC Res Notes. 2022 Dec 17;15(1):371. doi: 10.1186/
s$13104-022-06258-y. PMID: 36528767; PMCID: PMC9758897.

Tyanova S, Temu T, Sinitcyn P, Carlson A, Hein MY, Geiger T, Mann M, Cox J. The
Perseus computational platform for comprehensive analysis of (prote)omics data. Nat
Methods. 2016 Sep;13(9):731-40. doi: 10.1038/nmeth.3901. Epub 2016 Jun 27. PMID:
27348712.

26


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

Wall RJ, Rico E, Lukac I, Zuccotto F, Elg S, Gilbert IH, Freund Y, Alley MRK, Field MC,
Wyllie S, Horn D. Clinical and veterinary trypanocidal benzoxaboroles target CPSF3.
Proc Natl Acad Sci U S A. 2018 Sep 18;115(38):9616-9621. doi: 10.1073/
pnas.1807915115. Epub 2018 Sep 5. PMID: 30185555; PMCID: PMC6156652.

Webb H, Burns R, Ellis L, Kimblin N, Carrington M. Developmentally regulated instability
of the GPI-PLC mRNA is dependent on a short-lived protein factor. Nucleic Acids Res.
2005 Mar 8;33(5):1503-12. doi: 10.1093/nar/gki298. PMID: 15755751; PMCID:
PMC1062878.

Yamada, K., Yaqub, F.K., Zoltner, M., and Field, M.C., (2023) 'TUSK: A ubiquitin
hydrolase complex modulating surface protein abundance in trypanosomes' Frontiers in
Parasitology 2:1118284 doi: 10.3389/fpara.2023.1118284

Ye K, Zhang X, Ni J, Liao S, Tu X. Identification of enzymes involved in SUMOylation in
Trypanosoma brucei. Sci Rep. 2015 May 11;5:10097. doi: 10.1038/srep10097. PMID:
25959766; PMCID: PMC4426598

Zhang N, Zoltner M, Leung KF, Scullion P, Hutchinson S, Del Pino RC, Vincent IM,
Zhang YK, Freund YR, Alley MRK, Jacobs RT, Read KD, Barrett MP, Horn D, Field MC.
Host-parasite co-metabolic activation of antitrypanosomal aminomethyl-
benzoxaboroles. PLoS Pathog. 2018 Feb 9;14(2):e1006850. doi: 10.1371/
journal.ppat.1006850. PMID: 29425238; PMCID: PMC5823473.

Zoltner M, Leung KF, Alsford S, Horn D, Field MC. Modulation of the Surface Proteome
through Multiple Ubiquitylation Pathways in African Trypanosomes. PLoS Pathog. 2015
Oct 22;11(10):1005236. doi: 10.1371/journal.ppat.1005236. Erratum in: PLoS Pathog.
2015 Nov;11(11):e1005291. Erratum in: PLoS Pathog. 2016 Feb;12(2):e1005432.
PMID: 26492041; PMCID: PMC4619645.

Zoltner M, Campagnaro GD, Taleva G, Burrell A, Cerone M, Leung KF, Achcar F, Horn
D, Vaughan S, Gadelha C, Zikova A, Barrett MP, de Koning HP, Field MC. Suramin
exposure alters cellular metabolism and mitochondrial energy production in African
trypanosomes. J Biol Chem. 2020 Jun 12;295(24):8331-8347. doi: 10.1074/
jbc.RA120.012355. Epub 2020 Apr 30. PMID: 32354742; PMCID: PMC7294092.
Zoltner M, Krienitz N, Field MC, Kramer S. Comparative proteomics of the two T. brucei
PABPs suggests that PABP2 controls bulk mRNA. PLoS Negl Trop Dis. 2018 Jul

27


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

24;12(7):e0006679. doi: 10.1371/journal.pntd.0006679. PMID: 30040867; PMCID:
PMC60757809.

28


https://doi.org/10.1101/2024.03.11.584402
http://creativecommons.org/licenses/by/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/2024.03.11.584402; this version posted March 12, 2024. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made
available under aCC-BY 4.0 International license.

Figure legends

Figure 1: A whole genome RNAi screen identifies genes associated with
benzoxaborole MoA. Manhattan plots for genes linked to benzoxaborole sensitivity
identified across the trypanosome genome. Populations that survived drug exposure
were collected for barcode sequencing. Plots indicate frequency of mapped reads
against their positions in the genome, represented for the eleven megabase
chromosomes. Data are filtered through a designated cut-off of >500 RPM and must be
identified with >2 independent knockdown sequences to be registered as a significant
hit. Red indicates all genes identified related to protein sumoylation, the blue line
indicates a gene specific to AN7323, green are genes predominantly recovered for
AN10070 and AN11736, while yellow indicates CBP1. At right are the chemical
structures of the compounds included in this screen. The heterocyclic benzoxaborole
scaffold is indicated with the red box and the benzoylmethylamine moiety of AN7323 is

highlighted with a blue box. Full RITseq read data are available in Table S1.

Figure 2: Additional RNAi screen confirms genes associated with benzoxaborole
MoA. A: Manhattan plots of genes linked to benzoxaborole sensitivity identified across
the trypanosome genome, processed and presented as described for Figure 1. Red
indicates genes related to protein sumoylation and blue indicates hits specific to
AN3057 and AN3054. At right are the chemical structures of the compounds included in
this screen. The heterocyclic benzoxaborole scaffold is indicated with a red box and the
benzoylmethylamine moiety is highlighted with a blue box. Full RITseq read data are
available in Table S2. B. Resistance to the benzoxaboroles in parasites with silenced
protein sumoylation factors. The changes in ECso of the designated compound was

measured for cells prior to and post induction of dsRNA.

Figure 3: Benzoxaborole exposure leads to inhibition of protein synthesis. A:
Western blot of whole cell lysates exposed to benzoxaboroles and probed with anti-
SUMO antibody. Cells with and without silencing for SUMO pathway components

identified from RITseq screens were analysed. Note that on the left the SUMO adducts
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are significantly reduced by knockdown, but in the presence of benzoxaborole the
SUMO levels are not significantly altered for E1 or dPUBP. B: Duplicate lysates probed
with anti-ubiquitin antibody. Ubiquitylation remains present in silenced cells, albeit with a
decrease in intensity, likely a result of reduced protein synthesis. C: 35SMet/Cys
metabolic-labeling in the presence and absence of indicated benzoxaboroles,
demonstrating reduced incorporation of radiolabeled amino acids in compound treated
cells. The major bands at 60kDa and 65kDa likely correspond to tubulin and VSG
respectively. At left are molecular weight markers, and 2T1 refers to the parental cell line

without an RNAI construct.

Figure 4: Benzoxaboroles lead to rapid increases in sumoylation and
destabliisation of CPSF3. Western analysis of whole cell lysates of cells harbouring
CPSF3::GFP and exposed to benzoxaborole (BoB) and/or cyclohexamide (CHX) over a
30 minute period. Top are Western blots for GFP and tubulin, demonstrating rapid
degradation of CPSF3 following BoB exposure. The main panel shows an increase to
global sumoylation that is only seen with the addition of BoB and not CHX. Migration
positions of co-electrophoresed molecular weight markers (in kDa) are shown at left and

the antibody used at right.

Figure 5: Enhanced degradation of CPSF3 is proteasome and sumoylation-
dependant. A: Western blots for CPSF3::GFP in cells treated with benzoxaborole and /
or MG132. Cells were exposed for up to ten minutes to BoB and pretreated for 30
minutes with MG132 as indicated and analysed using SDS-PAGE and anti-GFP
antibodies. B and C: Turnover of CPSF3 is mediated by sumoylation. Western blots for
CPSF3::GFP demonstrating stabilisation of the chimera in cells with SUMO pathway
components Uba2 and Ubc9 silenced. As a stress control, cells were also treated with

suramin. Blots were probed with GFP and tubulin antibodies as indicated.
Figure 6: Benzoxaboroles destabilise an additional CPSF complex component.

Cells harbouring CPSF100::Flag tagged at the endogenous locus were exposed to

benxoxaboroles for 60 minutes and whole cell lysates separated by SDS-PAGE and
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probed with an anti-flag antibody. Migration positions of co-electrophoresed molecular
weight markers (in kDa) are shown at left and assumed migration positions of CPSF100

monomers, dimers and higher molecular weight complexes indicated at right.

Figure 7: Benzoxaboroles impact both stability and location of CPSF3 and the
nucleolus. A: Cells harbouring CPSF3::GFP were treated with benzoxaborole for up to
30 minutes. The cells were counterstained with DAPI for DNA and anti-SUMO antibody.
B: Cells harbouring CPSF3::GFP and a Ubc9 silencing construct were treated with
benzoxaborole with and without MG132 pretreatment for 30 minutes. The cells were
counterstained with DAPI for DNA and the nucleolar marker L1C6 antibody. Scale bar is

2um.

Figure 8: Global changes to proteome highlight splicing components and stress/
differentiation pathways. Cells treated with AN3057 for 15 minutes were harvested
and analysed for protein abundance compared to untreated cells. Data points in the
volcano plot are coloured red for components of the CPSF complex, green for ISG75
and blue for proteins associated with differentiation/stress responses. Note the
coordinated increase in differentiation/stress-associated proteins and the decrease in
CPSF complex components. Tb927.8. 4480 and 11.13860 are both nuclear-localised

proteins and are restricted to the kinetoplastids.

Figure 9: A near global decrease in mRNA levels. The poly-A enriched
transcriptomes of cells exposed to AN3057 for 20 minutes and 60 minutes, respectively,
were sequenced and compared to untreated control cells (all in 2 biological replicates).
For both timepoints, logarithmic fold-changes for 6426 mRNAs are plotted against the
length adjusted base mean determined from the control cells. For the mRNAs shown,
half-lives were determined previously (Fadda et al., 2014) and those are mapped in
color-coded increments (see legend; ‘stable’ denotes transcripts that were not found
decayed within 2 h (Fadda et al., 2014)). Selected datapoints are annotated by protein
product description. Respective plots including all transcript reads are in Figure S3.
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Upregulated
Gene ID
Tb927.10.14560
Tb927.9.7670
Tb927.10.770
Tb927.7.2660
Tb927.9.7540
Tb927.10.8820
Tb927.5.1120
Tb927.11.6600
Tb927.7.5960
Tb927.3.4500
Tb927.5940
Tb927.7.5930

Downregulated
Tb927.4.1340
Tb927.11.230
Tb927.11.3980
Tb927.11.9010
Tb927.9.15290
Tb927.11.2010
Tb927.5.360
Tb927.5.390
Tb927.6.2010
Tb927.6.4130
Tb927.6.1830
Tb927.8.7490
Tb927.11.13860

Fold of Change
2.07
1.8
1.79
1.76
1.59
1
15
1.46
145
143
1.39
1.22

0.265
0.37
0.41
0.43
0.43
0.55
0.57
0.57
0.63
0.73
0.73
0.77
0.844

Log10
0.316
0.255
0.25
0.245
0.2
0.193
0.177
0.165
0.16
0.15
0.144
0.085

-0.576
-0.43
-0.38
-0.36
-0.35
-0.25
-0.24
-0.24
-0.19
-0.136
0.13
-0.14
-0.07

p Value
0.1
0.07
0.116
0.057
0.06
0.07
0.07
0.08
0.05
0.05
0.05
0.05

0.11
0.05
0.07
0.12
0.095
0.06
0.1
0.1
0.05
0.05
0.21
0.05
0.05

Annotation (TriTryp)

TPR repeat

Hypothetical, mMRNA is bound and regulated by ZC3H21
RF-1 domain containing protein

ZC3H20, mRNA is bound and regulated by RBP10
Cystein peptidase, Clan CA, family C2, mRNA is bound and regulated by RBP1
SMEE1, hook complex protein

TZP656, Phage tail fibre repeat

Compenent of the SIF signalling pathway, localises to starvation stress granul
PAD4

Fumarate hydratase class |

10py//:sdny :10p Juudaid AixyHolq

B sey oym ‘Japunyioyine ay) si (MaindAaad Aq paiiia 10U sem yaIym)

=
B
PAD2 &
PAD1 8
=
CPSF73 §§
CPSF100 o
metallo-peptidase, Clan ME, Family M16, mitochondrial processing peptidase &lpEa subunit

‘9SuUad

apeuw s3] ‘Aumadiad ui juudaid ayy Aejdsip 01 asuad

cation transporter

CHAT domain containing protein, mMRNA is bound and regulated by RBP10
Hypothetical

ISG75

ISG75

acyl-CoA synthetase

succinate dehydrogenase subunit 3

CSTF50, Cleavage stimulation factor subunit 50

symplekin
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Supplementary data for:

Responses to benzoxaboroles are mediated by SUMOylation in Trypanosoma

brucei

Ning Zhang', Abdul Samad?, Farnaz Zahedifard?, David Horn', Martin Zoltner2 and Mark
C. Field.3*

Supplementary figure and table legends

Figure S1: ECso determination for sensitivity towards benzoxaboroles and
sumoylation components. Cells were exposed to a range of concentrations of
AN3057 and AN5568 in the presence or absence of silencing of sumoylation pathway

components. Black curves are control cells and red curves silenced cells.

Figure S2: Alignment of predicted protein sequences of Tb927.8.4480 and
Tb927.11.13860. Sequences were aligned using Clustal omega and coloured according
to residue property using the Clustal convention (https://www.ebi.ac.uk/Tools/msa/

clustalo/).

Figure S3: A near global decrease in transcription. The poly-A enriched
transcriptomes of cells exposed to AN3057 for 20 minutes and 60 minutes,
respectively, were sequenced and compared to untreated control cells (all in 2
biological replicates). For both timepoints, logarithmic fold-changes for 8434
transcripts are plotted against the base mean determined from the control cells.
Enriched GO terms for a cohort of 680 transcripts that do not decrease after 60 min
treatment (red frame), are indicated by colors for selected curated GO processes; for

the full GO term enrichment analysis see Table S3.

Figure S4: RNA and transcriptome quality control data.
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Tables S1 and S2. Data for RITseq analysis. Reads, raw analysis and details for

Manhattan plots are provided in these tables and suitable for repurposing.

Tables S3. Data for transcriptomics analysis.

Tables S4. Data for proteomics analysis.
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Supplemental Figure 1
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e (G0:0022625 cytosolic large ribosomal subunit (81/84)
® (G0:0022627 cytosolic small ribosomal subunit (44/47)  ® G0O:0006096 glycolytic process (13/21)
® (G0O:0000786 nucleosome (49/51 ® (GO:0070828 triglyceride metabolic process (5/5)
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