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Abstract 

Background  Chromatin-associated phase separation proteins establish various biomolecular condensates via liquid–
liquid phase separation (LLPS), which regulates vital biological processes spatially and temporally. However, the widely 
used methods to characterize phase separation proteins are still based on low-throughput experiments, which con-
sume time and could not be used to explore protein LLPS properties in bulk.

Results  By combining gradient 1,6-hexanediol (1,6-HD) elution and quantitative proteomics, we developed chro-
matin enriching hexanediol separation coupled with liquid chromatography-mass spectrometry (CHS-MS) to explore 
the LLPS properties of different chromatin-associated proteins (CAPs). First, we found that CAPs were enriched more 
effectively in the 1,6-HD treatment group than in the isotonic solution treatment group. Further analysis showed 
that the 1,6-HD treatment group could effectively enrich CAPs prone to LLPS. Finally, we compared the representa-
tive proteins eluted by different gradients of 1,6-HD and found that the representative proteins of the 2% 1,6-HD 
treatment group had the highest percentage of IDRs and LCDs, whereas the 10% 1,6-HD treatment group had 
the opposite trend.

Conclusion  This study provides a convenient high-throughput experimental method called CHS-MS. This method 
can efficiently enrich proteins prone to LLPS and can be extended to explore LLPS properties of CAPs in different 
biological systems.
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Background
The formation of membraneless organelles by liquid–liq-
uid phase separation (LLPS) is a novel biological concept 
with fast-growing attention [1]. Multiple chromatin-
associated proteins (CAPs) forming nuclear condensates 
through LLPS involve in regulating vital biological pro-
cesses. For example, heterochromatin protein 1α (HP1α) 
is critical in forming heterochromatin domains in the 
nucleus [2, 3]. In addition, condensate formation of RNA 
Pol II and several transcription factors (TFs) and tran-
scription cofactors (TCs) are critical for gene regulation 
[4–8]. Therefore, investigating LLPS properties of CAPs 
assists in elucidating phase separation processes regulat-
ing chromatin-associated biological processes. Several 
in vivo and in vitro low-throughput experimental meth-
ods are available to characterize LLPS proteins, includ-
ing immunofluorescence, droplet roundness/fusion, and 
fluorescence recovery after photobleaching [9]. However, 
these methods are time-consuming, and cannot identify 
LLPS proteins in large scale. In addition, the formation 
of biomolecular condensate is related to the microenvi-
ronment that surrounds the condensate. However, these 
methods neglect physiological conditions. Given the 
complexity and difficulty of low-throughput experimen-
tal identification of LLPS proteins under physiological 
conditions, an efficient high-throughput experiment is 
urgently required to investigate the LLPS properties of 
CAPs.

1,6-Hexanediol (1,6-HD) is an aliphatic alcohol that 
interferes with hydrophobic interactions and is com-
monly used in  vivo and in  vitro to disassemble LLPS-
dependent biomolecular condensates [10, 11]. 1,6-HD 
interferes not only with hydrophobic interactions 
between proteins but also with hydrophobic interactions 
between proteins and nucleic acids, which are required 
for the formation of LLPS-dependent biomolecular con-
densates [12]. A previous study has shown that after 
treating MCF7 cells with 1,6-HD, different proteins 
exhibited varying degrees of decrease in ChIP-seq sig-
nals [6]. This finding suggested different proteins vary in 
1,6-HD sensitivity, resulting in different chromatin bind-
ing abilities of proteins. This protein-specific sensitivity 
to 1,6-HD provides a valuable opportunity to investigate 
the LLPS properties of CAPs in bulk under physiological 
conditions. Previously, we reported a new high-through-
put experimental method called Hi-MS combining 10% 
1,6-HD treatment, and found that CAPs have varying 
1,6-HD sensitivities, thus reflecting their abilities to bind 
DNA [13]. However, there are a few limitations regard-
ing Hi-MS: 1) it is complex and time consuming and 2) 
it only uses one single-concentration for 1,6-HD treat-
ment, although we noticed that CAPs showed differ-
ent sensitivities to different concentrations of 1,6-HD 

[13]. Considering that several studies have applied dif-
ferent concentrations of 1,6-HD to disrupt a variety of 
biomolecular condensates [7, 14, 15], we believe that 
applying different concentrations of 1,6-HD can assist 
in better understanding of the LLPS properties of CAPs. 
Therefore, we need to develop convenient and less time-
consuming high-throughput experimental methods to 
investigate the sensitivity of proteins to different concen-
trations of 1,6-HD treatment.

In this work, we developed a high-throughput experi-
mental method called chromatin enriching hexanediol 
separation coupled with liquid chromatography mass 
spectrometry (CHS-MS) using gradient 1,6-HD elution. 
CHS-MS could effectively enrich CAPs prone to LLPS. 
Combining gradient 1,6-HD treatment, we explored the 
sensitivity of CAPs to 1,6-HD with different concentra-
tions and further examined the physicochemical charac-
teristics of these CAPs.

Results
CHS‑MS effectively captures chromatin‑associated proteins
In order to explore the LLPS properties of CAPs, we 
developed a method to capture CAPs (Fig. 1A). To avoid 
the interference of background proteins, we treated K562 
cells with isotonic buffer (IB) to remove proteins in the 
nucleoplasm and cytoplasm. Subsequently, to investigate 
the sensitivity of proteins to different concentrations of 
1,6-HD, we performed gradient elution to enrich proteins 
eluted under different conditions (2%, 5%, and 10% 1,6-
HD). Finally, we obtained the abundance of proteins in 
each treatment group with label-free quantitative mass 
spectrometry (MS). We named this method chroma-
tin enriching hexanediol separation coupled with liquid 
chromatography mass spectrometry (CHS-MS) (Fig. 1A).

Using this approach, we captured 2,522 (IB), 1,613 (2% 
1,6-HD), 1,544 (5% 1,6-HD) and 1,638 proteins (10% 1,6-
HD) respectively (Additional file  1: Figure S1A, Addi-
tional file 2: Table S1). The 1,6-HD treatment group and 
the IB treatment group had 1,621 overlapping proteins 
(Additional file  1: Figure S1B). We analysed the types 
of proteins enriched in IB and 1,6-HD treatment, and 
found that 1,6-HD treatment enriched more TFs, TCs, 
and RNA binding proteins (RBPs) (Fig. 1B). In addition, 
we performed Gene Ontology (GO) enrichment analy-
sis of the captured proteins in the 1,6-HD and IB treat-
ment groups. As shown in Fig. 1C and Additional file 3: 
Table S2, GO terms localized in the nucleus, e.g. nucleo-
lus, spliceosomal complex, nuclear speckle, and chro-
matin, were more enriched in 1,6-HD treatment group, 
while GO terms localized in the cytoplasm, e.g. ribosome 
and mitochondrion, were more enriched in IB treatment 
group.
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Taken together, these results suggested that our experi-
mental procedure could effectively enrich CAPs.

1,6‑HD‑eluted proteins are prone to LLPS
To elucidate the abundance distribution of known phase 
separation proteins in different treatment groups, we 
analysed 272 known phase separation proteins from 
PhaSepDB [16] and found that the 1,6-HD treatment 
group enriched greater abundance of these known 
phase separation proteins than the IB treatment group 
(Fig. 2A). In addition, OpenCell [17] provided extensive 
protein imaging data. We found that the 1,6-HD treat-
ment group enriched higher abundance of nuclear puncta 
proteins than the IB treatment group (Fig.  2A). Hi-MS 
provided an anti-1,6-HD index of chromatin-associated 
proteins (AICAP) [13]. We found that 1,6-HD treatment 
group enriched higher abundance of AICAP < 0.5 pro-
teins than the IB treatment group (Fig. 2A). Next, we also 
investigated the enrichment of various biomolecular con-
densates-associated proteins from PhaSepDB in different 

treatment groups. As shown in Fig.  2B and Additional 
file  4: Figure S2, the 1,6-HD treatment group enriched 
higher abundance of proteins related to chromatin-asso-
ciated condensates (nuclear speckle, spliceosome, par-
aspeckle and nuclear body), whereas the IB treatment 
group enriched higher abundance of proteins related to 
biomolecular condensates closely associated with cyto-
plasm (nucleolus, nuclear pore complex, and nuclear 
stress body) [18].

Previous studies have revealed a number of LLPS-
related sequence features [1, 19–21], most of which 
involve multivalent interactions. In brief, multivalent 
interactions could be mediated by intrinsically disor-
dered regions (IDRs) or low complexity domains (LCDs). 
Therefore, we analysed the sequence characteristics of 
the enriched proteins in different treatment groups. We 
found that the high-abundance proteins in the 1,6-HD 
treatment group contained a high proportion of IDR or 
LCD regions compared with the low abundance proteins, 
whereas the trend in the IB treatment group was opposite 

Fig. 1  CHS-MS effectively enriches chromatin-associated proteins. A Schematic of CHS-MS. B Different protein types detected in CHS-MS. P-value 
was calculated using chi-square test. TF, transcription factor; TC, transcription cofactor; RBP, RNA binding protein. C Gene Ontology enrichment 
analysis of proteins. -Log10(P-value) was noted in the corresponding cell
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(Fig.  3), indicating that 1,6-HD treatment could specifi-
cally enrich proteins with high proportion of disordered 
regions. In addition, many computational approaches 
have been developed to predict protein’s probability to 
undergo LLPS [22]. PScore was developed on the basis 

of pi–pi interaction frequency to screen LLPS proteins 
[23]. catGRANULE was initially trained to predict inap-
propriate liquid phase separation on the basis of yeast 
proteome [24]. PhaSePred provides self-assembling and 
partner-dependent phase-separating protein prediction 

Fig. 2  Enrichment of proteins in biomolecular condensates. A Distribution of normalized log2(abundance) for LLPS proteins, puncta proteins, 
and AICAP < 0.5 proteins. The log2(abundance) of proteins was normalized to Z-scores for each treatment. P-value was calculated using 
independent samples t test. LLPS, liquid–liquid phase separation. AICAP, anti-1,6-HD index of chromatin-associated protein. B Distribution 
of abundance ratio of proteins in different condensates. Abundance ratio was calculated from the ratio of protein abundance captured 
in the 1,6-HD treatment group to the total protein abundance captured in the IB and 1,6-HD treatment groups. 1,6-HD, 1,6-hexanediol
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[25]. Hence, to further explore the phase separation 
characteristics of the enriched proteins in the 1,6-HD 
treatment group, we compared the phase separation pre-
diction scores of the enriched proteins in different groups 
(Fig.  3). The high-abundance proteins in the 1,6-HD 
treatment group exhibited higher phase separation scores 
in all four phase separation protein predictors (PScore, 
SaPS, PdPS, and catGRANULE) than the low-abundance 
proteins. By contrast, the enriched proteins in the IB 
treatment group showed lower phase separation scores 
in all four predictors. Among them, SaPS and PdPS pre-
dicted the likelihood of self-assembled phase separation 
proteins and interaction-dependent phase separation 
proteins, respectively, indicating that 1,6-HD treatment 
could enrich these two types of phase separation proteins 
well (Fig. 3). To further support our argument, we com-
pared it with previously published gradient salt extrac-
tion experiments [26], and found proteins enriched in 
1,6-HD treatment were prone to LLPS compared with 
salt treatment (Additional file 5: Figure S3).

These results suggest that 1,6-HD treatment could 
specifically disrupt the biomolecular condensates in the 
nucleus and thus enrich proteins prone to LLPS.

Different gradients of 1,6‑HD capture proteins with diverse 
physicochemical properties
To investigate the differences in protein sensitivity 
towards different gradients of 1,6-HD, we analysed the 
abundance and physiochemical properties of enriched 
proteins eluted by different concentrations of 1,6-HD. 
Because the nucleolus consists of multiple layers in its 

structure, we speculate that different concentrations of 
1,6-HD have different influences on each layer. We clas-
sified nucleolus rim proteins (rim) and nucleolus interior 
proteins (nuc) with subcellular localization information 
provided by HPA. Then, we analysed their enrichment 
in treatment groups with different 1,6-HD concentra-
tions. We found that a lower concentration of 1,6-HD 
(2%) enriched higher abundance of rim proteins while a 
higher concentration (10%) enriched higher abundance 
of nuc proteins (Fig.  4A). This indicates that the dis-
ruption ability of 1,6-HD on biomolecular condensates 
gradually increased with the increase of 1,6-HD concen-
tration, which also further verified the effectiveness of 
different 1,6-HD concentration treatments in CHS-MS 
experiments.

To further explore the characteristics of the enriched 
proteins in different 1,6-HD treatment groups, we defined 
the proteins captured in each concentration treatment 
group with abundance exceeding 50% of the total abun-
dance of all concentration treatment groups as represent-
ative proteins for this concentration (Fig. 4B, Additional 
file 6: Figure S4). We performed GO enrichment analysis 
on all representative proteins, and found that 2% 1,6-HD 
treatment group enriched transcription-related complex 
(transcription factor complex and mediator complex), 
and 10% 1,6-HD treatment group enriched splicing-
associated complex and chromatin remodeling complex 
(nuclear speckle, spliceosomal complex, and SWI/SNF 
complex), while 5% 1,6-HD treatment group enriched 
mitochondrion-associated complex (mitochondrial inner 
membrane and mitochondrial respiratory chain complex 

Fig. 3  Analysis of known sequence features related to phase separation and phase separation prediction scores. IDR and LCD scores are their 
respective ratios to the full length of the protein. P-value was calculated using Mann–Whitney rank sum test. IDR, intrinsically disorder region; LCD, 
low complexity domain
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I) (Fig.  4C). These results suggested that transcription-
related complexes were sensitive to 2% 1,6-HD treat-
ment, and splicing-related complexes were sensitive to 
10% 1,6-HD treatment. In addition, we also defined the 
proteins with abundance share between 20 and 50% as 
common proteins (Additional file 7: Table S3) and found 
that the common proteins were mostly components of 
cytoplasmic localization (Additional file 8: Table S4).

We further analysed the sequence characteristics of 
all representative proteins, and found the representative 
proteins in the 2% 1,6-HD treatment group contained a 
higher proportion of IDR and LCD regions compared 
to the higher concentration treatment groups (Fig.  5A). 
These results indicate that the enriched proteins in the 

2% 1,6-HD treatment group may rely mainly on IDR and 
LCD to maintain hydrophobic interactions with other 
proteins and nucleic acids, and are most sensitive to the 
1,6-HD treatment. In addition, we found that the ratio of 
hydrophobic amino acids and charged amino acids also 
differed between the representative proteins in the dif-
ferent concentration treatment groups. Briefly, the rep-
resentative proteins in the 2% 1,6-HD treatment group 
contain the lowest ratio of hydrophobic amino acids and 
the highest ratio of charged amino acids, suggesting that 
proteins containing fewer hydrophobic amino acids are 
more sensitive to 1,6-HD treatment (Fig. 5A). This result 
is consistent with previous findings [27–30] that 1,6-
HD interferes with weak hydrophobic protein–protein 

Fig. 4  Representative proteins enriched by different gradients of 1,6-HD treatment. A Abundance ratio of nucleolar proteins in different 
sublocations. The x axis represents the nucleolus-associated proteins defined in HPA, and the y axis represents the ratio of protein abundance 
for a given 1,6-HD concentration treatment to the sum of abundance of all captured protein (abundance ratio). HPA, human protein atlas. B Ratio 
of protein abundance captured by gradient 1,6-HD elution to the total protein abundance captured by all concentration treatment groups. C Gene 
Ontology enrichment analysis of representative proteins. -Log10(p-value) was noted in the corresponding cell
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or protein-RNA interactions that are required for these 
dynamic, liquid-like assemblies to form. We also per-
formed InterPro enrichment analysis of all representative 
proteins, and found that 10% treatment group enriched 
more nucleotide-binding and structural domains (Nucle-
otide-binding alpha–beta plait, RNA recognition motif 
domain, and WD40 repeat) than 2% and 5% treatment 
groups (Fig. 5B, Additional file 9: Table S5).

In summary, CHS-MS captured representative proteins 
sensitive to different concentrations of 1,6-HD, and these 
proteins have different physicochemical properties.

Discussion
Enriching CAPs has always been a heated research area. 
MS-based proteomics could be used to measure system-
level protein dynamics and help collect CAPs in large 
scale, but capturing CAPs, especially those involved in 
nuclear condensates through LLPS, is challenging. Many 
chromatin proteins are expressed transiently at low levels 
or are difficult to extract from the nucleus [31–33]. Pre-
vious experimental approaches enriching CAPs are com-
prehensive and failed to detect most expressed TFs and 
TCs [34–39]. In the present research, we combined strict 
isotonic solution elution and gradient 1,6-HD treatment 

to partially solve this restriction. The 1,6-HD treatment 
enriched more TFs, TCs and RBPs than the IB treatment. 
These results indicated that our newly-developed method 
CHS-MS could effectively enrich CAPs, which helps fur-
ther elucidate their LLPS properties.

Developing a systematic experimental methodology 
to identify and characterize biomolecular condensates 
and the LLPS properties of their components is crucial 
for further development of the LLPS field. In this study, 
CHS-MS combines quantitative proteomics and gradi-
ent 1,6-HD elution to investigate the LLPS properties of 
CAPs. CHS-MS is a simple and easy-to-operate method 
for rapid enrichment of CAPs prone to LLPS. And gra-
dient 1,6-HD elution could assist in exploring the prop-
erties of proteins with different sensitivities towards 
different concentrations of 1,6-HD. We found that tran-
scription-related complexes were sensitive to 2% 1,6-HD 
treatment and the representative proteins of 2% 1,6-HD 
treatment had the highest percentage of IDRs and LCDs. 
Previous studies have also shown TFs and TCs have 
high percentages of IDRs and can form transcription-
related condensates. In addition, the splicing-related 
complexes were sensitive to 10% 1,6-HD treatment and 
the representative proteins of 10% 1,6-HD treatment had 

Fig. 5  Analysis of physicochemical properties of representative proteins under different gradients of 1,6-HD treatment. A Distribution 
of physicochemical properties of representative proteins in different gradients of 1,6-HD treatment. B InterPro enrichment analysis of representative 
proteins. -Log10(p-value) was noted in the corresponding cell
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the lowest percentages of IDRs and LCDs and enriched 
more nucleotide-binding and structural domains. These 
results suggested that aside from IDR and LCD-depend-
ent LLPS, LLPS proteins may have other modes of inter-
actions to form biomolecular condensates. Thus, our 
method provides a new perspective to explain the differ-
ent sequence features of LLPS proteins and identify pos-
sible physicochemical properties of LLPS proteins.

Nevertheless, our method still has a few limita-
tions, with one of them concerning histone modifica-
tions. Histone modification also plays critical roles in 
chromatin-associated condensates [40, 41]. We found 
1,6-HD treatment group enriched greater abundance of 
histone acetylation-associated proteins than IB treatment 
group (Additional file  10: Figure S5, Additional file  11: 
Table  S6). Given that histones bind tightly to DNA, the 
influences histone modifications have in nuclear conden-
sates and their biological functions are difficult to explore 
with CHS-MS. Future studies should consider targeting 
specific biomolecular condensates by histone modifica-
tions with immunoprecipitation and thus determine the 
key factors driving LLPS in each class of condensates. 
In addition, we noticed that CHS-MS enriched mito-
chondria-associated proteins (Figs. 1C and 4C) while salt 
extraction experiment [26] also enriched these proteins 
(Additional file  12: Figure S6A). We further compared 
the abundance of mitochondria-associated proteins in 
whole-cell and CHS-MS extractions and found lower 
abundance of these proteins in CHS-MS extractions 
(Additional file  12: Figure S6B). Future researchers 
should improve nuclear extraction methods to effectively 
remove cytoplasmic components such as mitochondria. 
Another limitation of our study lies in the possible influ-
ence of RNAs in biomolecular condensate formation. By 
comparing the protein types of the captured proteins in 
the 1,6-HD and IB treatment groups, we found that 1,6-
HD treatment captured more RBPs. This result suggested 
that RNA may also play an important role in nuclear 
condensates. A previous study has shown that non-
coding RNAs (ncRNAs), which are spatially restricted 
molecules, form nuclear condensates via the process of 
“seeding” [42]. For example, nucleoli use ribosomal pre-
cursor RNAs to recruit protein aggregates [43, 44], and 
paraspeckles use long ncRNA nuclear enriched abundant 
transcript 1 (NEAT1) as the scaffold molecule to recruit 
other proteins for local aggregation [45]. The properties 
of ncRNAs allow them to contribute to the “seeding” of 
nuclear compartments. For instance, the transcription 
process generates multiple copies of ncRNAs, which 
accumulate in high concentrations near transcription 
sites. Moreover, these spatially restricted ncRNAs con-
tain sequence motifs and secondary structures that 
could bind diffusible RNAs and proteins, allowing these 

diffusible molecules to accumulate at high concentra-
tions locally. Therefore, further studies applying CHS-MS 
should consider capturing nuclear ncRNAs together with 
proteins, which could lead to an enhanced understand-
ing of the formation of nuclear biomolecular condensates 
and the biological processes they participate in with the 
phase separation proteins and ncRNAs.

Conclusions
In summary, the CHS-MS experimental method is more 
convenient and less time-consuming than the exist-
ing methods used to investigate the LLPS properties of 
CAPs. This method could also be extended to different 
biological systems to help researchers rapidly enrich rep-
resentative proteins in different gradients of 1,6-HD and 
systematically explore their physicochemical properties.

Materials and methods
Cell culture
K562 (ATCC) cells were grown in RPMI 1640 (Gibco) 
and supplemented with 10% fetal bovine serum (Gibco) 
and streptomycin (Gibco) at 37 °C with 5% CO2.

Protein extraction
To separate cytosolic and nuclear fractions, a Minute™ 
cytoplasmic and nuclear extraction kit (#SC-003; Invent 
Biotechnologies) was used according to the manufacturer’s 
protocol. Briefly, 106 K562 cells were washed in cold PBS 
and lysed following incubation with 200  μl cytoplasmic 
extraction buffer on ice for 5 min with vigorous vortexing 
for 15  s. Next, the lysates were centrifuged at 14,000 × g 
for 5  min at 4 ℃ to obtain the cytosolic and membrane 
fractions (supernatant) and nuclear fraction (pellet). The 
nuclear pellet was then washed with 0.5 ml cold PBS and 
centrifuged at 8,000 × g for 5  min at 4 ℃. Sequentially, 
100 μl of cold PBS, 2%, 5%, and 10% 1,6-HD dissolved in 
PBS were added to the pellet by mixing, incubated for 
5 min at 4 ℃, and centrifuged at 14,000 × g for 30 s at 4 ℃ 
to obtain the IB, 2%, 5%, and 10% 1,6-HD fractions.

LC–MS/MS analysis
Samples were analysed on Orbitrap Fusion Lumos Plus 
mass spectrometers (Thermo Fisher Scientific, Rockford, 
IL, USA) coupled with an Easy-nLC 1000 nanoflow LC 
system (Thermo Fisher Scientific). Dried peptide sam-
ples were re-dissolved in solvent A (0.1% formic acid in 
water), loaded to a trap column (100 μm × 2  cm, home-
made; particle size, 3  μm; pore size, 120  Å; SunChrom, 
USA) with a max pressure of 280 bar by using solvent A, 
and then separated on a homemade 150 μm × 12 cm sil-
ica microcolumn (particle size, 1.9 μm; pore size, 120 Å; 
SunChrom, USA) with a gradient of 5%–35% mobile 
phase B (acetonitrile and 0.1% formic acid) at a flow rate 
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of 600 nl/minutes for 75 min. For detection with Fusion 
Lumos MS, a precursor scan was carried out in the 
Orbitrap by scanning m/z 300 − 1400 with a resolution 
of 120,000 at 200  m/z. The most intense ions selected 
under top-speed mode were isolated in Quadrupole with 
a 1.6 m/z window and fragmented by higher-energy col-
lisional dissociation with normalized collision energy of 
35% and then measured in the linear ion trap by using the 
rapid-ion trap scan rate. The automatic gain control tar-
gets were 5 × 105 ions with a max injection time of 50 ms 
for full scans and 5 × 103 with 35  ms for MS/MS scans. 
The dynamic exclusion time was set as 18  s. Data were 
acquired using the Xcalibur software (Thermo Scientific).

Peptide identification and protein quantification
Raw sequencing data were searched against the National 
Center for Biotechnology Information Ref-seq human 
proteome database in Firmiana implemented with the 
Mascot search engine (Matrix Science, version 2.3.01) 
[46]. The mass tolerances were set as 20  ppm for pre-
cursor ions and 0.05 Da for product ions; N-acetylation 
and oxidation of methionine were set as variable modi-
fications; and cysteine carbamidomethylation was set as 
a fixed modification. The peptide FDR was 1%. Proteins 
with at least one unique peptide and two strict peptides 
or more than two strict peptides (mascot ion score  ≥ 20) 
were defined as high-confidence proteins. The high-
confidence proteins detected in at least one sample were 
selected for subsequent analysis to further increase the 
reliability. Peak area values were used to calculate protein 
quantification. The missing data were inputted with the 
minimum values. Quantile normalization was applied 
after missing value imputation.

Statistical analysis
P-value was calculated to measure the statistical sig-
nificance of TF, TC and RBP enriched in 1,6-HD treat-
ment group by chi-square test. P-value was calculated to 
measure the statistical significance of protein abundance 
difference of different treatment groups by independent 
samples t test and Mann–Whitney rank sum test.

Gene ontology enrichment analysis
Gene ontology analysis was conducted using Enrichr [47].

Protein annotations
The TF and coactivator annotations are from animalT-
FDB [48]. The RNA binding protein annotations are from 
EuRBPDB [49]. The nuclear puncta protein annotations 
are from OpenCell [17]. The nucleolar rim and nuc pro-
tein annotations are from HPA [50], where the nuc por-
tion of the protein includes nucleoli and nucleolus fibrillar 
center, as defined in HPA. Mitochondria-associated 

protein and histone-related protein annotations are from 
Gene Ontology [51].

Protein sequence analysis and LLPS annotations
IDRs were predicted using ESpritz [52], with a thresh-
old set at 5% FPR. The LCDs were predicted using SEG 
[53] under default parameters. The scores shown in the 
present paper are the ratio of IDRs and LCDs to the full 
length of the protein sequence. PScore [23] and cat-
GRANULE [24] scorings were calculated under default 
parameters. SaPS and PdPS scorings were provided by 
PhaSePred [25] for the eight features scoring. Charged 
amino acid proportions were calculated by localCIDER 
[54] using get_FCR, and hydropathy score was calculated 
using get_uversky_hydropathy.

Abbreviations
1,6-HD	� 1,6-Hexanedial
AICAP	� Anti-1,6-HD index of chromatin-associated proteins
CAPs	� Chromatin-associated proteins
CHS-MS	� Chromatin enriching hexanediol separation coupled with liquid 

chromatography-mass spectrometry
HP1α	� Heterochromatin protein 1α
IDRs	� Intrinsically disordered regions
IB	� Isotonic buffer
LCDs	� Low complexity domains
LLPS	� Liquid-liquid phase separation
MS	� Mass spectrometry
ncRNAs	� Non-coding RNAs
NEAT1	� Nuclear enriched abundant transcript 1
RBPs	� RNA-binding proteins
TCs	� Transcriptional cofactors
TFs	� Transcription factors

Supplementary Information
The online version contains supplementary material available at https://​doi.​
org/​10.​1186/​s12864-​023-​09600-1.

Additional file 1: Figure S1. Protein detection in CHS-MS.

Additional file 2: Table S1. Proteins captured by CHS-MS.

Additional file 3: Table S2. List of matched GO terms of all proteins 
captured by IB and 1,6-HD treatment.

Additional file 4: Figure S2. Biomolecular condensates in CHS-MS.

Additional file 5: Figure S3. Analysis of salt extraction experiment versus 
CHS-MS.

Additional file 6: Figure S4. Representative proteins of different gradi-
ents of 1,6-HD treatment.

Additional file 7: Table S3. Representative proteins captured by different 
gradients of 1,6-HD treatment.

Additional file 8: Table S4. List of matched GO terms of all representative 
proteins.

Additional file 9: Table S5. List of matched InterPro domains of all 
representative proteins.

Additional file 10: Figure S5. Proteins related to histone in CHS-MS.

Additional file 11: Table S6. Proteins related to histone in CHS-MS.

Additional file 12: Figure S6. Mitochondria-related proteins in CHS-MS.

https://doi.org/10.1186/s12864-023-09600-1
https://doi.org/10.1186/s12864-023-09600-1


Page 10 of 11Zhu et al. BMC Genomics          (2023) 24:493 

Acknowledgements
Not applicable.

Authors’ contributions
L.W. and T.L. designed research; P.Z., C.H. and L.W. performed research; P.Z. 
and C.H. analysed data; P.Z., C.H., T.C., T.L., and L.W. wrote the paper. P.Z., C.H. 
and M.L. revised the manuscript. All authors have read and approved the final 
manuscript.

Funding
This work was supported by the National Key Research and Development 
Program of China (Grant Nos. 2021YFF1200900, 2018YFA0507504) and the 
National Natural Science Foundation of China (Grant Nos. 32070666).

Availability of data and materials
All study data are included in the article and supporting information.

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Received: 17 May 2023   Accepted: 17 August 2023

References
	1.	 Banani SF, Lee HO, Hyman AA, Rosen MK. Biomolecular conden-

sates: organizers of cellular biochemistry. Nat Rev Mol Cell Biol. 
2017;18(5):285–98.

	2.	 Larson AG, Elnatan D, Keenen MM, Trnka MJ, Johnston JB, Burlingame 
AL, Agard DA, Redding S, Narlikar GJ. Liquid droplet formation by 
HP1alpha suggests a role for phase separation in heterochromatin. 
Nature. 2017;547(7662):236–40.

	3.	 Strom AR, Emelyanov AV, Mir M, Fyodorov DV, Darzacq X, Karpen GH. 
Phase separation drives heterochromatin domain formation. Nature. 
2017;547(7662):241–5.

	4.	 Boija A, Klein IA, Sabari BR, Dall’Agnese A, Coffey EL, Zamudio AV, Li CH, 
Shrinivas K, Manteiga JC, Hannett NM, et al. Transcription factors acti-
vate genes through the phase-separation capacity of their activation 
domains. Cell. 2018;175(7):1842.

	5.	 Cho WK, Spille JH, Hecht M, Lee C, Li C, Grube V, Cisse II. Mediator 
and RNA polymerase II clusters associate in transcription-dependent 
condensates. Science. 2018;361(6400):412–5.

	6.	 Nair SJ, Yang L, Meluzzi D, Oh S, Yang F, Friedman MJ, Wang S, Suter T, 
Alshareedah I, Gamliel A, et al. Phase separation of ligand-activated 
enhancers licenses cooperative chromosomal enhancer assembly. Nat 
Struct Mol Biol. 2019;26(3):193.

	7.	 Sabari BR, Dall’Agnese A, Boija A, Klein IA, Coffey EL, Shrinivas K, 
Abraham BJ, Hannett NM, Zamudio AV, Manteiga JC, et al. Coactivator 
condensation at super-enhancers links phase separation and gene 
control. Science. 2018;361(6400):eaar3958.

	8.	 Zamudio AV, Dall’Agnese A, Henninger JE, Manteiga JC, Afeyan LK, 
Hannett NM, Coffey EL, Li CH, Oksuz O, Sabari BR, et al. Mediator con-
densates localize signaling factors to key cell identity genes. Mol Cell. 
2019;76(5):753.

	9.	 McSwiggen DT, Mir M, Darzacq X, Tjian R. Evaluating phase separation 
in live cells: diagnosis, caveats, and functional consequences. Gene Dev. 
2019;33(23–24):1619–34.

	10.	 Elbaum-Garfinkle S. Matter over mind: liquid phase separation and neu-
rodegeneration. J Biol Chem. 2019;294(18):7160–8.

	11.	 Alberti S, Gladfelter A, Mittag T. Considerations and challenges in study-
ing liquid-liquid phase separation and biomolecular condensates. Cell. 
2019;176(3):419–34.

	12.	 Lin Y, Mori E, Kato M, Xiang S, Wu L, Kwon I, McKnight SL. Toxic PR poly-
dipeptides encoded by the C9orf72 repeat expansion target lc domain 
polymers. Cell. 2016;167(3):789-802.e712.

	13.	 Shi ML, You KQ, Chen TY, Hou C, Liang ZY, Liu MW, Wang JF, Wei TT, Qin 
J, Chen Y, et al. Quantifying the phase separation property of chromatin-
associated proteins under physiological conditions using an anti-1,6-hex-
anediol index. Genome Biol. 2021;22(1):229.

	14.	 Duster R, Kaltheuner IH, Schmitz M, Geyer M. 1,6-Hexanediol, commonly 
used to dissolve liquid-liquid phase separated condensates, directly 
impairs kinase and phosphatase activities. J Biol Chem. 2021;296:100260.

	15.	 Gamliel A, Meluzzi D, Oh S, Jiang N, Destici E, Rosenfeld MG, Nair SJ. 
Long-distance association of topological boundaries through nuclear 
condensates. P Natl Acad Sci USA. 2022;119(32):e2206216119.

	16.	 Hou C, Wang XX, Xie HT, Chen TY, Zh PY, Xu XF, You KQ, Li TT. PhaSepDB 
in 2022: annotating phase separation-related proteins with droplet 
states, co-phase separation partners and other experimental information. 
Nucleic Acids Res. 2022. https://​pubmed.​ncbi.​nlm.​nih.​gov/​36124​686/.

	17.	 Cho NH, Cheveralls KC, Brunner AD, Kim K, Michaelis AC, Raghavan 
P, Kobayashi H, Savy L, Li JY, Canaj H, et al. opencell: endogenous 
tagging for the cartography of human cellular organization. Science. 
2022;375(6585):1143.

	18.	 Thomson E, Ferreira-Cerca S, Hurt E. Eukaryotic ribosome biogenesis at a 
glance. J Cell Sci. 2013;126(21):4815–21.

	19.	 Sabari BR, Dall’Agnese A, Young RA. Biomolecular Condensates in the 
Nucleus. Trends Biochem Sci. 2020;45(11):961–77.

	20.	 Hyman AA, Weber CA, Julicher F. Liquid-liquid phase separation in biol-
ogy. Annu Rev Cell Dev Biol. 2014;30:39–58.

	21.	 Lyon AS, Peeples WB, Rosen MK. A framework for understanding the 
functions of biomolecular condensates across scales. Nat Rev Mol Cell 
Biol. 2021;22(3):215–35.

	22.	 Shen B, Chen Z, Yu C, Chen T, Shi M, Li T. Computational screening 
of phase-separating proteins. Genomics Proteomics Bioinformatics. 
2021;19(1):13–24.

	23.	 Vernon RM, Chong PA, Tsang B, Kim TH, Bah A, Farber P, Lin H, Forman-Kay 
JD. Pi-Pi contacts are an overlooked protein feature relevant to phase 
separation. Elife. 2018;7:e31486.

	24.	 Bolognesi B, Lorenzo Gotor N, Dhar R, Cirillo D, Baldrighi M, Tartaglia 
GG, Lehner B. A concentration-dependent liquid phase separa-
tion can cause toxicity upon increased protein expression. Cell Rep. 
2016;16(1):222–31.

	25.	 Chen Z, Hou C, Wang L, Yu C, Chen T, Shen B, Hou Y, Li P, Li T. Screen-
ing membraneless organelle participants with machine-learning 
models that integrate multimodal features. Proc Natl Acad Sci U S A. 
2022;119(24):e2115369119.

	26.	 Federation AJ, Nandakumar V, Searle BC, Stergachis A, Wang H, Pino LK, 
Merrihew G, Ting YS, Howard N, Kutyavin T, et al. Highly parallel quantifi-
cation and compartment localization of transcription factors and nuclear 
proteins. Cell Rep. 2020;30(8):2463-2471 e2465.

	27.	 Ribbeck K, Gorlich D. The permeability barrier of nuclear pore com-
plexes appears to operate via hydrophobic exclusion. EMBO J. 
2002;21(11):2664–71.

	28.	 Kroschwald S, Maharana S, Mateju D, Malinovska L, Nuske E, Poser I, 
Richter D, Alberti S. Promiscuous interactions and protein disaggregases 
determine the material state of stress-inducible RNP granules. Elife. 
2015;4:e06807.

	29.	 Patel SS, Belmont BJ, Sante JM, Rexach MF. Natively unfolded nucleo-
porins gate protein diffusion across the nuclear pore complex. Cell. 
2007;129(1):83–96.

	30.	 Updike DL, Hachey SJ, Kreher J, Strome S. P granules extend the nuclear 
pore complex environment in the C. elegans germ line. J Cell Biol. 
2011;192(6):939–48.

	31.	 Shiio Y, Eisenman RN, Yi EC, Donohoe S, Goodlett DR, Aebersold R. Quan-
titative proteomic analysis of chromatin-associated factors. J Am Soc 
Mass Spectr. 2003;14(7):696–703.

	32.	 Washburn MP, Wolters D, Yates JR. Large-scale analysis of the yeast 
proteome by multidimensional protein identification technology. Nat 
Biotechnol. 2001;19(3):242–7.

https://pubmed.ncbi.nlm.nih.gov/36124686/


Page 11 of 11Zhu et al. BMC Genomics          (2023) 24:493 	

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

	33.	 Ghaemmaghami S, Huh W, Bower K, Howson RW, Belle A, Dephoure N, 
O’Shea EK, Weissman JS. Global analysis of protein expression in yeast. 
Nature. 2003;425(6959):737–41.

	34.	 Ji X, Dadon DB, Abraham BJ, Lee TI, Jaenisch R, Bradner JE, Young 
RA. Chromatin proteomic profiling reveals novel proteins associ-
ated with histone-marked genomic regions. P Natl Acad Sci USA. 
2015;112(12):3841–6.

	35.	 Alajem A, Biran A, Harikumar A, Sailaja BS, Aaronson Y, Livyatan I, 
Nissim-Rafinia M, Sommer AG, Mostoslavsky G, Gerbasi VR, et al. 
Differential association of chromatin proteins identifies BAF60a/
SMARCD1 as a regulator of embryonic stem cell differentiation. Cell Rep. 
2015;10(12):2019–31.

	36.	 Kustatscher G, Hegarat N, Wills KLH, Furlan C, Bukowski-Wills JC, Hocheg-
ger H, Rappsilber J. Proteomics of a fuzzy organelle: interphase chroma-
tin. EMBO J. 2014;33(6):648–64.

	37.	 Kulej K, Avgousti DC, Sidoli S, Herrmann C, Della Fera AN, Kim ET, Garcia 
BA, Weitzman MD. Time-resolved global and chromatin proteomics 
during herpes simplex virus type 1 (HSV-1) infection. Mol Cell Proteomics. 
2017;16(4):S92–107.

	38.	 Dutta B, Yan R, Lim SK, Tam JP, Sze SK. Quantitative profiling of chro-
matome dynamics reveals a novel role for HP1BP3 in hypoxia-induced 
oncogenesis. Mol Cell Proteomics. 2014;13(12):3236–49.

	39.	 Becker JS, McCarthy RL, Sidoli S, Donahue G, Kaeding KE, He ZY, Lin 
S, Garcia BA, Zaret KS. Genomic and proteomic resolution of het-
erochromatin and its restriction of alternate fate genes. Mol Cell. 
2017;68(6):1023.

	40.	 Gibson BA, Doolittle LK, Schneider MWG, Jensen LE, Gamarra N, Henry L, 
Gerlich DW, Redding S, Rosen MK. Organization of chromatin by intrinsic 
and regulated phase separation. Cell. 2019;179(2):470-484 e421.

	41.	 Wang L, Gao Y, Zheng X, Liu C, Dong S, Li R, Zhang G, Wei Y, Qu H, Li Y, 
et al. Histone modifications regulate chromatin compartmentalization by 
contributing to a phase separation mechanism. Mol Cell. 2019;76(4):646-
659 e646.

	42.	 Quinodoz SA, Jachowicz JW, Bhat P, Ollikainen N, Banerjee AK, 
Goronzy IN, Blanco MR, Chovanec P, Chow A, Markaki Y, et al. RNA 
promotes the formation of spatial compartments in the nucleus. Cell. 
2021;184(23):5775-5790 e5730.

	43.	 Falahati H, Pelham-Webb B, Blythe S, Wieschaus E. Nucleation 
by rRNA dictates the precision of nucleolus assembly. Curr Biol. 
2016;26(3):277–85.

	44.	 Berry J, Weber SC, Vaidya N, Haataja M, Brangwynne CP. RNA transcrip-
tion modulates phase transition-driven nuclear body assembly. Proc Natl 
Acad Sci U S A. 2015;112(38):E5237-5245.

	45.	 Mao YS, Sunwoo H, Zhang B, Spector DL. Direct visualization of the co-
transcriptional assembly of a nuclear body by noncoding RNAs. Nat Cell 
Biol. 2011;13(1):95–101.

	46.	 Feng J, Ding C, Qiu N, Ni X, Zhan D, Liu W, Xia X, Li P, Lu B, Zhao Q, et al. 
Firmiana: towards a one-stop proteomic cloud platform for data process-
ing and analysis. Nat Biotechnol. 2017;35(5):409–12.

	47.	 Kuleshov MV, Jones MR, Rouillard AD, Fernandez NF, Duan Q, Wang Z, 
Koplev S, Jenkins SL, Jagodnik KM, Lachmann A, et al. Enrichr: a compre-
hensive gene set enrichment analysis web server 2016 update. Nucleic 
Acids Res. 2016;44(W1):W90-97.

	48.	 Hu H, Miao YR, Jia LH, Yu QY, Zhang Q, Guo AY. AnimalTFDB 3.0: a compre-
hensive resource for annotation and prediction of animal transcription 
factors. Nucleic Acids Res. 2019;47(D1):D33–8.

	49.	 Liao JY, Yang B, Zhang YC, Wang XJ, Ye Y, Peng JW, Yang ZZ, He JH, Zhang 
Y, Hu K, et al. EuRBPDB: a comprehensive resource for annotation, func-
tional and oncological investigation of eukaryotic RNA binding proteins 
(RBPs). Nucleic Acids Res. 2020;48(D1):D307–13.

	50.	 Thul PJ, Akesson L, Wiking M, Mahdessian D, Geladaki A, AitBlal H, Alm 
T, Asplund A, Bjork L, Breckels LM, et al. A subcellular map of the human 
proteome. Science. 2017;356(6340):eaal3321.

	51.	 Gene Ontology C, Aleksander SA, Balhoff J, Carbon S, Cherry JM, Drabkin 
HJ, Ebert D, Feuermann M, Gaudet P, Harris NL, et al. The gene ontology 
knowledgebase in 2023. Genetics. 2023;224(1):iyad031.

	52.	 Walsh I, Martin AJM, Di Domenico T, Tosatto SCE. ESpritz: accurate and 
fast prediction of protein disorder. Bioinformatics. 2012;28(4):503–9.

	53.	 Wootton JC, Federhen S. Statistics of local complexity in amino-acid-
sequences and sequence databases. Comput Chem. 1993;17(2):149–63.

	54.	 Holehouse AS, Das RK, Ahad JN, Richardson MOG, Pappu RV. CIDER: 
resources to analyze sequence-ensemble relationships of intrinsically 
disordered proteins. Biophys J. 2017;112(1):16–21.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Investigating phase separation properties of chromatin-associated proteins using gradient elution of 1,6-hexanediol
	Abstract 
	Background 
	Results 
	Conclusion 

	Background
	Results
	CHS-MS effectively captures chromatin-associated proteins
	1,6-HD-eluted proteins are prone to LLPS
	Different gradients of 1,6-HD capture proteins with diverse physicochemical properties

	Discussion
	Conclusions
	Materials and methods
	Cell culture
	Protein extraction
	LC–MSMS analysis
	Peptide identification and protein quantification
	Statistical analysis
	Gene ontology enrichment analysis
	Protein annotations
	Protein sequence analysis and LLPS annotations

	Anchor 22
	Acknowledgements
	References


