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Abstract: Lung cancer is one of the most commonly diagnosed cancer types. Studying the molecular
changes that occur in lung cancer is important to understand tumor formation and identify new
therapeutic targets and early markers of the disease to decrease mortality. Glycosaminoglycan
chains play important roles in various signaling events in the tumor microenvironment. Therefore,
we have determined the quantity and sulfation characteristics of chondroitin sulfate and heparan
sulfate in formalin-fixed paraffin-embedded human lung tissue samples belonging to different lung
cancer types as well as tumor adjacent normal areas. Glycosaminoglycan disaccharide analysis
was performed using HPLC-MS following on-surface lyase digestion. Significant changes were
identified predominantly in the case of chondroitin sulfate; for example, the total amount was higher
in tumor tissue compared to the adjacent normal tissue. We also observed differences in the degree
of sulfation and relative proportions of individual chondroitin sulfate disaccharides between lung
cancer types and adjacent normal tissue. Furthermore, the differences in the 6-O-/4-O-sulfation
ratio of chondroitin sulfate were different between the lung cancer types. Our pilot study revealed
that further investigation of the role of chondroitin sulfate chains and enzymes involved in their
biosynthesis is an important aspect of lung cancer research.

Keywords: glycosaminoglycan; chondroitin sulfate; heparan sulfate; adenocarcinoma; small cell

carcinoma; squamous cell carcinoma; large cell carcinoma; lung cancer; mass spectrometry; HPLC

1. Introduction

Lung cancer (LC) is the second most frequently diagnosed cancer type and has the
highest mortality of any type of tumor, because most cases are diagnosed at an advanced
stage when the number of treatment options are limited and metastasis to distant organs
has developed [1,2]. Based on histology, lung cancer can be classified into two main groups:
small cell lung carcinoma (SCLC) and non-small cell lung carcinoma (NSCLC). NSCLC is
responsible for approximately 85%, while SCLC for roughly 15% of LC cases [3]. NSCLC is
a heterogeneous group of lung cancers and can be further categorized into the following
main subtypes: adenocarcinoma (AC), squamous cell carcinoma (SqCC), and large cell
carcinoma (LCC) [3-5]. There are many approaches to visualizing LC, such as imaging
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techniques like X-ray, CT scan, and PET scan, but the final diagnosis is confirmed by either
the histological or cytological analysis of the biopsy sample. The therapy for SCLC and
NSCLC strongly depends on the type of tumor and its progression and can include surgery,
radio-chemotherapy, targeted treatment with antiangiogenic monoclonal antibodies or
tyrosine kinase inhibitors, and immunotherapy [4,6].

Carbohydrate tumor markers are used as diagnostic biomarkers in various cancer
types [7]. Glycosylation is one of the most frequent post-translational modifications, oc-
curing when glycan units are added to proteins or other molecules, in glycoproteins most
often through an oxygen or a nitrogen atom (O- and N-glycans) [8,9]. Glycosylation has
a great impact on the functions of proteins, e.g., affecting various signaling events in the
tumor microenvironment [10]. Changes in the glycosylation of proteins are a common
phenomenon in cancer [11]. The increased proportion of branched N-glycans and the in-
creased amount of O-glycans have already been reported in relation to lung cancer [8,12,13].
Proteoglycans (PGs), a specific class of glycoproteins, are macromolecules whose structure
consists of a core protein and one or more glycosaminoglycan (GAG) chains covalently
attached to it via a tetrasaccharide linker. PGs are predominantly located in the extracellular
matrix and the plasma membrane. They play important roles in the stabilization of the
extracellular matrix and signaling processes [9]. GAGs are linear polysaccharides, built
up by repeating amino sugar and uronic acid or galactose building blocks. GAGs interact
with growth factors and cytokines, thereby influencing the functions of cells [14]. GAG
chains have a significant impact on the function of proteins due to their size and structural
diversity, such as the sulfation patterns of the chains [15,16]. Sulfation along the chain
is carried out by sulfotransferase enzymes [17]. Changes in the total quantity of GAG
chains and in their sulfation patterns have been previously identified between healthy
and tumor tissue [18-20]. Chondroitin sulfates (CS) and heparan sulfates (HS) are among
the most important and most widely studied GAGs. The building blocks of CS chains
are N-acetylgalactosamine (GalNAc) and glucoronic acid (GlcA), while HS chains consist
of N-acetylglucosamine (GlcNAc) and glucuronic/iduronic acid (IdoA). The structure of
CS and HS can be diverse since several possible sulfation positions exist, and the occu-
pancy of these sites affects their functions. Both CS and HS chains have been previously
analyzed with respect to lung cancer [21-23], however, the first studies only focused on
comparing the total GAG content and different GAG classes between LC samples and
normal tissues [21] and also between distinct LC types [22] in small sample cohorts (n = 11
and 13, respectively). HPLC-MS characterization of disaccharides originating from SqCC
tissues and patient-matched normal tissue (1 = 10) has only recently been performed [23],
but comparison of different LC types at the disaccharide level has not been studied so
far. In a recent comparative proteomics pilot study of SCLC, AC, SqCC, and LCC tissue
samples, differences in the protein expression levels between the different tumor types and
between tumor and tumor adjacent normal samples were identified [24]. Our aim was to
study whether similar alterations occur at the GAG level as well. Therefore, the CS and HS
compositions of different lung tumor phenotypes and tumor-adjacent normal lung tissue
samples were investigated. The experiment was performed through disaccharide analysis
following tissue surface digestion [25-28]. The disaccharides extracted from the tissue
surface were desalted and then separated using capillary columns packed in-house with
hydrophilic interaction liquid chromatography and weak anion exchange (HILIC-WAX)
mixed mode resin and detected using negative ionization mass spectrometry. CS and HS
disaccharides were analyzed using separate HPLC-MS methods developed recently; CS
uses a 15 min gradient, while HS uses a slightly modified 25 min ammonium formate salt
gradient [29-31].

2. Results

In the present study, we investigated CS and HS chains from formalin-fixed paraffin-
embedded (FFPE) lung tissue. The samples originated from different lung cancer types (AC,
5qCC, LCC, and SCLC) and adjacent normal tissue regions. Altogether, 77 CS (41 tumor,
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36 tumor adjacent normal) and 76 HS (40 tumor, 36 tumor adjacent normal) samples were
analyzed. The sample and patient information are summarized in Table 1. The presented
results are based on the aforementioned sample numbers, but in some cases, there are
minor deviations due to missing values. In the case of the total quantity and the total N/O
ratio calculations, the missing values were replaced with zeros. In the event of significant
changes, the exact sample numbers, the types of tests used, the fold change, and p values
are listed in Supplementary Table S1 (CS cohort) and Supplementary Table S2 (HS cohort).
The changes in the features of CS and HS GAGs were examined by analyzing the samples at
the disaccharide level; the disaccharide structures can be found in Supplementary Tables S3
and 54.

Table 1. Summary of the examined samples and groups. CS: cohort for chondroitin sulfate measure-
ments; HS: cohort for heparan sulfate measurements (the median age is shown in the table).

No. of Tumor No. of Tumor

No. of Patients

Samples Adjacent Samples

Total No. 42 81 (CS:41, HS: 40) 72 (CS: 36, HS: 36)
Age 65.5 (54-79) 65.5 (54-79) 65 (54-75)
Male 44 40
CS 22 22 20
HS 22 22 20
Female 37 32

CS 19 19 16

HS 18 18 16
Histology
Adenocarcinoma 22 18

CS 12 12 9

HS 10 10 9
Large cell carcinoma 20 18

CS 10 10 9

HS 10 10 9
Small cell lung carcinoma 20 20

CS 10 10 10

HS 10 10 10
Squamous cell carcinoma 19 16

CS 9 9 8

HS 10 10 8

First, principal component analysis (PCA) was performed separately for the CS and
HS disaccharides detected (Figure 1) to visualize whether the tumor and tumor-adjacent
samples and the lung tumor phenotypes can be distinguished from each other based
on the disaccharide abundances. In the case of CS (Figure 1a), the tumor and tumor
adjacent samples are slightly better separated than in the case of HS (Figure 1b), where they
cannot be distinguished based on the abundance of HS disaccharides with high confidence.
Furthermore, based on the PCA, the lung cancer phenotypes do not show large differences
from each other based on the abundance of CS and HS disaccharides.
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Figure 1. PCA of the analyzed samples (a): CS disaccharide abundances; (b): HS disaccharide
abundances. Triangles and circles indicate tumor and tumor-adjacent samples, respectively. The
different colors mark the different sample groups (pink for AC, blue for SCLC, green for SqCC, and
grey for LCC).

2.1. CS and HS Content and Sulfation Characteristics between All Tumor and All Tumor Adjacent
Normal Samples

The total CS disaccharide content was significantly higher in the tumor tissue samples
compared to adjacent samples (Figure 2a). Examining the individual CS disaccharides
between all the tumor and adjacent sample groups, the D0a0, D0a4, and D0a6 disaccharide
contents were significantly different (Figure 2b—d). The D0a0 abundance decreased, while
the D0a4 and D0a6 quantities increased in the tumor samples. The D0al0 doubly sulfated
disaccharide had low abundance and did not show significant differences between any of
the compared sample groups. Thus, its individual abundance will not be discussed further.

To identify the structural changes in GAGs, we examined the changes in sulfation
patterns. Analyzing the CS sulfation between all tumor and all adjacent tissue samples,
the average degree of sulfation and the 6-O/4-O-sulfation ratio changed significantly
(Figure 2e,f). The average degree of sulfation was higher, while the 6-O-/4-O-sulfation ratio
was lower in tumor samples.

The total HS disaccharide content of the tumor samples showed a very similar value
compared to the tumor-adjacent regions (Figure S1). To test this similarity, we used the
Kolgomorov-Smirnov test (p = 0.9959). Comparing all the tumor and all the tumor-adjacent
samples, the D2A0 + DOA6 and D2S0 + D0S6 HS disaccharides showed significant changes
in their abundance (Figure 3a,b). The relative abundance of D2A0 + D0A6 was higher,
while that of D250 + D0S6 was lower in the tumor regions. Analyzing the differences in HS
sulfation between the tumor and adjacent samples, we observed a decrease in the mono-,
di-, and total N/O-sulfation ratios in the case of the tumor samples (Figure 3c—e).
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Figure 2. Box plots of altered CS characteristics between all adjacent and all tumor samples. (a):
total CS quantity; (b): D0a0 relative abundance; (c): D0a4 relative abundance; (d): D0a6 relative
abundance. (e): average degree of sulfation; (f): 6-O-/4-O-sulfation ratio. The yellow diamonds are
the average values of the given sample groups. (**: p < 0.01; ***: p < 0.001).
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Figure 3. Box plots of altered HS characteristics between all adjacent and all tumor samples. (a):
D2A0 + DOAG6 relative abundance; (b): D2S0 + D0S6 relative abundance. (c): mono N/O-sulfation
ratio; (d): di N/O-sulfation ratio; (e): total N/O-sulfation ratio. Mono-, di-, and total N/O-sulfation
ratios were calculated as the ratio of the corresponding disaccharides weighted by their contribution
to O- and N-sulfation (the number of the respective sulfate groups on each disaccharide). The yellow

diamonds are the average values of the given sample groups. (*: p < 0.05; **: p < 0.01).
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D0a6

Hierarchical clustering of tumor and tumor-adjacent samples showed that in the
case of chondroitin sulfate, several tumor samples clustered together, while in the case of
heparan sulfate, no clustering was observed (Figure 4).

] Tumor adjacent Tumor

DOa4
D0a0
D0a10
D250+D0S6
D0S0

D2S6

D2A6
D2A0+DOAB
DOAO

(a) (b)

Figure 4. Heatmaps with hierarchical clustering of the (a): CS and (b): HS disaccharides between all
adjacent and all tumor samples. The top left corner histogram shows correspondence between color
hues and values.

2.2. CS and HS Content and Sulfation Characteristics between Tumor and Corresponding Tumor
Adjacent Normal Samples

Performing pairwise comparison between tumor samples and their respective adjacent
normal groups, we found significant changes in CS sulfation level in the case of D0a0,
D0a4, and D0a6 disaccharides, total quantity of the CS disaccharides, average degree of
sulfation, and the 6-O/4-O-sulfation ratio (Figure 5a—f). The D0a0 content decreased, while
the relative abundance of D0a4 and D0a6, and the average degree of sulfation, increased
in all tumor types. The total CS quantity increased in the cases of AC, SqCC, LCC. The
6-0/4-O-sulfation ratio decreased in SCLC, SqCC, and LCC.

Performing pairwise comparisons between the tumor and the respective adjacent
normal groups, the changes in HS sulfation levels and HS sulfation characteristics were not
significant (Figures 52 and S3).
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Figure 5. Altered CS sulfation characteristics between the tumor and adjacent samples. (a): D0a0
relative abundance; (b): D0a4 relative abundance; (c): D0a6 relative abundance; (d): total CS quantity;
(e): average degree of CS sulfation; (f): 6-O-/4-O-sulfation ratio. Blue boxes represent tumor-adjacent
normal samples, while red boxes represent tumor samples. (AC: adenocarcinoma; SCLC: small cell
lung cancer; SqCC: squamous cell carcinoma; LCC: large cell carcinoma). The yellow diamonds are
the average values of the given sample groups. (*: p < 0.05; **: p < 0.01).

2.3. CS and HS Sulfation between Lung Tumor Phenotypes

Comparing the different tumor types, the CS 6-O/4-O-sulfation ratio changed sig-
nificantly between tumor groups. The 6-O/4-O-sulfation ratio of AC was significantly
increased compared to the other tumor groups (Figure 6). Further CS sulfation characteris-
tics between tumor types can be found in Supplementary Figure S4. In the case of HS, no
significant differences were identified between the tumor types with regards to sulfation
characteristics (Figures S5 and S6).
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Figure 6. 6-O-/4-O-sulfation ratio of the different lung cancer types analyzed (AC: adenocarcinoma,
SCLC: small cell lung cancer, SqCC: squamous cell carcinoma, LCC: large cell carcinoma). The yellow
diamonds are the average values of the given sample groups. (**: p < 0.01).

3. Discussion

In the present study, we analyzed the CS and HS disaccharide abundances and sulfa-
tion patterns of lung tissue samples from different types of lung tumors and tumor-adjacent
normal samples. To the best of our knowledge, this is the first attempt to directly compare
the sulfation characteristics of CS and HS GAGs in FFPE tissues of SCLC and different
NSCLC (AC, SqCC, and LCC) subtypes.

The most critical part of our work was the tissue surface digestion of the FFPE tissue
samples. The digestion, disaccharide extraction, and sample cleanup procedures have been
thoroughly optimized, along with the HPLC-MS measurement methodology. The fully
optimized protocols have recently been published [32].

Comparing all the tumor and all the adjacent samples, we could identify differences in
the total CS disaccharide content and in the relative abundance of non-sulfated (D0a0) and
mono-sulfated (D0a4 and D0a6) disaccharides. The mono-O-sulfated (D2A0 + D0OA6) and
di-sulfated (1-O- and 1-N-sulfated) (D2S0 + D0S6) HS disaccharides showed differences
between the tumor and tumor adjacent samples. Analyzing the sulfation of CS samples, the
average degree of sulfation and the 6-O-/4-O-sulfation ratio changed significantly between
the tumor and adjacent normal samples. The mono-, di-, and total-N/O-sulfation levels of
HS showed alterations between the tumor and tumor adjacent samples. Comparing the
sulfation characteristics of CS between the tumor groups and their corresponding adjacent
normal samples, the non-sulfated (D0a0), the mono-sulfated disaccharide (D0Oa4) levels,
and the degree of sulfation changed in all tumor sample groups. 6-O-/4-O-sulfation ratio
of CS disaccharides distinguished AC from all the other lung tumor types investigated.

A comparison of the total GAG content and individual GAG classes of lung carcinoma
samples and tumor-distant normal tissues has already been performed several decades ago
on a small number of samples (3 AC, 3 SqCC, and 5 control) [21]. Another study compared
quantitative GAG changes in different LC types (2 SqCC, 4 AC, and 5 SCLC) [22]. These
early studies used classical methods such as cellulose acetate electrophoresis as well as
chemical and enzymatic digestion to determine the GAG abundance of the tissues. In
line with these early results, we also found an increase in the total CS content for all the
investigated LC types compared to the adjacent samples. A detailed study regarding the
composition of GAGs and the subtype and degree of differentiation of lung carcinomas has
been performed by analyzing 34 samples using histochemistry and spectrophotometry [33].
Total GAG content was higher in lung cancer phenotypes compared to normal lung tis-



Int. J. Mol. Sci. 2023, 24, 7050

9of 14

sue, and significant differences were also identified in the GAG fractions analyzed when
comparing poorly differentiated and Clara cell type adenocarcinomas [33].

The disaccharide-specific analysis of lung cancer types has been mostly neglected to
date. The most detailed results were reported by Li et al. on a small cohort of squamous
cell carcinoma samples [23]. The authors used liquid chromatography and Western blotting
to compare the structure of GAGs, glycolipids, and selected proteins in a cohort consisting
of 10 SqCC and patient matched normal tissue. Although only SqCC tissues were analyzed,
most of their observations are consistent with our results. They observed that the total HS
content was not different between SqCC and normal tissue, while the CS content was two
times higher in the case of SqCC. We also could not identify any significant difference in
HS content between the investigated tumor and adjacent tissue samples, only in their CS
content. Concerning HS disaccharides, Li et al. described that the trisulfated (D256), mono-
N-sulfated (D0S0), and non-sulfated (DOAO) disaccharides were not different between
normal and SqCC tissues, while the amount of di- (D0S6, D250), and mono-O- sulfated
(D2A0) disaccharides decreased in tumor samples. In line with these observations, our
results also show that the amount of tri- (D256), mono-N-sulfated (D0S0), and non-sulfated
(DOAO) disaccharides does not change in the tumor tissue compared to adjacent regions.
Furthermore, we also observed a decrease in the di-sulfated (D250, D0S6) disaccharides,
but in contrast, the mono-sulfated (D2A0, DOA6) disaccharides increased significantly in
the tumor samples. For CS, changes in the amount of mono-sulfated disaccharides were
identified by Li et al. The level of DOa4 decreased, while D0a6 increased in SqCC tissues,
while in our study both D0a4 and D0a6 increased in the different tumor types compared to
the respective tumor adjacent tissue. Moreover, we observed a decrease of the non-sulfated
(D0a0) component in all examined tumor tissue types relative to their adjacent tissue. These
differential observations lay the basis for a future, larger-scale study and validation of
results with complementary techniques.

Based on our previous results, several differences could be identified in the protein
profiles of the different lung cancer types (SCLC, AC, SqCC, and LCC) using shotgun
proteomics [24]. Proteoglycan core proteins identified included versican, which was over-
expressed in AC, while perlecan, decorin, prolargin, and mimecan were underexpressed in
SCLC and LCC; biglycan was underexpressed in AC, SCLC, and SqCC [24,34]. Versican
and biglycan are CS proteoglycans. The increased expression of versican in AC is in corre-
lation with our observation of the total CS GAG content. In a previous study, proteoglycan
serglycin (SRGN) was shown to promote NSCLC cell migration [35]. NSCLC cells express
SRGN, a heavily glycosylated protein that mainly contains CS- and fewer HS-GAG chains.
The CS part of SRGN promotes binding to CD44 on the surface of tumor cells, which then
supports cell migration. In the absence of CS chains, this does not occur [35].

Chondroitin sulfates play important biological roles in formation of the tumor niche.
CS has been shown to be involved in cell-cell and cell-ECM interactions in solid tumors,
promoting tumor cell adhesion as well as migration, leading to aggressive spread and
metastasis [36]. Our results also revealed several significant changes in CS in relation to
lung cancer. An increase in CS content has been observed in various tumor types, e.g.,
liver [20], prostate [19] highlighting the importance of CS in tumor formation. In our
experiments, CS expression increased in tumor samples, implying the increased activity of
enzymes involved in their formation.

Oncofetal CS, a placental CS type, has been shown to be expressed in cancer cells and
tissues. The presence of oncofetal CS can be detected by the specific binding of the malarial
VAR2CSA protein [37]. The minimal length of the CS-binding domain of the malarial
VAR2CSA protein was identified in tumor and placental tissue as dodecasaccharide (dp12).
This domain contains mostly 4-O-sulfated and some 6-O-sulfated N-acetylgalactosamine
residues [37]. Accordingly, we could detect the increased abundance of D0a4 (AC, SCLC,
5qCC, and LCC) and D0a6 (AC, SqCC, and LCC) sulfated CS components in the tumor
tissue samples. Moreover, the 6-O-/4-O-sulfation ratio decreased between the tumor
samples, except in AC. Based on these results, we can hypothesize the presence of oncofetal
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CS in the analyzed sample cohort as well. Furthermore, oncofetal CS expression was
recently studied in lung cancer, and elevated levels were found to predict poor disease-free
and overall survival in early-stage NSCLC independent of the presence of KRAS and EGFR
mutations [38]. The results discussed above imply the necessity of future structural studies
of CS disaccharides in different lung tumor types.

4. Materials and Methods
4.1. Chemicals

HPLC-MS-grade solvents were purchased from VWR Hungary (Debrecen, Hungary).
Crystalline ammonium formate, ammonium bicarbonate, chondroitinase ABC, and formic
acid (FA) were purchased from Merck (Budapest, Hungary). The A4,5-unsaturated chon-
droitin sulfate and heparan sulfate disaccharide standards and heparin lyase I-II-III en-
zymes were purchased from Iduron (Macclesfield, UK). Pierce graphite was purchased
from Thermo Scientific. Cotton wool was purchased from DM—Drogerie Markt (Karlsruhe,
Germany).

4.2. Tissue Sample Selection and Preparation

In this work, we analyzed adeno-, small cell lung-, squamous cell-, large cell lung-
carcinoma, and tumor adjacent formalin-fixed, paraffin-embedded (FFPE) human tissue
samples from the Department of Pathology, Medical School, and Clinical Center, University
of Pécs, and the Teaching Hospital Markusovszky, Szombathely, Hungary. The current
pilot study sample cohort was balanced with regards to sex and lung cancer tissue type.
The patient data and the histological classification of the samples analyzed are detailed in
Table 1. In the present work, we used optimized sample preparation steps and analysis
methods. The most critical part of the work is the tissue surface digestion of the FFPE tissue
samples, as it is difficult to control the size of the digested area. To address this issue, the
digested area is circumvented with a razor blade to control the surface area.

In the preparation step, the samples were fixed in 10% buffered formaldehyde and
embedded in paraffin. Each piece of tissue was cut into three micrometer-thick sections
and stained with hematoxylin-eosin for diagnostic evaluation. Further sections were cut
into ten-micrometer-thick pieces that were not stained. For enzymatic digestion, dewaxing
is required, which was performed by washing with the following solvents: xylene, ethanol-
water mixtures, and 10 mM ammonium bicarbonate.

This work was approved by the Medical Research Council (TUKEB permit number:
IV/2567-4/2020/EKU).

4.3. Chondroitin Sulfate Digestion on Tissue Surface

The digestion of chondroitin sulfate chains was performed using our previously devel-
oped methodology with the chondroitinase ABC enzyme [28] using the following aqueous
solution: 20 mM Tris—-HCI, 2.5 mM ammonium acetate, and 2 mU/uL chondroitinase ABC
(pH = 7.6). The selectivity of chondroitinase ABC towards CS/DS only was provided by
the used buffer. The enzyme solution was added in five cycles of 2-uL droplets onto the
surface. During the digestion samples were incubated in a humidified box for 1 h at 37 °C
in each cycle, and then a final 24 h of incubation was done. Extraction of the resulting
disaccharides was performed with 2 puL 1% ammonium hydroxide solution via 5 cycles of
repeated pipetting. The samples were dried down after digestion and stored at —20 °C
until further use. The structure and description of A4,5-unsaturated CS disaccharides can
be found in Supplementary Tables S3 and S4.

4.4. Heparan Sulfate Digestion on Tissue Surface

The digestion of heparan sulfate chains was performed based on a previously de-
veloped methodology [28]. The following digestion solution was used: 20 mM Tris—-HCI,
2.5 mM Ca(OH),, 10% glycerol, 0.5 mU/uL of heparin lyase I, 0.1 mU/uL of heparin lyase
II, and 0.1 mU/uL of heparin lyase III. 2-uL droplets of the enzyme solution were added
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onto the surface in three cycles on the first day, then twice on the second day. In each cycle,
the samples were incubated in a humidified box at 37 °C; then, an additional overnight
was performed. Extraction of the resulting disaccharides was performed with 2 uL 1%
ammonium hydroxide solution via 5 cycles of repeated pipetting.

4.5. Sample Cleanup with Combined Extraction Method (Cotton Wool and Graphite
Solid-Phase Extraction)

A solid-phase extraction cleanup of the resulting CS and HS disaccharide mixtures was
performed using a combined clean-up method. In order to reduce sample loss, a two-step
SPE purification procedure has been introduced. During the first step, the highly polar
components (highly sulfated disaccharides) are bound by cotton wool, while the unbound,
less polar components that pass through are further purified by graphite SPE. The first
step was carried out on cotton wool solid phase in centrifuge pipet tips. The samples were
applied in 95% ACN (1% trifluoroacetic acid), the salts and contaminants were washed
with 50 pL 95% ACN (1% trifluoroacetic acid), and then the disaccharides were eluted at
37 °C, 10 uL 1-5% NHj3 solvent. The samples were then dried down and stored at —20 °C
until further use. The effluent of the first step underwent a second step, where Pierce
graphite resin was used in spin columns. The samples were applied in water, the salts and
contaminants were washed with water, and then the disaccharides were eluted in 60:40
v/v HyO to acetonitrile (0.05% trifluoroacetic acid). The elution fractions of the first and
second steps were united, then dried down and stored at —20 °C until further use.

4.6. Liquid Chromatography-Mass Spectrometry

The HPLC-MS analysis of HS samples was performed by a Waters Acquity I-class
UPLC (Milford, MA) coupled to a Waters Select Series Cyclic Ion Mobility (Milford, MA,
USA) mass spectrometer. The HPLC-MS measurement of CS was executed by a Waters
nanoAcquity UPLC system (Milford, MA, USA) attached to a Waters Q-Tof Premier mass
spectrometer (Milford, MA, USA). The chromatographic separation of CS and HS disac-
charides was achieved on a self-packed GlycanPac AXH-1 capillary column (250 um i.d.).
For the separation of chondroitin sulfate disaccharides, the previously published method
was used, while for heparan sulfate disaccharides, a slightly modified HPLC-MS method
was used. The following eluents were used for the analysis: 10 mM ammonium formate
in 75:25 v/v ACN:water (pH 4.4) (Solvent A) and 65 mM ammonium formate in 75:25
v/v ACN:water (pH 4.4) (Solvent B). The CS separation was carried out by the follow-
ing 15-min salt gradient: start at 6% B and elevate Solvent B to 12% in 0.5 min, then to
60% in 4.5 min, then hold at 100% B for 4 min, and finally equilibrate using the initial
composition for 5 min. For the analysis of HS, a 25-min gradient was used, starting from
0% B and holding for 0.1 min, then increasing solvent B to 100% in 0.1 min and holding
for 10 min, then reducing solvent B to 0% in 0.5 min and holding for 14.5 min [29,30,32].
The instrument parameters were the following: low-flow ESI ion source, the capillary
voltage was set to 1.9 kV, the cone voltage was 20 eV, and the temperature was 120 °C.
In the disaccharide measurement, HS disaccharides were observed in MS1 mode, where
the trap collision energy was 6 eV and the transfer was 3 eV. The CS was measured in
MS1 and MS/MS modes, the mono-sulfated isomer pairs were fragmented with 32 eV to
determine stereochemistry. HPLC-MS chromatograms of selected samples can be found in
the Supplementary Materials (Figures S7 and S8). The measurement data were uploaded
to the GlycoPOST database [39].

4.7. Data Evaluation and Interpretation

MS peaks were integrated with the QuanLynx add-in of a Waters MassLynx 4.2 soft-
ware (Milford, MA, USA). Statistical analysis and data visualization were done using R
4.0.5 in RStudio 1.4.1106 [24]. The statistical evaluation process was ase follows: Normality
and equality of variances were assessed using the Shapiro-Wilk test and the Levene test,
respectively, for both multiple and two-group comparisons. For multiple group compar-
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isons, ANOVA, Welch-ANOVA, or Kruskal-Wallis tests were used, while for two-group
comparisons, we used Student’s t-tests, Welch t-tests, and Wilcoxon rank sum tests based
on the outcomes of the normality and variance equality tests. The Kolgomorov-Smirnov
test was used to compare the distribution of HS sample groups. False discovery rates were
controlled for all two-group and multiple-group comparisons separately at 5% using the
Benjamini-Hochberg method. The gplots package and base R were used to create plots.
Principal component analysis was conducted using the prcomp function with variable
scaling and default settings, and hierarchical clustering was performed using the heatmap.2
function with Ward’s clustering method “ward.D2” from the hclust function.

5. Conclusions

In the present pilot study, the heparan sulfate and chondroitin sulfate content of
various lung tumor phenotypes and corresponding adjacent normal tissues were analyzed.
HPLC-MS disaccharide analysis was performed following on-surface digestion and SPE
purification. Several significant differences in glycosaminoglycan content and sulfation
were observed between tumor and tumor adjacent samples. Comparing the lung tumor
phenotypes, the changes were not as striking. The total quantity of CS was doubled in
tumor samples, while the total content of HS did not change significantly. The average
degree of sulfation was significantly increased in all tumor phenotypes investigated. The
6-O-/4-O-sulfation ratio increased in adenocarcinomas compared to other lung tumor
phenotypes. Examining the sulfation of HS, the O-sulfated components showed an increase
in tumor samples. Our results highlight the importance of investigating the role of GAGs
in the development of lung cancer, as several alterations could be identified between
tumor and tumor-adjacent tissue samples as well as between the lung tumor phenotypes.
Further investigation of the detected changes in a larger cohort can lead to a more detailed
understanding of the functions and significance of structural changes in GAG chains in
tumor development. GAGs play an important role in several signaling processes and
are of interest in other cancer types as well. However, when planning experiments, the
interpatient variance should be taken into consideration when choosing a sufficiently large
sample size. We propose future, larger-scale studies to identify significant cancer-related
structural changes in heparan sulfate and chondroitin sulfate GAGs.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/1jms24087050/s1.

Author Contributions: Conceptualization, L.T.; Data curation, D.P. (Domonkos Pal), S.S. and D.S.;
Formal analysis, D.P. (Domonkos Pél), G.T., KD.E, LK. and T.T.; Funding acquisition, L.T.; Investiga-
tion, D.P. (Domonkos Pél) and L.T.; Methodology, D.P. (Domonkos Pal), D.P. (David Papp) and G.S.;
Project administration, D.P. (Domonkos Pal) and G.T.; Resources, G.S., C.T. (Csaba Té6th), T.T. and L.D.;
Software, D.P. (Domonkos Pal), S.S., D.S. and L.D.; Supervision, L.T.; Validation, D.P. (Domonkos
Pal), G.T,, LK., T.T. and L.T.; Visualization, D.P. (Domonkos Pal) and D.S.; Writing—original draft,
D.P. (Domonkos Pal), G.T., S.S. and L.T.; Writing—review and editing, LK., T.T. and L.D. All authors
have read and agreed to the published version of the manuscript.

Funding: Lilla Turidk is grateful for the support of the Janos Bolyai Research Scholarship and the
KGYNK 2022-23 scholarship of the Hungarian Academy of Sciences. Project no. 2018-1.2.1-NKP-
2018-00005 has been implemented with the support provided by the National Research, Development,
and Innovation Fund of Hungary, financed under the 2018-1.2.1-NKP funding scheme. Project no. FK
131603 has been implemented with the support provided from the National Research, Development,
and Innovation Fund of Hungary, financed under the FK_19 funding scheme. This study was
supported by the Lendiilet (Momentum) Program of the Hungarian Academy of Sciences (HAS,
MTA) by the National Research, Development and Innovation Office of Hungary (project No. SNN
138407) and by the Hungarian Ministry for Innovation and Technology (ELTE Thematic Excellence
Programme).


https://www.mdpi.com/article/10.3390/ijms24087050/s1
https://www.mdpi.com/article/10.3390/ijms24087050/s1

Int. ]. Mol. Sci. 2023, 24, 7050 13 of 14

Institutional Review Board Statement: The study was conducted in accordance with the Declaration
of Helsinki and approved by the Scientific and Ethics Committee of the Medical Research Council
(TUKEB permit number: 1V /2567-4/2020/EKU, 22 April 2020).

Informed Consent Statement: Patient consent was waived due to the fact that only unidentifiable
FFPE blocks were used for the study. Samples cannot be tracked back to individual patients in any
way, as sensitive data such as the names, social security numbers, birth dates are unknown.

Data Availability Statement: The data presented in this study have been deposited in the GlycoPOST
database under the accession number of GPST000337.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Sung, H, Ferlay, J.; Siegel, R.L.; Laversanne, M.; Soerjomataram, I.; Jemal, A.; Bray, F. Global Cancer Statistics 2020: GLOBOCAN
Estimates of Incidence and Mortality Worldwide for 36 Cancers in 185 Countries. CA Cancer J. Clin. 2021, 71, 209-249. [CrossRef]

2. Nooreldeen, R.; Bach, H. Current and Future Development in Lung Cancer Diagnosis. Int. J. Mol. Sci. 2021, 22, 8661. [CrossRef]

3. Inamura, K. Lung Cancer: Understanding Its Molecular Pathology and the 2015 WHO Classification. Front. Oncol. 2017, 7, 193.
[CrossRef]

4. Ettinger, D.S.; Akerley, W.; Bepler, G.; Blum, M.G.; Chang, A.; Cheney, R.T,; Yang, S.C. Non-small-cell lung cancer. Nat. Rev. Dis.
Prim. 2015, 1, 15009.

5. Travis, W.D. Pathology of lung cancer. Clin. Chest Med. 2002, 23, 65-81. [CrossRef]

6. Travis, W.D.; Brambilla, E.; Riely, G.]. New Pathologic Classification of Lung Cancer: Relevance for Clinical Practice and Clinical
Trials. J. Clin. Oncol. 2013, 31, 992-1001. [CrossRef]

7. Stowell, SR.; Ju, T.; Cummings, R.D. Protein Glycosylation in Cancer. Annu. Rev. Pathol. Mech. Dis. 2015, 10, 473-510. [CrossRef]

8.  Lemjabbar-Alaoui, H.; McKinney, A.; Yang, Y.-W.; Tran, V.M.; Phillips, ].J. Chapter Nine-Glycosylation Alterations in Lung and
Brain Cancer. In Glycosylation and Cancer; Drake, R.R., Ball, L.E.B.T.-A., Eds.; Academic Press: Cambridge, MA, USA, 2015;
Volume 126, pp. 305-344.

9.  Esko, ].D.; Kimata, K.; Lindahl, U. Proteoglycans and Sulfated Glycosaminoglycans. In Essentials of Glycobiology, 2nd ed.; Cold
Spring Harbor Laboratory Press: Cold Spring Harbor, NY, USA, 2017.

10.  Alper, J. Turning Sweet on Cancer. Science 2003, 301, 159-160. [CrossRef]

11.  Hakomori, S. Aberrant Glycosylation in Tumors and Tumor-Associated Carbohydrate Antigens; Vande Woude, G.F,, Klein, G.B.T.-A.,
Eds.; Academic Press: Cambridge, MA, USA, 1989; Volume 52, pp. 257-331.

12.  Asada, M.; Furukawa, K.; Segawa, K.; Endo, T.; Kobata, A. Increased Expression of Highly Branched N-Glycans at Cell Surface Is
Correlated with the Malignant Phenotypes of Mouse Tumor Cells. Cancer Res. 1997, 57, 1073-1080.

13. Mi, W,; Gu, Y,; Han, C,; Liu, H,; Fan, Q.; Zhang, X.; Yu, W. O-GlcNAcylation is a novel regulator of lung and colon cancer
malignancy. Biochim. Biophys. Acta-Mol. Basis Dis. 2011, 1812, 514-519. [CrossRef]

14. Couchman, J.R,; Pataki, C.A. An Introduction to Proteoglycans and Their Localization. J. Histochem. Cytochem. 2012, 60, 885-897.
[CrossRef] [PubMed]

15.  Gibbs, R.V. Cytokines and Glycosaminoglycans (GAGS). In Glycobiology and Medicine; Axford, ].S., Ed.; Springer: New York, NY,
USA, 2003; pp. 125-143.

16. Kjellén, L.; Lindahl, U. Specificity of glycosaminoglycan-protein interactions. Curr. Opin. Struct. Biol. 2018, 50, 101-108.
[CrossRef] [PubMed]

17.  Kreuger, J.; Kjellén, L. Heparan Sulfate Biosynthesis: Regulation and Variability. J. Histochem. Cytochem. 2012, 60, 898-907.
[CrossRef] [PubMed]

18. Kovalszky, I.; Pogany, G.; Molnar, G.; Jeney, A.; Lapis, K.; Karacsonyi, S.; Szecseny, A.; Iozzo, R.V. Altered glycosaminoglycan
composition in reactive and neoplastic human liver. Biochem. Biophys. Res. Commun. 1990, 167, 883-890. [CrossRef]

19. Téth, G.; Sugdr, S.; Pal, D.; Fiigedi, K.D.; Drahos, L.; Schlosser, G.; Turiak, L. Glycosaminoglycan Analysis of FFPE Tissues from
Prostate Cancer and Benign Prostate Hyperplasia Patients Reveals Altered Regulatory Functions and Independent Markers for
Survival. Cancers 2022, 14, 4867. [CrossRef]

20. Téth, G,; Pal, D.; Sugar, S.; Kovalszky, I.; Dezs6, K.; Schlosser, G.; Turidk, L. Expression of glycosaminoglycans in cirrhotic liver
and hepatocellular carcinoma—A pilot study including etiology. Anal. Bioanal. Chem. 2022, 414, 3837-3846. [CrossRef]

21. Hatae, Y.; Atsuta, T.; Makita, A. Glycosaminoglycans in human lung carcinoma. GANN Jpn. ]. Cancer Res. 1977, 68, 59-63.

22. Horai, T.; Nakamura, N.; Tateishi, R.; Hattori, S. Glycosaminoglycans in human lung cancer. Cancer 1981, 48, 2016-2021. [CrossRef]

23. Li, G, Li, L;]Joo, EJ.; Son, ]JW.; Kim, Y.J.; Kang, ] K.; Lee, K.B.; Zhang, F,; Linhardt, R.]. Glycosaminoglycans and glycolipids as
potential biomarkers in lung cancer. Glycocon;j. J. 2017, 34, 661-669. [CrossRef]

24. Sugdr, S.; Bugyi, E; Toth, G.; Pépay, J.; Kovalszky, I.; Torndczky, T.; Drahos, L.; Turidk, L. Proteomic Analysis of Lung Cancer
Types—A Pilot Study. Cancers 2022, 14, 2629. [CrossRef]

25.  Solakyildirim, K. Recent advances in glycosaminoglycan analysis by various mass spectrometry techniques. Anal. Bioanal. Chem.

2019, 311, 3731-3741. [CrossRef]


https://doi.org/10.3322/caac.21660
https://doi.org/10.3390/ijms22168661
https://doi.org/10.3389/fonc.2017.00193
https://doi.org/10.1016/S0272-5231(03)00061-3
https://doi.org/10.1200/JCO.2012.46.9270
https://doi.org/10.1146/annurev-pathol-012414-040438
https://doi.org/10.1126/science.301.5630.159
https://doi.org/10.1016/j.bbadis.2011.01.009
https://doi.org/10.1369/0022155412464638
https://www.ncbi.nlm.nih.gov/pubmed/23019015
https://doi.org/10.1016/j.sbi.2017.12.011
https://www.ncbi.nlm.nih.gov/pubmed/29455055
https://doi.org/10.1369/0022155412464972
https://www.ncbi.nlm.nih.gov/pubmed/23042481
https://doi.org/10.1016/0006-291X(90)90606-N
https://doi.org/10.3390/cancers14194867
https://doi.org/10.1007/s00216-022-04025-3
https://doi.org/10.1002/1097-0142(19811101)48:9&lt;2016::AID-CNCR2820480918&gt;3.0.CO;2-A
https://doi.org/10.1007/s10719-017-9790-7
https://doi.org/10.3390/cancers14112629
https://doi.org/10.1007/s00216-019-01722-4

Int. ]. Mol. Sci. 2023, 24, 7050 14 of 14

26.
27.

28.

29.

30.

31.

32.

33.
34.

35.

36.

37.

38.

39.

Zaia, J. Principles of mass spectrometry of glycosaminoglycans. J. Biomacromol. Mass. Spectrom. 2005, 1, 3-36.

Lawrence, R.; Lu, H.; Rosenberg, R.D.; Esko, ].D.; Zhang, L. Disaccharide structure code for the easy representation of constituent
oligosaccharides from glycosaminoglycans. Nat. Methods 2008, 5, 291-292. [CrossRef]

Turidk, L.; Shao, C.; Meng, L.; Khatri, K.; Leymarie, N.; Wang, Q.; Pantazopoulos, H.; Leon, D.R.; Zaia, ]. Workflow for Combined
Proteomics and Glycomics Profiling from Histological Tissues. Anal. Chem. 2014, 86, 9670-9678. [CrossRef]

Toth, G.; Vékey, K.; Sugar, S.; Kovalszky, 1.; Drahos, L.; Turidk, L. Salt gradient chromatographic separation of chondroitin sulfate
disaccharides. J. Chromatogr. A 2020, 1619, 460979. [CrossRef]

Toth, G.; Vékey, K.; Drahos, L.; Horvath, V.; Turidk, L. Salt and solvent effects in the microscale chromatographic separation of
heparan sulfate disaccharides. J. Chromatogr. A 2020, 1610, 460548. [CrossRef]

Turidk, L.; Ozohanics, O.; Téth, G.; Acs, A.; Révész, A.; Vékey, K,; Telekes, A.; Drahos, L. High sensitivity proteomics of prostate
cancer tissue microarrays to discriminate between healthy and cancerous tissue. J. Proteorn. 2019, 197, 82-91. [CrossRef]

Téth, G.; Turiak, L. HPLC-MS Characterization of Tissue-Derived Heparan Sulfate and Chondroitin Sulfate. In Proteoglycans:
Methods and Protocols; Karamanos, N.K., Ed.; Springer: New York, NY, USA, 2023; pp. 71-90. [CrossRef]

Kawai, T.; Suzuki, M.; Kageyama, K. Glycosaminoglycans in lung carcinoma. Hum. Pathol. 1988, 19, 1288-1292. [CrossRef]
Iozzo, R.V,; Schaefer, L. Proteoglycan form and function: A comprehensive nomenclature of proteoglycans. Matrix Biol. 2015, 42,
11-55. [CrossRef]

Guo, J.-Y,; Chiu, C.-H.; Wang, M.-].; Li, E-A.; Chen, ].-Y. Proteoglycan serglycin promotes non-small cell lung cancer cell migration
through the interaction of its glycosaminoglycans with CD44. ]. Biomed. Sci. 2020, 27, 2. [CrossRef]

Pudetko, A.; Wisowski, G.; Olczyk, K.; KoZma, E.M. The dual role of the glycosaminoglycan chondroitin-6-sulfate in the
development, progression and metastasis of cancer. FEBS J. 2019, 286, 1815-1837. [CrossRef]

Spliid, C.B.; Toledo, A.G.; Sanderson, P.; Mao, Y.; Gatto, F; Gustavsson, T.; Clausen, T.M. The specificity of the malarial VAR2CSA
protein for chondroitin sulfate depends on 4-O-sulfation and ligand accessibility. J. Biol. Chem. 2021, 297, 6. [CrossRef] [PubMed]
Oo, H.Z.; Lohinai, Z.; Khazamipour, N.; Lo, J.; Kumar, G.; Pihl, J.; Adomat, H.; Nabavi, N.; Behmanesh, H.; Zhai, B.; et al.
Oncofetal Chondroitin Sulfate Is a Highly Expressed Therapeutic Target in Non-Small Cell Lung Cancer. Cancers 2021, 13, 4489.
[CrossRef]

Watanabe, Y.; Aoki-Kinoshita, K.F,; Ishihama, Y.; Okuda, S. GlycoPOST realizes FAIR principles for glycomics mass spectrometry
data. Nucleic Acids Res. 2021, 49, D1523-D1528. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1038/nmeth0408-291
https://doi.org/10.1021/ac5022216
https://doi.org/10.1016/j.chroma.2020.460979
https://doi.org/10.1016/j.chroma.2019.460548
https://doi.org/10.1016/j.jprot.2018.11.009
https://doi.org/10.1007/978-1-0716-2946-8_6
https://doi.org/10.1016/S0046-8177(88)80283-1
https://doi.org/10.1016/j.matbio.2015.02.003
https://doi.org/10.1186/s12929-019-0600-3
https://doi.org/10.1111/febs.14748
https://doi.org/10.1016/j.jbc.2021.101391
https://www.ncbi.nlm.nih.gov/pubmed/34762909
https://doi.org/10.3390/cancers13174489
https://doi.org/10.1093/nar/gkaa1012
https://www.ncbi.nlm.nih.gov/pubmed/33174597

	Introduction 
	Results 
	CS and HS Content and Sulfation Characteristics between All Tumor and All Tumor Adjacent Normal Samples 
	CS and HS Content and Sulfation Characteristics between Tumor and Corresponding Tumor Adjacent Normal Samples 
	CS and HS Sulfation between Lung Tumor Phenotypes 

	Discussion 
	Materials and Methods 
	Chemicals 
	Tissue Sample Selection and Preparation 
	Chondroitin Sulfate Digestion on Tissue Surface 
	Heparan Sulfate Digestion on Tissue Surface 
	Sample Cleanup with Combined Extraction Method (Cotton Wool and Graphite Solid-Phase Extraction) 
	Liquid Chromatography-Mass Spectrometry 
	Data Evaluation and Interpretation 

	Conclusions 
	References

