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Abstract Kinetoplastids are a highly divergent lineage of eukaryotes with unusual mechanisms 
for regulating gene expression. We previously surveyed 65 putative chromatin factors in the kine-
toplastid Trypanosoma brucei. Our analyses revealed that the predicted histone methyltransferase 
SET27 and the Chromodomain protein CRD1 are tightly concentrated at RNAPII transcription start 
regions (TSRs). Here, we report that SET27 and CRD1, together with four previously uncharacterized 
constituents, form the SET27 promoter-associated regulatory complex (SPARC), which is specifically 
enriched at TSRs. SET27 loss leads to aberrant RNAPII recruitment to promoter sites, accumulation 
of polyadenylated transcripts upstream of normal transcription start sites, and conversion of some 
normally unidirectional promoters to bidirectional promoters. Transcriptome analysis in the absence 
of SET27 revealed upregulated mRNA expression in the vicinity of SPARC peaks within the main 
body of chromosomes in addition to derepression of genes encoding variant surface glycopro-
teins (VSGs) located in subtelomeric regions. These analyses uncover a novel chromatin-associated 
complex required to establish accurate promoter position and directionality.

Editor's evaluation
Trypanosomes are unusual in the way that they transcribe protein-coding genes. This work defines 
the role of the SPARC complex in transcription and highlights the role of potential histone readers 
and writers. This work will be of interest to those in the kinetoplastid community, especially those 
working on the control of gene expression.

Introduction
Kinetoplastids are a group of highly divergent eukaryotes that separated from the main lineage early 
in eukaryotic evolution. Reflecting this, kinetoplastids display many unusual molecular and biochem-
ical features distinct from those of conventional eukaryotes. For example, gene expression regulation 
in these organisms is very different from conventional model eukaryotes such as yeasts, fruit flies, 
nematodes, and vertebrates, all of which are members of the Opisthokonta clade (Akiyoshi and Gull, 
2013; Clayton, 2019; Keeling and Burki, 2019).

Trypanosoma brucei is a diploid kinetoplastid parasite transmitted to mammals by the tsetse fly in 
sub-Saharan Africa, where it causes human sleeping sickness and animal nagana. In the mammalian 
host, bloodstream form (BF) trypanosomes have a surface coat composed of variant surface glyco-
protein (VSG). Only one VSG is expressed at a time from a collection of ~2000 distinct VSG genes 
and gene fragments, many of which are clustered near telomeres (Horn, 2014). T. brucei evades the 
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mammalian immune system by occasionally switching to express a new VSG to which the host has 
not produced antibodies. Tsetse flies take up trypanosomes when they feed on infected mammals. 
In the fly midgut, T. brucei differentiates to the procyclic form (PF), a transition coupled to metabolic 
reprogramming and replacement of VSG with procyclins on the surface of these parasites (Matthews, 
2005; Smith et al., 2017). Unusually, the active VSG and procyclin mRNAs are transcribed by RNAPI 
which is hypothesized to result from the high demand for these surface coat proteins at different 
stages of the T. brucei life cycle.

Most other T. brucei protein-coding genes are transcribed by RNAPII within long polycistrons from 
which individual mRNAs are processed using signals in adjacent 5′ and 3′ untranslated regions (UTRs; 
Benz et al., 2005; Kolev et al., 2010). Short spliced leader (SL) sequences are trans-spliced onto all 
pre-mRNAs, and this is mechanistically linked to the 3′ end processing of upstream genes (Matthews 
et al., 1994; Michaeli, 2011). Poly(A) tails are added to the 3′ end of all mRNAs, including VSG gene 
transcripts. Because of their polycistronic arrangement, RNAPII transcription of T. brucei genes is 
initiated at only ~150 sites in a genome that encodes ~9000 proteins (Berriman et al., 2005; Daniels 
et al., 2010). Such transcriptional start regions (TSRs) are analogous to the promoters of conventional 
eukaryotes and similarly exhibit bidirectional/divergent (dTSR) or unidirectional/single (sTSR) activity. 
TSRs are broad 5–10 kb regions marked by the presence of the histone variants H2A.Z and H2B.V and 
enriched for specific histone modifications, including methylation on H3K4 and H3K10, and acetyla-
tion on H3K23, H4A1, H4K2, H4K5, and H4K10 (Kraus et al., 2020; Siegel et al., 2009; Wright et al., 
2010).

RNAPII transcription termination regions (TTRs) are marked by the presence of chromatin containing 
the H3.V and H4.V histone variants and the kinetoplastid-specific DNA modification base J (Schulz 
et al., 2016; Siegel et al., 2009). Approximately 60% of TTRs are located in regions where two neigh-
boring polycistrons end (convergent TTRs, cTTRs). The remaining 40% of TTRs are found between 
polycistrons oriented head-to-tail (single TTRs, sTTRs), and frequently coincide with RNAPI or RNAPIII 
transcribed genes.

Regulation of trypanosome gene expression is thought to occur predominantly post-transcriptionally 
via control of pre-mRNA processing, turnover, and translation, suggesting a lack of promoter-mediated 
modulation. It was therefore surprising that a large number of putative chromatin regulatory factors 
exhibit enrichment in the vicinity of TSRs (Schulz et al., 2015; Siegel et al., 2009; Staneva et al., 
2021). We previously identified two classes of TSR-associated factors. In chromatin immunoprecipi-
tation assays, Class I factors, such as the predicted lysine methyltransferase SET27 and the Chromo-
domain protein CRD1, exhibit sharp peaks that coincide with the 5′ end of nascent pre-mRNAs. In 
contrast, Class II factors are distributed more broadly from the Class I peak and extend into down-
stream transcription units (Staneva et al., 2021).

Here, we set out to characterize the Class I factors SET27 and CRD1 which exhibit some of the most 
prominent peaks at RNAPII TSRs. Our previous affinity purifications and mass spectrometry identified 
four uncharacterized proteins that interact strongly with both SET27 and CRD1. We show that all six 
proteins associate with each other and that the four uncharacterized proteins also display sharp peaks 
at TSRs, coincident with sites where SET27 and CRD1 reside. Thus, these six proteins form the SET27 
promoter-associated regulatory complex (SPARC). We further show that SPARC is required for accu-
rate transcription initiation and/or promoter definition.

Results
SET27 and CRD1 associate with proteins containing chromatin reader 
modules
We previously reported that YFP-tagged SET27 (Tb927.9.13470) and CRD1 (Tb927.7.4540) co-im-
munoprecipitate with each other and with JBP2, a thymidine hydroxylase involved in the synthesis of 
base J (DiPaolo et al., 2005; Kieft et al., 2007). In addition, both SET27 and CRD1 interacted with 
four uncharacterized proteins (Tb927.11.11840, Tb927.3.2350, Tb927.1.4250, and Tb927.11.13820; 
Staneva et al., 2021). SET27 is predicted to contain a SET methyltransferase domain (Dillon et al., 
2005) and a Zinc finger domain (Klug and Rhodes, 1987), whereas CRD1 has a putative methyl lysine 
binding Chromo domain (Bannister et al., 2001; Lachner et al., 2001; Paro, 1990; Singh et al., 1991; 
Figure 1—figure supplement 1A). Among the four uncharacterized proteins, Tb927.11.11840 was 
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named CSD1 because it contains a divergent Chromoshadow domain (Aasland and Stewart, 1995), 
normally found in association with Chromodomains. The uncharacterized protein Tb927.3.2350 has a 
predicted PHD finger histone methylation reader domain (Aasland et al., 1995; Li et al., 2006; Peña 
et al., 2006), and was thus designated as PHD6. Tb927.1.4250 lacked strongly predicted domains but 
because it was enriched at promoters (see below), we named it Promoter Binding Protein 1 (PBP1). 
Finally, Tb927.11.13820 was designated PWWP1 due to its structural similarity to a PWWP domain of 
the human NSD2 histone methyltransferase, which binds methylated H3K36 (Arrowsmith and Scha-
pira, 2019; Zhang et al., 2021). Overall, the presence of putative histone writer and reader domains 
suggests that these proteins may cooperate to regulate chromatin structure and gene expression.

Identification of the TSR-associated SPARC complex in BF T. brucei
The enrichment of CSD1, PHD6, PBP1, PWWP1, and JBP2 with affinity-selected YFP-SET27 and 
YFP-CRD1 (Staneva et al., 2021) initially suggested that these seven proteins might form a single 
complex. To investigate this further, we YFP-tagged the four uncharacterized proteins and JBP2 
at their endogenous gene loci in BF Lister 427 T. brucei cells. We tagged the proteins on their N 
termini to preserve 3′ UTR sequences involved in regulating mRNA stability (Clayton, 2019). We note, 
however, that the presence of the YFP tag and/or its position (N- or C-terminal) might affect protein 
expression and localization patterns. Immunolocalization was performed to determine the subcellular 
distribution of the putative SET27-CRD1 complex components. Strong nuclear signals were obtained 
for CRD1, CSD1, PHD6, PBP1, and PWWP1, whereas SET27 and JBP2 were found in both the nucleus 
and the cytoplasm of BF cells (Figure 1—figure supplement 1B). We subsequently affinity purified 
each protein and identified its interacting partners via the same LC-MS/MS proteomics pipeline we 
previously used for YFP-SET27 and YFP-CRD1 (Staneva et al., 2021). This analysis showed that each 
protein displayed strong association with the other six (Figure 1A; Supplementary file 1).

This group of seven represented the most highly enriched proteins in the affinity selections of 
SET27, CRD1, CSD1, and PBP1, being on average eightfold more prevalent than any other proteins 
detected. However, several bait proteins recovered overlapping sets of additional proteins (Figure 1B; 
Supplementary file 2). SET27, CRD1, CSD1, PBP1, and PWWP1 associated with JBP3, a base J 
binding protein involved in RNAPII transcription termination in T. brucei and Leishmania (Jensen 
et al., 2021; Kieft et al., 2020). PHD6 and PWWP1 affinity purifications were enriched for various 
histones (H2A, H2B, H3.V, H4, etc.) and kinetochore proteins (KKT2, KKT4, KKT8, etc.), and PHD6, 
PBP1, and PWWP1 each associated with the histone variant H4.V and the kinetochore protein KKT3. 
Recovery of histone proteins is consistent with the presence of putative histone-binding modules in 
CRD1, PHD6, and PWWP1. Additionally, CRD1, PHD6, and PWWP1 interacted with various RNAPII 
subunits, and both PHD6 and PWWP1 associated with the POB3 and SPT16 components of the FACT 
complex. FACT is involved in transcription elongation in eukaryotes (Belotserkovskaya et al., 2003), 
and in T. brucei it has also been linked to VSG repression (Denninger and Rudenko, 2014). Overall, 
our proteomic analyses indicate that SET27, CRD1, CSD1, PHD6, PBP1, PWWP1, and JBP2 are tightly 
associated, potentially forming a protein complex, with some components showing interactions with 
a wider group of proteins involved in transcriptional regulation (Figure 1B; Supplementary file 2).

Previously we demonstrated that both SET27 and CRD1 are specifically enriched across a narrow 
segment of RNAPII TSRs in T. brucei BF cells (Staneva et al., 2021). We therefore performed ChIP-seq 
for the five other SET27/CRD1-associated proteins in BF parasites. CSD1, PHD6, PBP1, and PWWP1 
each showed sharp peaks at TSRs, coincident with SET27 and CRD1 (Figure  2A, B). In contrast, 
we did not detect specific association of JBP2 with any genomic region. Thus, JBP2 is either not 
chromatin-associated, only transiently associated with chromatin or the fixation conditions used might 
be insufficient to crosslink it to chromatin. Consequently, despite the clear and robust affinity purifica-
tion of JBP2 with the other six proteins in BF cells, we are unable to reliably designate JBP2 as a core 
component of the complex. Because SET27, CRD1, CSD1, PHD6, PBP1, and PWWP1 clearly associate 
with each other and are co-enriched over RNAPII promoter regions, we termed this six-membered 
complex the SET27 promoter-associated regulatory complex (SPARC).

PF T. brucei cells also contain SPARC
To determine if SPARC exists with a similar composition in the distinct insect stage of the T. brucei 
life cycle, we YFP-tagged SET27, CRD1, and JBP2 at their endogenous loci in PF parasites. In PF 

https://doi.org/10.7554/eLife.83135


 Research article﻿﻿﻿﻿﻿﻿ Chromosomes and Gene Expression

Staneva et al. eLife 2022;11:e83135. DOI: https://doi.org/10.7554/eLife.83135 � 4 of 23

���
� �
�
��
��
��
�

���
� �
�
��
��
��
�

���������
�

�� �� � � � 
 	 �� �� ��
�

�

�




	

��������������������

�

�
	��

����

����

����
�����

����
����

��������
���� 	�����
�

����

���
�
	�����


� � � � � �� �� ��
�

�

�

�

�

�������
	������������

� �
�

�
	��
����

����
��������

���� �����

����

	�����
�
����

���
�������


� � � � � �� �� ��
��������������������

�

�

�

�

�

�� ���

�����
����

����

��������
����

�����

��
���


���


���������
	�

�� � � � � �� �� ��
�

�

�

�

�

�� ���

�����

����

���� ����

���� ����

�����

����
����� �


���
����
���� ����

�
�


	��������������������

	�������������������

����

��������� �

�
 ­ 
 � � �­ �� �

­

�




�

�

�� ���

�����

����
����

����
�����

����

����

	�������������������

��������� �

�
 ­ 
 � � �­ �� �

­

�




�

�

�� ���

��������� �����

����

��������
����
����
�
�


��������
�����

����

�����

����
��������

����

����

�����

��������� �

�
 ­ 
 � � �­ �� �

­

�




�

�

��

��������������������
��


�����

�
	


��	�
����

�����

��	�

����

�

�

Figure 1. Identification of SPARC in bloodstream form Trypanosoma brucei. (A) Proteins previously shown to be enriched in CRD1 and SET27 
coimmunoprecipitations (co-IPs) were YPF-tagged and analyzed by affinity selection and LC-MS/MS to identify their protein interaction partners. 
Volcano plots are based on three biological replicates for each sample. Cutoffs used for significance: log2 (tagged/untagged)>2 or <−2 and Student’s 
t-test p-value<0.01. See Supplementary file 1 for a complete list of proteins enriched in each affinity selection. Putative SPARC complex subunits are 

Figure 1 continued on next page
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cells, JBP2 was predominantly cytoplasmic, whereas SET27 was strongly enriched in the nucleus. This 
contrasts with BF cells, where SET27 and JBP2 were detected in both the nucleus and cytoplasm 
(Figure 1—figure supplement 1B). CRD1 localized to the nucleus in both developmental forms of T. 
brucei.

Affinity selections of YFP-tagged SET27 and CRD1 from PF cells showed that both proteins 
strongly associate with each other and with the other four core SPARC components. Indeed, CSD1, 
PHD6, PBP1, and PWWP1 were at least sixfold more enriched in YFP-SET27 and YFP-CRD1 puri-
fications relative to any other protein (Figure  1—figure supplement 2A; Supplementary file 1). 
However, in contrast to BF cells, affinity-selected YFP-SET27 displayed only a weak association with 
JBP2 (50-fold less than other SPARC components) and YFP-CRD1 showed no interaction with JBP2 

shown in pink and other proteins of interest are shown in teal. The CRD1 and SET27 co-IPs are reproduced from Figure 4A by Staneva et al., 2021. 
(B) Interaction network of the proteins enriched in the co-IP experiments shown in (A). SPARC components are connected with thick lines while all 
other interactions are shown with thin lines. Proteins which interact with three or more SPARC components are represented in different colors. See 
Supplementary file 2 for a complete list of shared and unique interactors in these co-IPs.

The online version of this article includes the following figure supplement(s) for figure 1:

Figure supplement 1. Domain architecture and localization of SPARC complex subunits.

Figure supplement 2. SPARC is present in procyclic form cells.

Figure 1 continued
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Figure 2. SPARC components target the same genomic loci in bloodstream form Trypanosoma brucei. (A) A region of Chromosome 2 is shown with 
ChIP-seq reads mapped for the indicated proteins. A single replicate is shown for each protein. ChIP-seq performed in wild-type cells lacking any 
tagged protein (untagged) was included as a negative control. Tracks are scaled separately as fragments per million (the exact value is indicated in the 
top-right corner of each track). The positions of single and double transcription start regions (sTSRs and dTSRs) are shown below with arrows indicating 
the direction of transcription. ChIP-seq data for CRD1, SET27, and the untagged parental cell line are reproduced from Figure 2A by Staneva et al., 
2021. (B) Enrichment profiles for SPARC components. CRD1 is used as a reference because it has the most prominent peaks at TSRs. The metagene 
plots (top) show normalized read density around all CRD1 peak summits, with each replicate plotted separately. The heatmaps (bottom) show protein 
density around 177 individual CRD1 peaks. Each heatmap shows the average of at least two replicates. CRD1 and SET27 metagene plots and heatmaps 
are reproduced from Figure 2C by Staneva et al., 2021.
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in PF trypanosomes (Figure 1—figure supplement 2A; Supplementary file 1). Similarly, core SPARC 
components were only weakly enriched with affinity-selected YFP-JBP2 (~2-fold less compared to 
other proteins). This weak association of SPARC subunits with JBP2 in PF cells perhaps reflects its 
predominantly cytoplasmic localization relative to core components of the complex (Figure 1—figure 
supplement 1B).

We next performed ChIP-seq to map the genome-wide binding sites of YFP-tagged SET27, CRD1, 
and JBP2 in PF cells. As in BF cells, SET27 and CRD1 were both localized to RNAPII TSRs, whereas 
JBP2 was not chromatin-associated (Figure 1—figure supplement 2B).

These analyses in PF cells indicate that six core components, SET27, CRD1, CSD1, PHD6, PBP1, 
and PWWP1, form the main SPARC complex in both BF and PF cells. The ancillary factor JBP2 was 
largely absent from PF cell nuclei and only very weakly associated with other SPARC components in 
PF cells, underscoring its distinct behavior.

Loss of SET27 disrupts SPARC formation
The strong association of SPARC with RNAPII TSRs in both BF and PF T. brucei cells suggested that it 
might have a role in regulating transcription. To test this, we attempted to delete the genes encoding 
SPARC components in BF cells. We successfully generated cell lines lacking the core subunit SET27 
(set27Δ/Δ) and the auxiliary subunit JBP2 (jbp2Δ/Δ). However, we were unable to obtain cell lines 
completely null for any other SPARC component, suggesting these may be essential for viability. To 
confirm the SET27 and JBP2 gene deletions, we generated RNA-seq libraries using poly(A)-selected 
RNA. Cells lacking either one (Δ/+) or both alleles (Δ/Δ) showed a partial and complete loss of SET27 
and JBP2 mRNA, respectively (Figure 3A; Figure 3—figure supplement 2A). Importantly, transcripts 
derived from neighboring genes were unaffected, demonstrating that deletion of the SET27 or JBP2 
genes did not alter the expression of other genes in their respective polycistrons.

Initial phenotypic characterization of cells lacking SET27 or JBP2 showed that set27Δ/Δ cells grew 
substantially slower than wild-type or set27Δ/+ cells (Figure 3—figure supplement 1A). In contrast, 
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Figure 3. SPARC integrity is compromised in bloodstream form T. brucei lacking SET27. (A) Tracks showing the distribution of RNA-seq reads in the 
vicinity of the SET27 gene in wild-type, set27Δ/+and set27Δ/Δ cells. All tracks are scaled identically (number of reads shown in the bottom right corner 
of each track). (B) Affinity selection of FLAG-CRD1 from wild-type and set27Δ/Δ cells. The volcano plot is based on three biological replicates for each 
sample. Cutoffs used for significance: log2 (set27Δ/Δ vs. WT)>2 or <−2 and Student’s t-test p-value<0.01. See Supplementary file 1 for a complete list 
of proteins in these affinity selections. SPARC components are shown in pink, VSGs in green, and ESAGs in yellow.

The online version of this article includes the following figure supplement(s) for figure 3:

Figure supplement 1. Validation of the SET27 knockout.

Figure supplement 2. Validation of the JBP2 knockout.
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jbp2Δ/Δ cells grew slightly faster than wild-type cells (Figure 3—figure supplement 2B). The basis for 
these differences in growth rates remains to be determined.

To test if SET27 is required for the integrity of SPARC, we FLAG-tagged CRD1 at its endogenous 
locus in wild-type and set27Δ/Δ cells. Next, we performed affinity selections of FLAG-CRD1 from both 
cell lines followed by mass spectrometry to detect potential differences in interacting proteins. In the 
absence of SET27, FLAG-CRD1 showed greatly reduced association with all other SPARC components 
(Figure 3B; Supplementary file 1). Instead, several VSG proteins were detected as being associated 
with FLAG-CRD1 in set27Δ/Δ cells, though it is likely that these represent unspecific interactions. 
Thus, we conclude that SET27 is pivotal for SPARC assembly or stability, as other subunits dissociate 
in its absence.

SET27 is required for correct transcription initiation in BF T. brucei
Because SPARC is enriched over transcription start regions, we tested whether SET27 is required 
for accurate transcription initiation. In T. brucei, transcription initiates from either unidirectional or 
bidirectional promoters. All regions annotated as sTSRs in the trypanosome genome correspond to 
unidirectional promoters which are associated with a single SPARC binding site. Regions annotated as 
dTSRs exhibit either one or two SPARC peaks depending on whether the promoter is bidirectional or 
there are two nearby unidirectional promoters from which transcription initiates in opposite directions 
(e.g., see Figures 4 and 5). In wild-type and set27Δ/+ cells, transcription typically initiated coincident 
with, or just downstream from, the peak of SPARC binding (Figure  4A–C). Strikingly, this pattern 
was lost in set27Δ/Δ cells. At all unidirectional promoters, the transcription start site shifted ~1–5 kb 
upstream of its normal position in wild-type cells (Figure 4A, left), though the extent of this defect 
varied between promoters in terms of both distance from the wild-type start site and RNA amount. 
Additionally, at 14 out of 54 normally unidirectional promoters, transcription initiated in both direc-
tions in set27Δ/Δ cells, effectively converting them to bidirectional promoters (Figure  4A, right). 
These altered transcription patterns were also clearly evident in a metagene analysis of unidirectional 
promoters (Figure 4C). Data from dTSRs were more difficult to interpret because in these regions 
one cannot distinguish between an upstream and an antisense transcriptional defect. Nonetheless, 
there was strong evidence that SET27 also contributes to accurate transcription initiation from dTSRs 
(Figure 4B, C). To determine if the transcriptional phenotype we observed was specifically due to 
SET27 loss, we restored the wild-type SET27 gene to its endogenous locus by homologous recom-
bination (Figure 3—figure supplement 1B). We obtained two rescue clones which grew slower than 
wild-type but faster than set27Δ/Δ cells (Figure 3—figure supplement 1A). Importantly, the elevated 
level of transcription within two TSRs observed in set27Δ/Δ cells was completely reversed when the 
SET27 gene was restored (Figure 4D).

In contrast to SET27, loss of JBP2 did not result in any distinct changes to the transcriptional 
profile around TSRs (Figure 3—figure supplement 2C). This is consistent with our ChIP-seq data 
showing that JBP2 does not selectively associate with promoter regions (Figure 2), and again indi-
cates that its function is distinct from core SPARC components. Collectively, these results suggest that 
SPARC contributes to the accurate positioning of transcription start sites and to normal transcription 
directionality.

The distribution of RNAPII is altered in cells lacking SET27
If promoter positioning is indeed affected by SET27 loss, then RNAPII occupancy within TSRs would 
also be expected to change. To directly test this possibility, we performed ChIP-seq for YFP-RPB1 
(the largest RNAPII subunit) in wild-type, set27Δ/+, and set27Δ/Δ BF T. brucei cells. In wild-type and 
set27Δ/+ cells, RPB1/RNAPII enrichment was clearly coincident with SPARC peaks (represented by 
CRD1; Figure 5). Notably, this pattern was significantly altered in set27Δ/∆ cells, with RPB1/RNAPII 
peaks becoming less defined and, in some instances, completely lost (Figure 5A). Comparison with 
RNA-seq data showed that the broader RPB1/RNAPII signal in set27Δ/Δ cells coincides with transcript 
accumulation upstream of the major transcription initiation site in wild-type cells (Figure 5A). Meta-
gene analysis confirmed that the RPB1/RNAPII peaks are generally reduced and broader in set27Δ/Δ 
cells relative to set27Δ/+ or wild-type cells (Figure 5B). Thus, we conclude that SET27 is required for 
accurate RNAPII transcription initiation.

https://doi.org/10.7554/eLife.83135
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Figure 4. Transcription initiation is dysregulated in the absence of SET27. (A) Tracks showing the distribution of RNA-seq reads in the presence 
(wild-type and set27Δ/+) or absence of SET27 (set27Δ/Δ) around selected unidirectional sTSR promoters. CRD1 ChIP (top track) is included to mark 
the position of SPARC sites. ORFs are indicated by gray boxes, and directionality is shown with inset white arrows. Genes present within a single 
polycistron are connected with a thin black line. Hypothetical protein-coding genes annotated within each TSR region are not connected to neighboring 

Figure 4 continued on next page
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SET27 represses the expression of VSG and transposon-derived genes
The finding that transcription initiation and RNAPII occupancy is altered in set27Δ/Δ cells prompted 
us to determine if these changes affect the expression of any mRNAs. Principal component analysis 
was employed to compare the global transcriptional landscapes of wild-type, set27Δ/+, and set27Δ/Δ 
cells (Figure  6A). Wild-type and set27Δ/+ replicates clustered together while set27Δ/Δ replicates 
were clearly distinct, indicating that gene expression is aberrant in cells lacking SET27. Analysis of 
differentially expressed genes (DEGs) in wild-type versus set27Δ/Δ cells revealed widespread tran-
scriptional induction of otherwise silent or weakly expressed genes (Figure 6B, C). Almost 100 mRNAs 
were significantly upregulated at least twofold (Figure 6B; Supplementary file 3). Conversely, only 
the SET27 mRNA was reduced, due to its gene deletion (Figure 6B; Supplementary file 3). Gene 
ontology analysis of the upregulated mRNA set revealed strong enrichment for normally silent VSG 
genes (Figure 6B–D) which were distinct from the VSG proteins detected in FLAG-CRD1 immunopre-
cipitations from set27Δ/Δ cells (Figure 3B). Additionally, we observed derepression of SLACS retro-
transposons which reside within the SL gene cluster, as well as derepression of reverse transcriptase 
and RNase H genes derived from the more widely distributed ingi retrotransposons (Figure 6B–D). 
Expression site-associated genes (ESAGs; transcribed together with the active VSG) were also upreg-
ulated in set27Δ/Δ cells (Figure  6B, C). However, the ESAG gene category was not significantly 
enriched overall among the DEGs (Figure 6D).

To determine if the DEGs identified as being upregulated in set27Δ/Δ cells share any particular 
feature that might explain their sensitivity to SPARC loss, we mapped their genomic location relative 
to the nearest SPARC peak. Genes whose exact genomic location varies, such as VSG genes that are 
located at subtelomeric regions and can frequently recombine to new locations, were excluded from 
this analysis. Notably, upregulated genes typically resided within 2.5 kb of a SPARC peak, compared 
to 65 kb for the average, unaltered gene (Figure 6E).

A sizable subset of DEGs were VSG genes located at the ends of chromosomes adjacent to telo-
meres. Interestingly, upon manual inspection, we noticed that a large number of these induced 
subtelomeric VSG transcripts (16 out of 37) were derived from two locations on chromosome 9 near 
the right telomere. In both cases, these VSG gene transcripts arise downstream of SPARC peaks but 
are not immediately adjacent to them (Figure 6F). In the absence of SET27, RPB1/RNAPII displayed 
increased chromatin association over a much larger region downstream of each SPARC peak: ~60 
and  ~130  kb regions containing 11 and 5 differentially expressed VSGs, respectively (Figure  6F). 
Two non-VSG genes were also upregulated in this region, indicating that general derepression occurs 
across this subtelomere. We also observed a similar phenotype at other subtelomeric regions, such 
as Chromosome 8_5A where 10 VSGs and a gene encoding a hypothetical protein were upregulated 
upon SET27 deletion (Supplementary file 3).

These analyses demonstrate that SPARC is required to restrict the expression level of genes in the 
immediate vicinity of TSRs located within the main body of T. brucei chromosomes as well as genes, 
particularly VSGs, located further downstream of SPARC sites within subtelomeric regions.

Discussion
In this study, we identified SPARC, a promoter-associated protein complex in both BF and PF of 
T. brucei, comprising SET27, CRD1, CSD1, PHD6, PBP1, and PWWP1. Several SPARC components 
showed homology to known histone mark reader and writer domains, including SET, Chromo, Chro-
moshadow, PHD, and PWWP, indicating that the association of SPARC with chromatin is mediated 
through binding to specific histone modification(s). JBP2 also copurified with core SPARC components 
but it appears to be functionally distinct from them with respect to chromatin binding and impact on 
transcription initiation. In contrast to a previous report (DiPaolo et al., 2005), we detected YFP-JBP2 

polycistrons. (B) As in (A), but for dTSR promoters. (C) Left: metaplots showing the distribution of RNA-seq reads around 33 SPARC sites marking 
unidirectional sTSR promoters. For clarity, we excluded SPARC sites present within 5 kb of a different SPARC site. Transcription in the forward direction 
is shown in the upper panel and transcription in the reverse direction is shown below. Right: metaplots showing the distribution of RNA-seq reads 
surrounding all 120 SPARC sites present at dTSR promoters. (D) RT-qPCR of RNA originating from sTSR10 and sTSR47 in wild-type, set27Δ/Δ, and two 
SET27 rescue clones. Error bars: standard deviation (SD) of two biological replicates.

Figure 4 continued
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Figure 5. SET27 is required for full RNAPII recruitment to transcription start regions. (A) Tracks showing the distribution of YFP-tagged RPB1, the 
largest subunit of T. brucei RNAPII, across selected genomic windows following ChIP-seq. CRD1 ChIP (top) and RNA-seq (bottom) tracks are included 
for comparison. (B) RPB1 enrichment profiles. CRD1 is used as a reference because it has the most prominent peaks at TSRs. The metagene plots (top) 
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177 individual SPARC sites. Each heatmap shows the average of at least two replicates.
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and identified untagged JBP2 as a YFP-SET27 interactor in PF cells, indicating that JBP2 is expressed 
in PF T. brucei.

A chromatin-associated complex containing homologs of SET27, CRD1, CSD1, and PBP1 was 
recently identified in Leishmania (Jensen et al., 2021), showing that SPARC-related complexes are 
also present in other kinetoplastids, albeit with potentially altered composition. The Leishmania 
complex subunits interacted strongly with JBP3, a DNA base J binding protein, and deletions of JBP3 
were shown to result in transcriptional read-through downstream of RNAPII termination sites in both T. 
brucei and Leishmania (Jensen et al., 2021; Kieft et al., 2020). Similarly, we detected JBP3 in affinity 
purifications of most core SPARC components. However, neither SET27 nor JBP2 deletions resulted in 
transcription termination defects, indicating that JBP3 function is distinct from SPARC.

While most SPARC subunits appear to be essential for viability, we were able to delete both 
alleles of the SET27 gene, leading to dissociation of the other complex subunits. In the absence 
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Figure 6. SET27 deletion derepresses VSGs and transposon-associated genes. (A) Principal component analysis (PCA) comparing mRNA expression 
(n=8540) in wild-type, set27Δ/+, and set27Δ/Δ cells. (B) Volcano plot showing differentially expressed genes (DEGs) between wild-type and set27Δ/Δ 
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of SET27, polyadenylated transcripts in the vicinity of SPARC binding sites were upregulated as a 
result of transcript accumulation upstream of the wild-type start site and antisense transcription from 
some normally unidirectional promoters. In principle, these observations are consistent with SPARC 
regulating either RNA synthesis or degradation. However, the balance of evidence suggests SPARC 
directly regulates transcription. First, our ChIP-seq data sets showed that SPARC subunits associate 
with RNAPII promoters in a narrow region of enrichment that matches that of RPB1. These similar 
enrichment patterns suggest a possible direct link between SPARC and the RNAPII transcription 
machinery of T. brucei. Such a link is supported by the interactions of CRD1, PHD6, and PWWP1 with 
RNAPII subunits in our proteomics analyses (Figure 1). In contrast, we did not observe any interactions 
between SPARC subunits and RNA decay factors. Second, SET27 loss disrupted RPB1 association 
with TSRs, suggesting SPARC directly or indirectly regulates transcription initiation. Taken together, 
these results support the conclusion that SPARC functions at T. brucei promoters by interacting with 
RNAPII to accurately demarcate transcription start sites and, in some instances, ensure unidirectional 
transcription (Figure 7). Sequence-specific elements have recently been found to drive RNAPII tran-
scription from a T. brucei promoter (Cordon-Obras et al., 2022); however, we were unable to identify 
similar motifs underlying CRD1 or RPB1 ChIP-seq peaks, suggesting that T. brucei promoters are 
perhaps heterogeneous in composition.

While SPARC contributes to the accuracy of transcription initiation across essentially all RNAPII 
promoters, the abundance of most mRNAs was unaffected following SET27 loss. This probably reflects 
the dominant role of post-transcriptional regulation in T. brucei gene expression (Clayton, 2019). Such 
post-transcriptional buffering might have evolved primarily to regulate expressed mRNAs, leaving 

Figure 7. Model for SPARC-mediated definition of RNAPII transcription start sites. (A) In wild-type cells, SPARC associates with genomic sites just 
upstream of polycistronic transcription units. SPARC sites coincide with promoters and regions of RNAPII enrichment. (B) In the absence of SET27, 
the SPARC complex dissociates from promoters and RNAPII enrichment is decreased. Transcription initiates upstream of the natural site (top) and 
sometimes in the reverse direction (bottom), effectively converting some unidirectional promoters into bidirectional promoters.

https://doi.org/10.7554/eLife.83135
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regions close to promoters, which are not normally transcribed, free from this regulation. This may 
explain why increased transcript levels in set27Δ/Δ were restricted to the vicinity of TSRs. However, 
widespread transcriptional dysregulation of mRNAs and its post-transcriptional correction might be 
energetically costly, potentially leading to the growth defect observed in SET27 null cells.

Of the genes that changed expression after SET27 deletion, almost half belong to the VSG family 
of surface coat proteins. BF trypanosomes normally express only a single VSG gene from 1 of ~15 
telomere-adjacent bloodstream expression sites (BESs). In contrast, in set27Δ/Δ cells, we detected 
upregulation of 43 VSG transcripts, none of which were annotated as located in BES regions. Recently, 
López-Escobar et al., 2022 have also observed VSG mRNA upregulation from non-BES locations, 
suggesting that VSGs might sometimes be transcribed from other regions of the genome. However, 
the VSG transcripts we detect as upregulated in set27Δ/Δ were relatively lowly expressed (Figure 6C) 
and may not be translated to protein or be translated at low levels compared to a VSG transcribed 
from a BES site. Most of the upregulated VSG transcripts originated from subtelomeric regions, far 
from SPARC binding sites. We propose that, in contrast to promoters, transcriptional silencing within 
subtelomeric regions is sensitive to loss of SPARC activity over large chromosomal regions. However, 
an alternative possibility is that transcriptional repression in subtelomeric regions is mediated by 
different protein complexes which share some of their subunits with SPARC, or whose activity is influ-
enced by it.

Additionally, in cells lacking SET27, we observed derepression of promoter-proximal transcripts 
derived from retrotransposons. It is possible that a more open chromatin configuration at trypano-
some TSRs allows preferential insertion of transposable elements at those locations, similar to what 
has been observed in other eukaryotes (Feschotte, 2008; Miao et al., 2020). In wild-type cells, SPARC 
may help maintain genome integrity by preventing the expression of these mobile genetic elements.

In summary, we have identified SPARC, a novel promoter-associated protein complex that helps 
define RNAPII transcription start sites, influences transcription directionality, and represses transcrip-
tion across subtelomeric domains. The function of the SET27 putative histone methyltransferase at T. 
brucei TSRs is reminiscent of the role that the Set1/COMPASS complex plays at Opisthokont RNAPII 
promoters where it writes the H3K4me mark (Shilatifard, 2012). H3K4 methylation by Set1/COMPASS 
is mediated through a PHD reader module and interactions with RNAPII, influencing cryptic transcript 
degradation and both activation and repression of RNAPII transcription (Howe et al., 2017). Despite 
the divergence of histones in trypanosomes, they also exhibit H3K4 methylation that is enriched over 
promoter-proximal regions (Kraus et al., 2020; Wright et al., 2010). It remains to be determined 
which histone lysine residues, if any, are methylated by SET27, which reader proteins (i.e., CRD1, 
PHD6, and/or PWWP1) bind the resulting modification(s) and if their binding also contributes to 
promoter definition.

Materials and methods

 Continued on next page

Key resources table 

Reagent type (species) or 
resource Designation Source or reference Identifiers Additional information

Gene (Trypanosoma brucei) SET27 TriTrypDB Tb927.9.13470

Gene (T. brucei) CRD1 TriTrypDB Tb927.7.4540

Gene (T. brucei) CSD1 This paper Tb927.11.11840

Gene (T. brucei) PHD6 This paper Tb927.3.2350

Gene (T. brucei) PBP1 This paper Tb927.1.4250

Gene (T. brucei) PWWP1 This paper Tb927.11.13820

Gene (T. brucei) JBP2 TriTrypDB Tb927.7.4650

Gene (T. brucei) RPB1 TriTrypDB Tb927.4.5020

Strain, strain background (T. 
brucei) Lister 427 Keith Matthews lab stocks BF and PF

Cell line (T. brucei) YFP-SET27 Staneva et al., 2021 BF

https://doi.org/10.7554/eLife.83135
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Reagent type (species) or 
resource Designation Source or reference Identifiers Additional information

Cell line (T. brucei) YFP-CRD1 Staneva et al., 2021 BF

Cell line (T. brucei) YFP-CSD1 This paper BF

Cell line (T. brucei) YFP-PHD6 This paper BF

Cell line (T. brucei) YFP-PBP1 This paper BF

Cell line (T. brucei) YFP-PWWP1 This paper BF

Cell line (T. brucei) YFP-JBP2 This paper BF

Cell line (T. brucei) YFP-SET27 This paper PF

Cell line (T. brucei) YFP-CRD1 This paper PF

Cell line (T. brucei) YFP-JBP2 This paper PF

Cell line (T. brucei) YFP-RPB1 Staneva et al., 2021 BF

Cell line (T. brucei)
set27Δ/+ in
YFP-RPB1 This paper BF

Cell line (T. brucei)
set27Δ/Δ in
YFP-RPB1 This paper BF

Cell line (T. brucei)
jbp2Δ/+ in
J1339 WT This paper BF

Cell line (T. brucei)
jbp2Δ/Δ in
J1339 WT This paper BF

Cell line (T. brucei) FLAG-CRD1 in WT This paper BF

Cell line (T. brucei) FLAG-CRD1 in set27Δ/Δ This paper BF

Transfected construct (T. 
brucei) BSR-YFP contruct This paper

Used to generate the YFP-tagged cell 
lines

Transfected construct (T. 
brucei) PUR-FLAG construct This paper

Used to generate the FLAG-tagged 
cell lines

Transfected construct (T. 
brucei)

SET27/JBP2 5′ UTR -  
HYG/G418 - 
SET27/JBP2 3′ UTR This paper

Used to generate the set27 and jbp2 
Δ/+ and Δ/Δ cell lines

Transfected construct (T. 
brucei)

SET27 5′ UTR -  
PUR -  
SET27 CDS - 
SET27 3′ UTR This paper

Used to generate the SET27 rescue 
cell line

Antibody
Anti-GFP (Rabbit 
polyclonal) Thermo Fisher Scientific Cat # A-11122

IF (1:500)  
ChIP (10 µg per sample)

Antibody
Anti-GFP (Mouse 
monoclonal) Roche Cat # 11814460001 IP-MS (10 µg per sample)

Antibody
M2 anti-FLAG (Mouse 
monosclonal) Sigma-Aldrich Cat #F1804 IP-MS (10 µg per sample)

Antibody
Alexa Fluor 568 anti-
rabbit (Goat polyclonal) Thermo Fisher Scientific Cat #A-11036 IF (1:1000)

Recombinant DNA reagent
pPOTv4
BSR YFP (plasmid) Dean et al., 2015 Used for the YFP tagging

Recombinant DNA reagent
pPOTv4
PUR FLAG (plasmid) This paper Used for the FLAG tagging

Recombinant DNA reagent

pPOTv7
G418 mNG
(plasmid) Gift from Sam Dean

Used to generate the set27 and jbp2 
Δ/+ and Δ/Δ cell lines

 Continued

 Continued on next page
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Reagent type (species) or 
resource Designation Source or reference Identifiers Additional information

Recombinant DNA reagent

pPOTv7
HYG RFP
(plasmid) Gift from Sam Dean

Used to generate the set27 and jbp2 
Δ/+ and Δ/Δ cell lines

Recombinant DNA reagent pJ1339 (plasmid) Alves et al., 2020
Used to generate the jbp2 Δ/+ and Δ/Δ 
cell lines

Recombinant DNA reagent
pMA-RQ-SET27 
addback (plasmid) Invitrogen

Used to generate the SET27 rescue 
cell line

Commercial assay or kit Quick Blunting Kit NEB Cat #E1201L

Commercial assay or kit
Klenow Fragment (3′→5′ 
exo-) NEB Cat #M0212S

Commercial assay or kit

NEXTflex-96 DNA 
Barcodes (Illumina 
Compatible) Bioo Scientific Cat #514105

Commercial assay or kit
Luna Universal One-
Step RT-qPCR Kit NEB Cat #E3005S

Commercial assay or kit

NEBNext Ultra II 
Directional RNA Library 
Prep Kit for Illumina NEB Cat #7760

Commercial assay or kit

NEBNext Poly(A) mRNA 
Magnetic Isolation 
Module NEB Cat #E7490

Chemical compound, drug AMPure XP beads Beckman Coulter Cat #A63881

Chemical compound, drug TRIzol reagent Thermo Fisher Scientific Cat # 15596026

Chemical compound, drug RapiGest SF Surfactant Waters Cat #186001861

Chemical compound, drug
Trypsin Protease, MS 
Grade Thermo Fisher Scientific Cat #90057

Software, algorithm Cytoscape Shannon et al., 2003

Software, algorithm LeishGEdit Beneke et al., 2017

Software, algorithm Perseus Tyanova et al., 2016

Software, algorithm TriTrypDB Aslett et al., 2010

 Continued

Cell lines
This study utilized two standard parental cell lines of the eukaryotic parasite T. brucei: BF 427 and PF 
427. Analysis of ChIP-seq input and RNA-seq data made from these cell lines showed no evidence of 
contamination with sequence reads from Mycoplasma. Our sequencing data also confirmed that all 
cell lines are T. brucei 427. The cell lines with tagged proteins were confirmed by immunoprecipitation 
followed by mass spectrometry. The gene knockout cell lines were confirmed by RNA-seq. The SET27 
rescue cell line was confirmed by RT-qPCR.

Cell culture
BF T. brucei 427 parasites were grown at 37°C and 5% CO2 in HMI-9 medium supplemented with 
Penicillin-Streptomycin (Gibco) and 10% fetal bovine serum (Gibco). PF T. brucei 427 cells were grown 
at 27°C in SDM-79 medium supplemented with hemin, Penicillin-Streptomycin (Gibco), and 10% FBS 
(Gibco).

Structural bioinformatics
The presence of putative structural/functional domains in the SPARC complex subunits was identi-
fied by analyzing: (1) the amino acid sequence composition of individual subunits for remote protein 
homology using the HHPred web server (Söding et  al., 2005), offered by the MPI Bioinformatics 
Tool kit (https://toolkit.tuebingen.mpg.de/tools/hhpred; Zimmermann et  al., 2018; Gabler et  al., 

https://doi.org/10.7554/eLife.83135
https://toolkit.tuebingen.mpg.de/tools/hhpred


 Research article﻿﻿﻿﻿﻿﻿ Chromosomes and Gene Expression

Staneva et al. eLife 2022;11:e83135. DOI: https://doi.org/10.7554/eLife.83135 � 16 of 23

2020), (2) the three-dimensional models generated by AlphaFold (Jumper et  al., 2021), an artifi-
cial intelligence (AI) based high accuracy structure prediction method, using ColabFod notebook on 
Google CoLab (Mirdita et al., 2022). AlphaFold generated three-dimensional models were further 
analyzed using the DALI server (http://ekhidna2.biocenter.helsinki.fi/dali/; Holm and Rosenström, 
2010) a webserver that compares a query protein structure against the available protein structures in 
the Protein Data Bank (PDB) to strengthen the conclusions of the HHpred analyses.

Protein tagging
Proteins were tagged N-terminally at their endogenous loci using the pPOTv4 BSR YFP plasmid (Dean 
et al., 2015) and a derivative of the plasmid made by changing the blasticidin (BSR) drug resistance 
marker to puromycin (PUR) and the YFP tag to FLAG. Tagging constructs were made by fusion PCR 
and consisted of the end of the 5′ UTR of each gene, a region of the pPOTv4 plasmid containing the 
drug resistance gene and the tag, and the beginning of the CDS of each gene. Primers used to make 
the tagging constructs are listed in Supplementary file 4. Fusion constructs were transfected into 
T. brucei by electroporation. Cell lines with tagged proteins were verified by anti-GFP or anti-FLAG 
immunoprecipitation followed by LC-MS/MS.

Generating knockout cell lines
The SET27 gene deletion was performed in a YFP-RPB1 cell line (WT) via homologous recombination 
to replace both SET27 alleles with hygromycin (HYG) and G418 drug resistance markers. The JBP2 
gene deletion was made using a CRISPR/Cas9 toolkit developed for kinetoplastids (Beneke et al., 
2017). Briefly, a pJ1339 plasmid from which Cas9 is constitutively expressed (Alves et al., 2020) was 
integrated into the tubulin locus to generate the J1339 WT cell line. Then, guide RNAs and repair 
cassettes were transfected into the J1339 WT cell line to replace both JBP2 alleles with HYG and 
G418 drug resistance markers. Oligos used to make these deletions are listed in Supplementary 
file 4. HYG and G418 resistance markers were amplified from pPOTv7 plasmids kindly gifted by Sam 
Dean. The knockout cell lines were verified by RNA-seq.

Generating the SET27 rescue cell line
A pMA-RQ plasmid containing the rescue construct consisting of a fragment from the SET27 5′ UTR, 
followed by a puromycin (PUR) resistance cassette, the SET27 CDS sequence and a fragment from 
the SET27 3′ UTR were synthesized by Invitrogen. The plasmid was linearized by PsiI (NEB) and trans-
fected by electroporation into set27Δ/Δ cells. The rescue clones obtained were verified by RT-qPCR.

Immunolocalization
Parasites were harvested by centrifugation, washed once with phosphate-buffered saline (PBS) and 
fixed with 4% paraformaldehyde (final concentration) for 10 min on ice. Fixation was then stopped by 
adding glycine. Fixed cells were pipetted onto polylysine slides and permeabilized with 0.1% Triton 
X-100. Slides were blocked with 2% bovine serum albumin (BSA) for 45 min at 37oC. Blocked slides 
were incubated for 45 min at 37oC first with rabbit anti-GFP primary antibody (A-11122; Thermo Fisher 
Scientific) diluted 1:500 in 2% BSA, and then with Alexa fluor 568 goat anti-rabbit secondary antibody 
(A-11036; Thermo Fisher Scientific) diluted 1:1000 in 2% BSA. DNA was stained with DAPI. Slides 
were imaged using a Zeiss Axio Imager microscope.

ChIP-seq
3–5×108 cells were harvested by centrifugation and fixed with 0.8% formaldehyde (final concentra-
tion) for 20 min at room temperature. Cells were lysed and chromatin was sheared by sonication in a 
Bioruptor sonicator (Diagenode) for 30 cycles (each cycle: 30 s ON, 30 s OFF; high setting). Sonication 
was performed in the presence of 0.2% SDS, after which sonicated samples were centrifuged to pellet 
cell debris and SDS in the supernatants was diluted to 0.07%. An input (0.8% of total sample) was 
taken before incubating the rest of the supernatant overnight with Protein G Dynabeads and 10 µg 
anti-GFP antibody (A-11122; Thermo Fisher Scientific). The following day, the beads were washed 
first in the presence of 500 mM NaCl, and then in the presence of 250 mM LiCl. The DNA was eluted 
from the beads using a buffer containing 50 mM Tris-HCl pH 8, 10 mM EDTA, and 1% SDS. The 
eluted sample was treated with DNase-free RNase (Roche) and Proteinase K, and DNA was purified 
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using a QIAquick PCR Purification Kit (Qiagen). ChIP-seq libraries were prepared as follows. DNA was 
blunt-ended using a Quick blunting kit (NEB), followed by treatment with Klenow Fragment 3'→5' 
exo- (NEB) and dATP. NEXTflex barcoded adapters (Bioo Scientific) were ligated to the DNA frag-
ments which were then amplified for 13–18 PCR cycles. DNA fragment purification and size selection 
were performed using AMPure XP beads (Beckman Coulter). The libraries were sequenced by the 
Edinburgh Clinical Research Facility on Illumina NextSeq 550 or Illumina NextSeq 2000 instruments. 
Subsequent ChIP-seq data analysis was based on three replicates for CRD1 (BF), JBP2 (BF), and SET27 
(PF), and two replicates for the other YFP-tagged proteins and for the untagged control in BF and 
PF cells. ChIP-seq data for CRD1 (BF), SET27 (BF), and the untagged control (BF) were taken from 
Staneva et al., 2021.

ChIP-seq data analysis
ChIP-seq reads were first de-duplicated with pyFastqDuplicateRemover (Webb et al., 2018) and then 
aligned to the Tb427v9.2 genome (Müller et al., 2018) with Bowtie 2 (Langmead and Salzberg, 
2012). Each ChIP sample was normalized to its input (as a ratio) and to library size (as counts per 
million). ChIP-seq data were visualized using IGV (Robinson et al., 2011). Metagene plots and heat-
maps were generated as follows. First, CRD1 peaks were called using a combination of MACS2 (Feng 
et al., 2012) and manual filtering of false positives including peaks absent in some CRD1 replicates, 
peaks called in the untagged control cell line, and peaks with IP/input ratios <6.5. Then, 20 kb regions 
centered around each CRD1 summit were divided into 50 bp windows. Metagene plots were gener-
ated by adding the normalized reads in each 50 bp window and then representing them as a density 
around CRD1. The heatmaps show normalized reads around individual CRD1 peaks.

RNA extraction, RT-qPCR, and RNA-seq
1–5×107 parasites were harvested by centrifugation and RNA was extracted from cells using TRIzol 
(Thermo Fisher Scientific) according to the manufacturer’s protocol. RNA samples were treated with 
TURBO DNase (Thermo Fisher Scientific) followed by purification with Phenol/Chloroform/Isoamyl 
alcohol pH 4. RT-qPCR on extracted RNA was performed using Luna Universal One-Step RT-qPCR 
Kit (NEB). Primers used in the qPCR reactions are listed in Supplementary file 4. Libraries for RNA-
seq were prepared and sequenced by the Edinburgh Clinical Research Facility using NEBNEXT Ultra 
II Directional RNA Library Prep kit (NEB) and Poly-A mRNA magnetic isolation module (NEB). The 
libraries were sequenced on Illumina NextSeq 550 or Illumina NextSeq 2000 instruments. Subsequent 
RNA-seq data analysis was based on two replicates for the wild-type, jbp2Δ/+, and jbp2Δ/Δ cell lines, 
and three replicates for the set27Δ/+ and set27Δ/Δ cell lines.

RNA-seq data analysis
RNA-seq reads were aligned to the Tb427v9.2 genome (Müller et al., 2018) with Bowtie 2 (Lang-
mead and Salzberg, 2012). Aligned reads were separated into those originating from the plus or 
the minus DNA strand, normalized to library size (as counts per million) and visualized using IGV 
(Robinson et  al., 2011). The differential expression analysis was performed as follows. First, raw 
non-normalized reads overlapping mRNAs annotated in the Tb427v9.2 genome were counted using 
featureCounts (Liao et al., 2014). Reads overlapping several mRNAs were assigned to the mRNA with 
the largest number of overlapping bases. Differential expression analysis was then performed using 
edgeR (Robinson et  al., 2010) utilizing the TMM normalization method (Robinson and Oshlack, 
2010). The filterByExpr (​min.​count=​4; ​min.​total.​count=​20) function was applied to filter out genes 
with insufficient counts for performing the statistical analysis.

Affinity selections and mass spectrometry
4×108 cells were harvested by centrifugation and lysed in a buffer containing 50 mM Tris pH 8, 150 mM 
KCl, and 0.2% NP-40. Lysates were sonicated in a Bioruptor (Diagenode) sonicator for three cycles 
(each cycle: 12 s ON, 12 s OFF; high setting). Sonicated samples were centrifuged and the super-
natant (soluble fraction) was incubated for 1 hr at 4°C with beads crosslinked to anti-GFP antibody 
(11814460001; Roche) or to M2 anti-FLAG antibody (F1804; Sigma-Aldrich). The beads were then 
washed three times with lysis buffer. Proteins were eluted from the beads using RapiGest surfactant 
(Waters) at 55°C for 15 min. Proteins were digested by filter-aided sample preparation (Wiśniewski 
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et  al., 2009). Briefly, protein samples were reduced using DTT, then denatured with 8 M Urea in 
Vivakon spin column cartridges. Samples were treated with 0.05 M iodoacetamide and digested over-
night with 0.5 μg MS Grade Pierce Trypsin Protease (Thermo Fisher Scientific). Digested samples were 
desalted using stage tips (Rappsilber et al., 2007) and resuspended in 0.1% trifluoroacetic acid for 
mass spectrometry analysis. LC-MS/MS was performed as described previously (Staneva et al., 2021). 
The results were processed using the Perseus software (Tyanova et al., 2016) and are based on three 
biological replicates per sample. Data for CRD1 (BF) and SET27 (BF) were taken from Staneva et al., 
2021. The interaction network of the analyzed proteins in BF trypanosomes was created using Cyto-
scape (Shannon et al., 2003).

Materials availability statement
Plasmids and cell lines made as part of this study are available upon request.

Data access
The sequencing data generated in this study can be accessed on the NCBI Gene Expression Omnibus 
(GEO; https://www.ncbi.nlm.nih.gov/geo/) with accession number GSE208037. The proteomics data 
generated in this study can be accessed on the Proteomics Identification Database (PRIDE; https://
www.ebi.ac.uk/pride/) with accession number PXD036454.

Use of previously published data sets
We have used CRD1 (BF), SET27 (BF), and untagged (BF) ChIP-seq and proteomics data from Staneva 
et al., 2021. These can be accessed on NCBI GEO (https://www.ncbi.nlm.nih.gov/geo/) with accession 
number GSE150253 and on PRIDE (https://www.ebi.ac.uk/pride/) with accession number PXD026743.

Acknowledgements
The authors thank Julie Young for supplying the HMI-9 media used during this project. The authors 
would also like to thank Richard Clark, Angie Fawkes, Audrey Coutts, and Tamara Gilchrist from the 
Edinburgh Wellcome Clinical Research Facility for sequencing services as well as Shaun Webb from 
the WCB bioinformatics core facility for maintaining the servers used for processing sequencing data. 
This work was funded by an MRC Research Grant awarded to R.C.A and K.R.M and supporting D.P.S 
(MR/T04702X/1), a Wellcome Investigator Award to K.R.M. (221717), a Wellcome Principal Research 
Fellowship to R.C.A. supporting D.P.S. and T.A (200885; 224358), a Wellcome Principal Research 
Fellowship to D.T. supporting S.B. (222516), a Wellcome Senior Research Fellowship to A.A.J. 
(202811), a Wellcome Instrument grant to J.R. (108504), and core funding for the Wellcome Centre 
for Cell Biology (203149) supporting C.S.

Additional information

Funding

Funder Grant reference number Author

Medical Research Council MR/T04702X/1 Desislava P Staneva
Keith R Matthews
Robin C Allshire

Wellcome Trust 221717 Keith R Matthews

Wellcome Trust 200885 Desislava P Staneva 
Tatsiana Auchynnikava
Robin C Allshire

Wellcome Trust 224358 Desislava P Staneva
Tatsiana Auchynnikava
Robin C Allshire

Wellcome Trust 222516 Stefan Bresson
David Tollervey

https://doi.org/10.7554/eLife.83135
https://www.ncbi.nlm.nih.gov/geo/
https://www.ebi.ac.uk/pride/
https://www.ebi.ac.uk/pride/
https://www.ncbi.nlm.nih.gov/geo/
https://www.ebi.ac.uk/pride/


 Research article﻿﻿﻿﻿﻿﻿ Chromosomes and Gene Expression

Staneva et al. eLife 2022;11:e83135. DOI: https://doi.org/10.7554/eLife.83135 � 19 of 23

Funder Grant reference number Author

Wellcome Trust 202811 A Arockia Jeyaprakash

Wellcome Trust 108504 Juri Rappsilber

Wellcome Trust 203149 Christos Spanos

The funders had no role in study design, data collection and interpretation, or the 
decision to submit the work for publication. For the purpose of Open Access, the 
authors have applied a CC BY public copyright license to any Author Accepted 
Manuscript version arising from this submission.

Author contributions
Desislava P Staneva, Conceptualization, Data curation, Formal analysis, Validation, Investigation, Visu-
alization, Methodology, Writing – original draft, Writing – review and editing; Stefan Bresson, Formal 
analysis, Visualization, Writing – original draft, Writing – review and editing; Tatsiana Auchynnikava, 
Christos Spanos, Formal analysis, Methodology; Juri Rappsilber, Resources; A Arockia Jeyaprakash, 
Formal analysis; David Tollervey, Writing – review and editing; Keith R Matthews, Conceptualization, 
Resources, Supervision, Funding acquisition, Project administration, Writing – review and editing; 
Robin C Allshire, Conceptualization, Resources, Supervision, Funding acquisition, Writing – original 
draft, Project administration, Writing – review and editing

Author ORCIDs
Desislava P Staneva ‍ ‍ http://orcid.org/0000-0003-1330-2158
Stefan Bresson ‍ ‍ http://orcid.org/0000-0002-0329-2243
Christos Spanos ‍ ‍ http://orcid.org/0000-0002-4376-8242
David Tollervey ‍ ‍ http://orcid.org/0000-0003-2894-2772
Keith R Matthews ‍ ‍ http://orcid.org/0000-0003-0309-9184
Robin C Allshire ‍ ‍ http://orcid.org/0000-0002-8005-3625

Decision letter and Author response
Decision letter https://doi.org/10.7554/eLife.83135.sa1
Author response https://doi.org/10.7554/eLife.83135.sa2

Additional files
Supplementary files
•  Supplementary file 1. Significantly enriched interactors detected by proteomic analysis of affinity 
selected YFP- and FLAG-tagged proteins. Cut-offs used to determine significant interacting 
partners: log2(tagged/untagged)>2 and P<0.01 (Student’s t-test).

•  Supplementary file 2. Shared and unique interactors of affinity selected YFP-tagged proteins in BF 
T. brucei.

•  Supplementary file 3. Differentially expressed mRNAs in set27Δ/Δ vs WT. Cut-offs used to 
determine significant hits: fold change (FC) >2 or <-2 and false discovery rate (FDR)<0.01.

•  Supplementary file 4. Oligos used in this study. Upper case sequences align to T. brucei DNA. 
Lower case sequences align to pPOT plasmid DNA except for the sgRNA oligos targeting the JBP2 
gene (see the "Notes" column for these oligos). "F" denotes a forward primer and "R" denotes a 
reverse primer.

•  MDAR checklist 

Data availability
The sequencing data generated in this study can be accessed on the NCBI Gene Expression Omnibus 
(GEO; https://www.ncbi.nlm.nih.gov/geo/) with accession number GSE208037. The proteomics data 
generated in this study can be accessed on the Proteomics Identification Database (PRIDE; https://
www.ebi.ac.uk/pride/) with accession number PXD036454.

https://doi.org/10.7554/eLife.83135
http://orcid.org/0000-0003-1330-2158
http://orcid.org/0000-0002-0329-2243
http://orcid.org/0000-0002-4376-8242
http://orcid.org/0000-0003-2894-2772
http://orcid.org/0000-0003-0309-9184
http://orcid.org/0000-0002-8005-3625
https://doi.org/10.7554/eLife.83135.sa1
https://doi.org/10.7554/eLife.83135.sa2
https://www.ncbi.nlm.nih.gov/geo/
https://www.ebi.ac.uk/pride/
https://www.ebi.ac.uk/pride/


 Research article﻿﻿﻿﻿﻿﻿ Chromosomes and Gene Expression

Staneva et al. eLife 2022;11:e83135. DOI: https://doi.org/10.7554/eLife.83135 � 20 of 23

The following datasets were generated:

Author(s) Year Dataset title Dataset URL Database and Identifier

Staneva DP, Bresson 
S, Auchynnikava T, 
Spanos C, Rappsilber 
J, Jeyaprakash AA, 
Tollervey D, Matthews 
KR, Allshire RC

2022 The SPARC complex 
defines RNAPII promoters 
in Trypanosoma brucei

https://www.​ncbi.​
nlm.​nih.​gov/​geo/​
query/​acc.​cgi?​acc=​
GSE208037

NCBI Gene Expression 
Omnibus, GSE208037

Staneva DP, Bresson 
S, Auchynnikava T, 
Spanos C, Rappsilber 
J, Jeyaprakash AA, 
Tollervey D, Matthews 
KR, Allshire RC

2022 The SPARC complex 
defines RNAPII promoters 
in Trypanosoma brucei

https://www.​ebi.​ac.​
uk/​pride/​archive/​
projects/​PXD036454

PRIDE, PXD036454

The following previously published datasets were used:

Author(s) Year Dataset title Dataset URL Database and Identifier

Staneva DP, Carloni 
R, Auchynnikava T, 
Tong P, Rappsilber 
J, Jeyaprakash AA, 
Matthews KR, Allshire 
RC

2021 A systematic analysis 
of Trypanosoma brucei 
chromatin factors identifies 
novel protein interaction 
networks associated 
with sites of transcription 
initiation and termination

https://www.​ncbi.​
nlm.​nih.​gov/​geo/​
query/​acc.​cgi?​acc=​
GSE150253

NCBI Gene Expression 
Omnibus, GSE150253

Staneva DP, Carloni 
R, Auchynnikava T, 
Tong P, Rappsilber 
J, Jeyaprakash AA, 
Matthews KR, Allshire 
RC

2021 A systematic analysis 
of Trypanosoma brucei 
chromatin factors identifies 
novel protein interaction 
networks associated 
with sites of transcription 
initiation and termination

https://www.​ebi.​ac.​
uk/​pride/​archive/​
projects/​PXD026743

PRIDE, PXD026743

References
Aasland R, Gibson TJ, Stewart AF. 1995. The PHD finger: implications for chromatin-mediated transcriptional 

regulation. Trends in Biochemical Sciences 20:56–59. DOI: https://doi.org/10.1016/s0968-0004(00)88957-4, 
PMID: 7701562

Aasland R, Stewart AF. 1995. The chromo shadow domain, a second chromo domain in heterochromatin-binding 
protein 1, HP1. Nucleic Acids Research 23:3168–3173. DOI: https://doi.org/10.1093/nar/23.16.3168, PMID: 
7667093

Akiyoshi B, Gull K. 2013. Evolutionary cell biology of chromosome segregation: insights from trypanosomes. 
Open Biology 3:130023. DOI: https://doi.org/10.1098/rsob.130023, PMID: 23635522

Alves AA, Gabriel HB, Bezerra MJR, de Souza W, Vaughan S, Cunha-E-Silva NL, Sunter JD. 2020. Control of 
assembly of extra-axonemal structures: the paraflagellar rod of trypanosomes. Journal of Cell Science 
133:jcs242271. DOI: https://doi.org/10.1242/jcs.242271, PMID: 32295845

Arrowsmith CH, Schapira M. 2019. Targeting non-bromodomain chromatin readers. Nature Structural & 
Molecular Biology 26:863–869. DOI: https://doi.org/10.1038/s41594-019-0290-2, PMID: 31582844

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, 
Iodice J, Kissinger JC, et al. 2010. TriTrypDB: a functional genomic resource for the Trypanosomatidae. Nucleic 
Acids Research 38:D457–D462. DOI: https://doi.org/10.1093/nar/gkp851, PMID: 19843604

Bannister AJ, Zegerman P, Partridge JF, Miska EA, Thomas JO, Allshire RC, Kouzarides T. 2001. Selective 
recognition of methylated lysine 9 on histone H3 by the HP1 chromo domain. Nature 410:120–124. DOI: 
https://doi.org/10.1038/35065138, PMID: 11242054

Belotserkovskaya R, Oh S, Bondarenko VA, Orphanides G, Studitsky VM, Reinberg D. 2003. Fact facilitates 
transcription-dependent nucleosome alteration. Science 301:1090–1093. DOI: https://doi.org/10.1126/science.​
1085703, PMID: 12934006

Beneke T, Madden R, Makin L, Valli J, Sunter J, Gluenz E. 2017. A CRISPR Cas9 high-throughput genome editing 
toolkit for kinetoplastids. Royal Society Open Science 4:170095. DOI: https://doi.org/10.1098/rsos.170095, 
PMID: 28573017

https://doi.org/10.7554/eLife.83135
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE208037
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE208037
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE208037
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE208037
https://www.ebi.ac.uk/pride/archive/projects/PXD036454
https://www.ebi.ac.uk/pride/archive/projects/PXD036454
https://www.ebi.ac.uk/pride/archive/projects/PXD036454
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE150253
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE150253
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE150253
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE150253
https://www.ebi.ac.uk/pride/archive/projects/PXD026743
https://www.ebi.ac.uk/pride/archive/projects/PXD026743
https://www.ebi.ac.uk/pride/archive/projects/PXD026743
https://doi.org/10.1016/s0968-0004(00)88957-4
http://www.ncbi.nlm.nih.gov/pubmed/7701562
https://doi.org/10.1093/nar/23.16.3168
http://www.ncbi.nlm.nih.gov/pubmed/7667093
https://doi.org/10.1098/rsob.130023
http://www.ncbi.nlm.nih.gov/pubmed/23635522
https://doi.org/10.1242/jcs.242271
http://www.ncbi.nlm.nih.gov/pubmed/32295845
https://doi.org/10.1038/s41594-019-0290-2
http://www.ncbi.nlm.nih.gov/pubmed/31582844
https://doi.org/10.1093/nar/gkp851
http://www.ncbi.nlm.nih.gov/pubmed/19843604
https://doi.org/10.1038/35065138
http://www.ncbi.nlm.nih.gov/pubmed/11242054
https://doi.org/10.1126/science.1085703
https://doi.org/10.1126/science.1085703
http://www.ncbi.nlm.nih.gov/pubmed/12934006
https://doi.org/10.1098/rsos.170095
http://www.ncbi.nlm.nih.gov/pubmed/28573017


 Research article﻿﻿﻿﻿﻿﻿ Chromosomes and Gene Expression

Staneva et al. eLife 2022;11:e83135. DOI: https://doi.org/10.7554/eLife.83135 � 21 of 23

Benz C, Nilsson D, Andersson B, Clayton C, Guilbride DL. 2005. Messenger RNA processing sites in 
Trypanosoma brucei. Molecular and Biochemical Parasitology 143:125–134. DOI: https://doi.org/10.1016/j.​
molbiopara.2005.05.008, PMID: 15993496

Berriman M, Ghedin E, Hertz-Fowler C, Blandin G, Renauld H, Bartholomeu DC, Lennard NJ, Caler E, 
Hamlin NE, Haas B, Böhme U, Hannick L, Aslett MA, Shallom J, Marcello L, Hou L, Wickstead B, Alsmark UCM, 
Arrowsmith C, Atkin RJ, et al. 2005. The genome of the African trypanosome Trypanosoma brucei. Science 
309:416–422. DOI: https://doi.org/10.1126/science.1112642, PMID: 16020726

Clayton C. 2019. Regulation of gene expression in trypanosomatids: living with polycistronic transcription. Open 
Biology 9:190072. DOI: https://doi.org/10.1098/rsob.190072, PMID: 31164043

Cordon-Obras C, Gomez-Liñan C, Torres-Rusillo S, Vidal-Cobo I, Lopez-Farfan D, Barroso-Del Jesus A, 
Rojas-Barros D, Carrington M, Navarro M. 2022. Identification of sequence-specific promoters driving 
polycistronic transcription initiation by RNA polymerase II in trypanosomes. Cell Reports 38:110221. DOI: 
https://doi.org/10.1016/j.celrep.2021.110221, PMID: 35021094

Daniels JP, Gull K, Wickstead B. 2010. Cell biology of the trypanosome genome. Microbiology and Molecular 
Biology Reviews 74:552–569. DOI: https://doi.org/10.1128/MMBR.00024-10, PMID: 21119017

Dean S, Sunter J, Wheeler RJ, Hodkinson I, Gluenz E, Gull K. 2015. A toolkit enabling efficient, scalable and 
reproducible gene tagging in trypanosomatids. Open Biology 5:140197. DOI: https://doi.org/10.1098/rsob.​
140197, PMID: 25567099

Denninger V, Rudenko G. 2014. Fact plays a major role in histone dynamics affecting VSG expression site control 
in Trypanosoma brucei. Molecular Microbiology 94:945–962. DOI: https://doi.org/10.1111/mmi.12812, PMID: 
25266856

Dillon SC, Zhang X, Trievel RC, Cheng X. 2005. The SET-domain protein superfamily: protein lysine 
methyltransferases. Genome Biology 6:227. DOI: https://doi.org/10.1186/gb-2005-6-8-227, PMID: 16086857

DiPaolo C, Kieft R, Cross M, Sabatini R. 2005. Regulation of trypanosome DNA glycosylation by a SWI2/
SNF2-like protein. Molecular Cell 17:441–451. DOI: https://doi.org/10.1016/j.molcel.2004.12.022, PMID: 
15694344

Feng J, Liu T, Qin B, Zhang Y, Liu XS. 2012. Identifying chip-seq enrichment using macs. Nature Protocols 
7:1728–1740. DOI: https://doi.org/10.1038/nprot.2012.101, PMID: 22936215

Feschotte C. 2008. Transposable elements and the evolution of regulatory networks. Nature Reviews. Genetics 
9:397–405. DOI: https://doi.org/10.1038/nrg2337, PMID: 18368054

Gabler F, Nam S-Z, Till S, Mirdita M, Steinegger M, Söding J, Lupas AN, Alva V. 2020. Protein sequence analysis 
using the Mpi bioinformatics toolkit. Current Protocols in Bioinformatics 72:e108. DOI: https://doi.org/10.​
1002/cpbi.108, PMID: 33315308

Holm L, Rosenström P. 2010. Dali server: conservation mapping in 3D. Nucleic Acids Research 38:W545–W549. 
DOI: https://doi.org/10.1093/nar/gkq366, PMID: 20457744

Horn D. 2014. Antigenic variation in African trypanosomes. Molecular and Biochemical Parasitology 195:123–
129. DOI: https://doi.org/10.1016/j.molbiopara.2014.05.001, PMID: 24859277

Howe FS, Fischl H, Murray SC, Mellor J. 2017. Is H3K4me3 instructive for transcription activation? BioEssays 
39:1–12. DOI: https://doi.org/10.1002/bies.201600095, PMID: 28004446

Jensen BC, Phan IQ, McDonald JR, Sur A, Gillespie MA, Ranish JA, Parsons M, Myler PJ. 2021. Chromatin-
Associated protein complexes link DNA base J and transcription termination in Leishmania. MSphere 
6:e01204-20. DOI: https://doi.org/10.1128/mSphere.01204-20, PMID: 33627513

Jumper J, Evans R, Pritzel A, Green T, Figurnov M, Ronneberger O, Tunyasuvunakool K, Bates R, Žídek A, 
Potapenko A, Bridgland A, Meyer C, Kohl SAA, Ballard AJ, Cowie A, Romera-Paredes B, Nikolov S, Jain R, 
Adler J, Back T, et al. 2021. Highly accurate protein structure prediction with alphafold. Nature 596:583–589. 
DOI: https://doi.org/10.1038/s41586-021-03819-2, PMID: 34265844

Keeling PJ, Burki F. 2019. Progress towards the tree of eukaryotes. Current Biology 29:R808–R817. DOI: https://​
doi.org/10.1016/j.cub.2019.07.031, PMID: 31430481

Kieft R, Brand V, Ekanayake DK, Sweeney K, DiPaolo C, Reznikoff WS, Sabatini R. 2007. Jbp2, a SWI2/SNF2-like 
protein, regulates de novo telomeric DNA glycosylation in bloodstream form Trypanosoma brucei. Molecular 
and Biochemical Parasitology 156:24–31. DOI: https://doi.org/10.1016/j.molbiopara.2007.06.010, PMID: 
17706299

Kieft R, Zhang Y, Marand AP, Moran JD, Bridger R, Wells L, Schmitz RJ, Sabatini R. 2020. Identification of a novel 
base J binding protein complex involved in RNA polymerase II transcription termination in trypanosomes. 
PLOS Genetics 16:e1008390. DOI: https://doi.org/10.1371/journal.pgen.1008390, PMID: 32084124

Klug A, Rhodes D. 1987. Zinc fingers: a novel protein fold for nucleic acid recognition. Cold Spring Harbor 
Symposia on Quantitative Biology 52:473–482. DOI: https://doi.org/10.1101/sqb.1987.052.01.054, PMID: 
3135979

Kolev NG, Franklin JB, Carmi S, Shi H, Michaeli S, Tschudi C. 2010. The transcriptome of the human pathogen 
Trypanosoma brucei at single-nucleotide resolution. PLOS Pathogens 6:e1001090. DOI: https://doi.org/10.​
1371/journal.ppat.1001090, PMID: 20838601

Kraus AJ, Vanselow JT, Lamer S, Brink BG, Schlosser A, Siegel TN. 2020. Distinct roles for H4 and H2A.Z 
acetylation in RNA transcription in African trypanosomes. Nature Communications 11:1498. DOI: https://doi.​
org/10.1038/s41467-020-15274-0, PMID: 32198348

Lachner M, O’Carroll D, Rea S, Mechtler K, Jenuwein T. 2001. Methylation of histone H3 lysine 9 creates a 
binding site for HP1 proteins. Nature 410:116–120. DOI: https://doi.org/10.1038/35065132, PMID: 11242053

https://doi.org/10.7554/eLife.83135
https://doi.org/10.1016/j.molbiopara.2005.05.008
https://doi.org/10.1016/j.molbiopara.2005.05.008
http://www.ncbi.nlm.nih.gov/pubmed/15993496
https://doi.org/10.1126/science.1112642
http://www.ncbi.nlm.nih.gov/pubmed/16020726
https://doi.org/10.1098/rsob.190072
http://www.ncbi.nlm.nih.gov/pubmed/31164043
https://doi.org/10.1016/j.celrep.2021.110221
http://www.ncbi.nlm.nih.gov/pubmed/35021094
https://doi.org/10.1128/MMBR.00024-10
http://www.ncbi.nlm.nih.gov/pubmed/21119017
https://doi.org/10.1098/rsob.140197
https://doi.org/10.1098/rsob.140197
http://www.ncbi.nlm.nih.gov/pubmed/25567099
https://doi.org/10.1111/mmi.12812
http://www.ncbi.nlm.nih.gov/pubmed/25266856
https://doi.org/10.1186/gb-2005-6-8-227
http://www.ncbi.nlm.nih.gov/pubmed/16086857
https://doi.org/10.1016/j.molcel.2004.12.022
http://www.ncbi.nlm.nih.gov/pubmed/15694344
https://doi.org/10.1038/nprot.2012.101
http://www.ncbi.nlm.nih.gov/pubmed/22936215
https://doi.org/10.1038/nrg2337
http://www.ncbi.nlm.nih.gov/pubmed/18368054
https://doi.org/10.1002/cpbi.108
https://doi.org/10.1002/cpbi.108
http://www.ncbi.nlm.nih.gov/pubmed/33315308
https://doi.org/10.1093/nar/gkq366
http://www.ncbi.nlm.nih.gov/pubmed/20457744
https://doi.org/10.1016/j.molbiopara.2014.05.001
http://www.ncbi.nlm.nih.gov/pubmed/24859277
https://doi.org/10.1002/bies.201600095
http://www.ncbi.nlm.nih.gov/pubmed/28004446
https://doi.org/10.1128/mSphere.01204-20
http://www.ncbi.nlm.nih.gov/pubmed/33627513
https://doi.org/10.1038/s41586-021-03819-2
http://www.ncbi.nlm.nih.gov/pubmed/34265844
https://doi.org/10.1016/j.cub.2019.07.031
https://doi.org/10.1016/j.cub.2019.07.031
http://www.ncbi.nlm.nih.gov/pubmed/31430481
https://doi.org/10.1016/j.molbiopara.2007.06.010
http://www.ncbi.nlm.nih.gov/pubmed/17706299
https://doi.org/10.1371/journal.pgen.1008390
http://www.ncbi.nlm.nih.gov/pubmed/32084124
https://doi.org/10.1101/sqb.1987.052.01.054
http://www.ncbi.nlm.nih.gov/pubmed/3135979
https://doi.org/10.1371/journal.ppat.1001090
https://doi.org/10.1371/journal.ppat.1001090
http://www.ncbi.nlm.nih.gov/pubmed/20838601
https://doi.org/10.1038/s41467-020-15274-0
https://doi.org/10.1038/s41467-020-15274-0
http://www.ncbi.nlm.nih.gov/pubmed/32198348
https://doi.org/10.1038/35065132
http://www.ncbi.nlm.nih.gov/pubmed/11242053


 Research article﻿﻿﻿﻿﻿﻿ Chromosomes and Gene Expression

Staneva et al. eLife 2022;11:e83135. DOI: https://doi.org/10.7554/eLife.83135 � 22 of 23

Langmead B, Salzberg SL. 2012. Fast gapped-read alignment with bowtie 2. Nature Methods 9:357–359. DOI: 
https://doi.org/10.1038/nmeth.1923, PMID: 22388286

Li H, Ilin S, Wang W, Duncan EM, Wysocka J, Allis CD, Patel DJ. 2006. Molecular basis for site-specific read-out 
of histone H3K4me3 by the BPTF PHD finger of NURF. Nature 442:91–95. DOI: https://doi.org/10.1038/​
nature04802, PMID: 16728978

Liao Y, Smyth GK, Shi W. 2014. FeatureCounts: an efficient General purpose program for assigning sequence 
reads to genomic features. Bioinformatics 30:923–930. DOI: https://doi.org/10.1093/bioinformatics/btt656, 
PMID: 24227677

López-Escobar L, Hänisch B, Halliday C, Ishii M, Akiyoshi B, Dean S, Sunter JD, Wheeler RJ, Gull K. 2022. 
Stage-Specific transcription activator ESB1 regulates monoallelic antigen expression in Trypanosoma brucei. 
Nature Microbiology 7:1280–1290. DOI: https://doi.org/10.1038/s41564-022-01175-z, PMID: 35879525

Matthews KR, Tschudi C, Ullu E. 1994. A common pyrimidine-rich motif governs trans-splicing and 
polyadenylation of tubulin polycistronic pre-mRNA in trypanosomes. Genes & Development 8:491–501. DOI: 
https://doi.org/10.1101/gad.8.4.491, PMID: 7907303

Matthews KR. 2005. The developmental cell biology of Trypanosoma brucei . Journal of Cell Science 118:283–
290. DOI: https://doi.org/10.1242/jcs.01649, PMID: 15654017

Miao B, Fu S, Lyu C, Gontarz P, Wang T, Zhang B. 2020. Tissue-Specific usage of transposable element-derived 
promoters in mouse development. Genome Biology 21:255. DOI: https://doi.org/10.1186/s13059-020-02164-​
3, PMID: 32988383

Michaeli S. 2011. Trans-Splicing in trypanosomes: machinery and its impact on the parasite transcriptome. Future 
Microbiology 6:459–474. DOI: https://doi.org/10.2217/fmb.11.20, PMID: 21526946

Mirdita M, Schütze K, Moriwaki Y, Heo L, Ovchinnikov S, Steinegger M. 2022. ColabFold: making protein folding 
accessible to all. Nature Methods 19:679–682. DOI: https://doi.org/10.1038/s41592-022-01488-1, PMID: 
35637307

Müller LSM, Cosentino RO, Förstner KU, Guizetti J, Wedel C, Kaplan N, Janzen CJ, Arampatzi P, Vogel J, 
Steinbiss S, Otto TD, Saliba A-E, Sebra RP, Siegel TN. 2018. Genome organization and DNA accessibility 
control antigenic variation in trypanosomes. Nature 563:121–125. DOI: https://doi.org/10.1038/s41586-018-​
0619-8, PMID: 30333624

Paro R. 1990. Imprinting a determined state into the chromatin of Drosophila. Trends in Genetics 6:416–421. 
DOI: https://doi.org/10.1016/0168-9525(90)90303-n, PMID: 1982376

Peña PV, Davrazou F, Shi X, Walter KL, Verkhusha VV, Gozani O, Zhao R, Kutateladze TG. 2006. Molecular 
mechanism of histone H3K4me3 recognition by plant homeodomain of ING2. Nature 442:100–103. DOI: 
https://doi.org/10.1038/nature04814, PMID: 16728977

Rappsilber J, Mann M, Ishihama Y. 2007. Protocol for micro-purification, enrichment, pre-fractionation and 
storage of peptides for proteomics using stagetips. Nature Protocols 2:1896–1906. DOI: https://doi.org/10.​
1038/nprot.2007.261, PMID: 17703201

Robinson MD, McCarthy DJ, Smyth GK. 2010. EdgeR: a Bioconductor package for differential expression 
analysis of digital gene expression data. Bioinformatics26:139–140. DOI: https://doi.org/10.1093/​
bioinformatics/btp616, PMID: 19910308

Robinson MD, Oshlack A. 2010. A scaling normalization method for differential expression analysis of RNA-Seq 
data. Genome Biology 11:R25. DOI: https://doi.org/10.1186/gb-2010-11-3-r25, PMID: 20196867

Robinson JT, Thorvaldsdóttir H, Winckler W, Guttman M, Lander ES, Getz G, Mesirov JP. 2011. Integrative 
genomics viewer. Nature Biotechnology 29:24–26. DOI: https://doi.org/10.1038/nbt.1754, PMID: 21221095

Schulz D, Mugnier MR, Paulsen E-M, Kim H-S, Chung CW, Tough DF, Rioja I, Prinjha RK, Papavasiliou FN, 
Debler EW, Carruthers VB. 2015. Bromodomain proteins contribute to maintenance of bloodstream form stage 
identity in the African trypanosome. PLOS Biology 13:e1002316. DOI: https://doi.org/10.1371/journal.pbio.​
1002316, PMID: 26646171

Schulz D, Zaringhalam M, Papavasiliou FN, Kim HS. 2016. Base J and H3.V regulate transcriptional termination in 
Trypanosoma brucei. PLOS Genetics 12:e1005762. DOI: https://doi.org/10.1371/journal.pgen.1005762, PMID: 
26796638

Shannon P, Markiel A, Ozier O, Baliga NS, Wang JT, Ramage D, Amin N, Schwikowski B, Ideker T. 2003. 
Cytoscape: a software environment for integrated models of biomolecular interaction networks. Genome 
Research 13:2498–2504. DOI: https://doi.org/10.1101/gr.1239303, PMID: 14597658

Shilatifard A. 2012. The COMPASS family of histone H3K4 methylases: mechanisms of regulation in 
development and disease pathogenesis. Annual Review of Biochemistry 81:65–95. DOI: https://doi.org/10.​
1146/annurev-biochem-051710-134100, PMID: 22663077

Siegel TN, Hekstra DR, Kemp LE, Figueiredo LM, Lowell JE, Fenyo D, Wang X, Dewell S, Cross GAM. 2009. Four 
histone variants mark the boundaries of polycistronic transcription units in Trypanosoma brucei. Genes & 
Development 23:1063–1076. DOI: https://doi.org/10.1101/gad.1790409, PMID: 19369410

Singh PB, Miller JR, Pearce J, Kothary R, Burton RD, Paro R, James TC, Gaunt SJ. 1991. A sequence motif found 
in a Drosophila heterochromatin protein is conserved in animals and plants. Nucleic Acids Research 19:789–
794. DOI: https://doi.org/10.1093/nar/19.4.789, PMID: 1708124

Smith TK, Bringaud F, Nolan DP, Figueiredo LM. 2017. Metabolic reprogramming during the Trypanosoma brucei 
life cycle. F1000Research 6:F1000 Faculty Rev-683. DOI: https://doi.org/10.12688/f1000research.10342.2, 
PMID: 28620452

https://doi.org/10.7554/eLife.83135
https://doi.org/10.1038/nmeth.1923
http://www.ncbi.nlm.nih.gov/pubmed/22388286
https://doi.org/10.1038/nature04802
https://doi.org/10.1038/nature04802
http://www.ncbi.nlm.nih.gov/pubmed/16728978
https://doi.org/10.1093/bioinformatics/btt656
http://www.ncbi.nlm.nih.gov/pubmed/24227677
https://doi.org/10.1038/s41564-022-01175-z
http://www.ncbi.nlm.nih.gov/pubmed/35879525
https://doi.org/10.1101/gad.8.4.491
http://www.ncbi.nlm.nih.gov/pubmed/7907303
https://doi.org/10.1242/jcs.01649
http://www.ncbi.nlm.nih.gov/pubmed/15654017
https://doi.org/10.1186/s13059-020-02164-3
https://doi.org/10.1186/s13059-020-02164-3
http://www.ncbi.nlm.nih.gov/pubmed/32988383
https://doi.org/10.2217/fmb.11.20
http://www.ncbi.nlm.nih.gov/pubmed/21526946
https://doi.org/10.1038/s41592-022-01488-1
http://www.ncbi.nlm.nih.gov/pubmed/35637307
https://doi.org/10.1038/s41586-018-0619-8
https://doi.org/10.1038/s41586-018-0619-8
http://www.ncbi.nlm.nih.gov/pubmed/30333624
https://doi.org/10.1016/0168-9525(90)90303-n
http://www.ncbi.nlm.nih.gov/pubmed/1982376
https://doi.org/10.1038/nature04814
http://www.ncbi.nlm.nih.gov/pubmed/16728977
https://doi.org/10.1038/nprot.2007.261
https://doi.org/10.1038/nprot.2007.261
http://www.ncbi.nlm.nih.gov/pubmed/17703201
https://doi.org/10.1093/bioinformatics/btp616
https://doi.org/10.1093/bioinformatics/btp616
http://www.ncbi.nlm.nih.gov/pubmed/19910308
https://doi.org/10.1186/gb-2010-11-3-r25
http://www.ncbi.nlm.nih.gov/pubmed/20196867
https://doi.org/10.1038/nbt.1754
http://www.ncbi.nlm.nih.gov/pubmed/21221095
https://doi.org/10.1371/journal.pbio.1002316
https://doi.org/10.1371/journal.pbio.1002316
http://www.ncbi.nlm.nih.gov/pubmed/26646171
https://doi.org/10.1371/journal.pgen.1005762
http://www.ncbi.nlm.nih.gov/pubmed/26796638
https://doi.org/10.1101/gr.1239303
http://www.ncbi.nlm.nih.gov/pubmed/14597658
https://doi.org/10.1146/annurev-biochem-051710-134100
https://doi.org/10.1146/annurev-biochem-051710-134100
http://www.ncbi.nlm.nih.gov/pubmed/22663077
https://doi.org/10.1101/gad.1790409
http://www.ncbi.nlm.nih.gov/pubmed/19369410
https://doi.org/10.1093/nar/19.4.789
http://www.ncbi.nlm.nih.gov/pubmed/1708124
https://doi.org/10.12688/f1000research.10342.2
http://www.ncbi.nlm.nih.gov/pubmed/28620452


 Research article﻿﻿﻿﻿﻿﻿ Chromosomes and Gene Expression

Staneva et al. eLife 2022;11:e83135. DOI: https://doi.org/10.7554/eLife.83135 � 23 of 23

Söding J, Biegert A, Lupas AN. 2005. The hhpred interactive server for protein homology detection and 
structure prediction. Nucleic Acids Research 33:W244–W248. DOI: https://doi.org/10.1093/nar/gki408, PMID: 
15980461

Staneva DP, Carloni R, Auchynnikava T, Tong P, Rappsilber J, Jeyaprakash AA, Matthews KR, Allshire RC. 2021. 
A systematic analysis of Trypanosoma brucei chromatin factors identifies novel protein interaction networks 
associated with sites of transcription initiation and termination. Genome Research 31:2138–2154. DOI: https://​
doi.org/10.1101/gr.275368.121, PMID: 34407985

Tyanova S, Temu T, Sinitcyn P, Carlson A, Hein MY, Geiger T, Mann M, Cox J. 2016. The perseus computational 
platform for comprehensive analysis of (prote) omics data. Nature Methods 13:731–740. DOI: https://doi.org/​
10.1038/nmeth.3901, PMID: 27348712

Webb S, Kudla G, Granneman S. 2018. The pyCRAC Manual version 1.3.2. https://git.ecdf.ed.ac.uk/sgrannem/​
pycrac [Accessed December 2, 2019].

Wiśniewski JR, Zougman A, Nagaraj N, Mann M. 2009. Universal sample preparation method for proteome 
analysis. Nature Methods 6:359–362. DOI: https://doi.org/10.1038/nmeth.1322, PMID: 19377485

Wright JR, Siegel TN, Cross GAM. 2010. Histone H3 trimethylated at lysine 4 is enriched at probable 
transcription start sites in Trypanosoma brucei. Molecular and Biochemical Parasitology 172:141–144. DOI: 
https://doi.org/10.1016/j.molbiopara.2010.03.013, PMID: 20347883

Zhang M, Yang Y, Zhou M, Dong A, Yan X, Loppnau P, Min J, Liu Y. 2021. Histone and DNA binding ability 
studies of the NSD subfamily of PWWP domains. Biochemical and Biophysical Research Communications 
569:199–206. DOI: https://doi.org/10.1016/j.bbrc.2021.07.017, PMID: 34271259

Zimmermann L, Stephens A, Nam S-Z, Rau D, Kübler J, Lozajic M, Gabler F, Söding J, Lupas AN, Alva V. 2018. A 
completely reimplemented Mpi bioinformatics toolkit with a new hhpred server at its core. Journal of 
Molecular Biology 430:2237–2243. DOI: https://doi.org/10.1016/j.jmb.2017.12.007, PMID: 29258817

https://doi.org/10.7554/eLife.83135
https://doi.org/10.1093/nar/gki408
http://www.ncbi.nlm.nih.gov/pubmed/15980461
https://doi.org/10.1101/gr.275368.121
https://doi.org/10.1101/gr.275368.121
http://www.ncbi.nlm.nih.gov/pubmed/34407985
https://doi.org/10.1038/nmeth.3901
https://doi.org/10.1038/nmeth.3901
http://www.ncbi.nlm.nih.gov/pubmed/27348712
https://git.ecdf.ed.ac.uk/sgrannem/pycrac
https://git.ecdf.ed.ac.uk/sgrannem/pycrac
https://doi.org/10.1038/nmeth.1322
http://www.ncbi.nlm.nih.gov/pubmed/19377485
https://doi.org/10.1016/j.molbiopara.2010.03.013
http://www.ncbi.nlm.nih.gov/pubmed/20347883
https://doi.org/10.1016/j.bbrc.2021.07.017
http://www.ncbi.nlm.nih.gov/pubmed/34271259
https://doi.org/10.1016/j.jmb.2017.12.007
http://www.ncbi.nlm.nih.gov/pubmed/29258817

	The SPARC complex defines RNAPII promoters in ﻿Trypanosoma brucei﻿
	Editor's evaluation
	Introduction
	Results
	SET27 and CRD1 associate with proteins containing chromatin reader modules
	Identification of the TSR-associated SPARC complex in BF ﻿T. brucei﻿
	PF ﻿T. brucei﻿ cells also contain SPARC
	Loss of SET27 disrupts SPARC formation
	SET27 is required for correct transcription initiation in BF ﻿T. brucei﻿
	The distribution of RNAPII is altered in cells lacking SET27
	SET27 represses the expression of VSG and transposon-derived genes

	Discussion
	Materials and methods
	Cell lines
	Cell culture
	Structural bioinformatics
	Protein tagging
	Generating knockout cell lines
	Generating the SET27 rescue cell line
	Immunolocalization
	ChIP-seq
	ChIP-seq data analysis
	RNA extraction, RT-qPCR, and RNA-seq
	RNA-seq data analysis
	Affinity selections and mass spectrometry
	Materials availability statement
	Data access
	Use of previously published data sets

	Acknowledgements
	Additional information
	﻿Funding
	Author contributions
	Author ORCIDs
	Decision letter and Author response

	Additional files
	Supplementary files

	References


