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Biochemical analysis of human normal bronchial cells (BEpiC) and human cancer lung cells (A549) has
been performed by using Raman spectroscopy and Raman imaging. Our approach provides a biochemical
compositional mapping of the main cell components: nucleus, mitochondria, lipid droplets, endoplasmic
reticulum, cytoplasm and cell membrane. We proved that Raman spectroscopy and Raman imaging can
distinguish successfully BEpiC and A549 cells. In this study, we have focused on the role of mannose in
cancer development. It has been shown that changes in the concentration of mannose can regulate
some metabolic processes in cells. Presented results suggest lipids and proteins can be considered as
Raman biomarkers during lung cancer progression. Analysis obtained for bands 1444 cm™, and
2854 cm™ characteristic for lipids and derivatives proved that the addition of mannose reduced levels of
these compounds. Results obtained for protein compounds based on bands 858 cm™, 1004 cm™ and
1584 cm™ proved that the addition of mannose increases the values of protein in BEpiC cells and blocks
protein glycolisation in A549 cells. Noticing Raman spectral changes in BEpiC and A549 cells sup-

plemented with mannose can help to understand the mechanism of sugar metabolism during cancer
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Introduction

Both the morbidity and deaths caused by cancer are major
challenges for modern medicine in the world." According to
the statistics in recent years, a significant increase in the mor-
bidity and deaths of lung cancer has been observed.*® Reports
published by the World Health Organization (WHO) announce
that lung cancer in the year 2020 was the second most
common type of diagnosed cancer (2.21 million cases) and the
most common cause of cancer death (1.80 million deaths)
worldwide.® Morbidity in lung cancer is associated with several
factors.”'® One of the most important risk factors leading to
lung cancer is smoking.""™** Literature reports indicate that
smoking significantly increases the odds of lung cancer.'*"
Other important risk factors that incident for lung cancer are:
age, sex, genetic factors, air pollution and an unhealthy
diet."*°

The type of treatment for lung cancer is dependent on
above all: types of cancer, the cancer size, the age and the
health of the patient. The most common clinical treatment for
lung cancer is surgery. Other used techniques for lung cancer
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development and could play in the future an important role in clinical treatment.

treatment are chemotherapy, radical radiotherapy targeted
therapy or a combination of these treatments.>'

Mannose is a simple hexose sugar. Mannose naturally
occurs in the human body and plays an important role in bio-
logical processes. First of all, mannose takes part in the immu-
noregulation process but the major function of this sugar is
the glycosylation of proteins.”*° Mannose can be found
especially in fruits and vegetables.*

During the last few years, the role of mannose in human
health has been described in numerous papers.**** According
to recent reports the protective role of mannose is noticed
especially in: cancer,*® diabetes,* autoimmune diseases®®*’
and urinary tract infections.*®° P. S. Gonzales et al. conducted
research in animals on the role of monosaccharide mannose
in a few types of cancer.*® Y. Wang et al. have studied the effect
of mannose on lung cells.”" They found that mannose has
anticancer activity in cells through changes in metabolism
pathways.**> The effect on mannose in lung cancer cells has
been studied also by J. Sha et al. Their results show that
mannose inhibits the proliferation and growth of cancer
cells.”> The antitumoural properties of mannose in lung
cancer have been reported in recent years by numerous investi-
gators: Q. Luo et al.,*® J. H. Lee et al.,** Y. ]. Oh et al.* and by
X.-L. Xu et al.*® Simultaneously, literature reports show not
only the antitumor properties of mannose in lung cancer.
Several studies described also the protective role of mannose

This journal is © The Royal Society of Chemistry 2024
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on breast cancer cell migration®”*® prostate cancer’® and pan-
creatic cancer.’® The role of mannose has been also studied in
urinary tract infections.’’* F. Scaglione et al. described the
mechanisms through which sugars act to highlight the regulat-
ory aspects relevant to resolving the administrative category of
healthcare products placed on the market.>”

It is known that mannose forms an essential building block
of protein glycosylation in cells. In our previous manuscript,
we studied glycosylation metabolism in breast and brain
human tissues.’® Now we extended our analysis of human
cells supplemented with mannose. The aim of this article is
twofold. First, we provide a new simple and quick method-
ology to control the metabolism of sugars in human bronchial
and lung cancer. Second, we focus on the biochemical
changes of BEpiC and A549 human cells caused by incubation
with mannose.

Materials and methods

Chemical compounds

p-(+)-Mannose M6020-100G was purchased from Merck Life
Science Sp. z 0.0.

Phosphate Buffered Saline (PBS, Gibco, 10010023, pH 7.4 at
25 °C, 0.01 M)

Cell culturing

A549 cell line (CCL-185™) was purchased from ATCC: the
Global Bioresource Center and cultured using ATCC-formu-
lated Kaighn’s Modification of Ham’s F-12 Medium, contains
L-glutamine and sodium bicarbonate. To make the complete
growth medium, Fetal Bovine Serum (FBS) was added to a final
concentration of 10%.

Human Bronchial Epithelial Cells (BEpiC) was purchased
from Innoprot. The BEpiC cells were isolated from human
healthy bronchi and cultured using dedicated Bronchial
Epithelial Cell Medium with 2% serum content.

The biological safety of the A549 and BEpiC cell lines has
been classified by the American Biosafety Association (ABSA)
as level 1 (BSL-1).

Cultivation conditions

The cell lines (A549, BEpiC) used in the experiments in this
study were grown in flat-bottom culture flasks made of poly-
styrene with a cell growth surface of 75 cm®. Culture flasks for
BEpiC cell line additionally were coated with collagen
1. Culture flasks with cells were stored in an incubator provid-
ing environmental conditions at 37 °C, 5% CO,, 95% air. The
culture medium was renewed from 2 to 3 times a week.

Cell treatment with mannose

Cells used for research were seeded onto CaF, windows (25 x
1 mm) at a low density of 10" cells per cm?. After 24 h incu-
bation on the CaF,, the standard growth medium was
removed, and mannose solution diluted in the medium in
concentrations 50 pM, 5 mM and 100 mM was added for 24 h.

This journal is © The Royal Society of Chemistry 2024
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After this time, the cells were rinsed with PBS and then cells
were fixed by Formaldehyde (4% buffered formalin) for 10 min
and washed once more with PBS. The Raman confocal
measurements were made immediately after the fixation of the
samples. All the mannose solutions used for the supplemen-
tation procedure in the investigation were prepared by diluting
the compound in the pure culture medium. For the prepa-
ration of mannose solutions, powdered reagents were used,
from which samples were prepared to finally obtain a solution
with concentrations of 50 uM, 5 mM and 100 mM.

Raman imaging

Raman imaging and Raman spectra were performed using a
confocal Raman microscope WITec alpha 300 RSA+ (Ulm,
Germany) equipped with 532 nm excitation wavelength (laser
diode (SHG of the Nd:YAG laser)), UHTS (Ultra High
Throughput Spectrometer) spectrometer and a CCD Camera
(Andor Newton DU970N-UVB-353) operating in standard mode
with 1600 x 200 pixels at —60 °C with full vertical binning. For
single cells measurement 40x Nikon water dipping objective
(NA = 1.0) was used. The power of the laser used for measure-
ments was 10 mW. The Raman images for A549 and BEpiC
cells were recorded with an integration time 0.3 s in the high-
frequency region and 0.5 s in the fingerprint region.
Acquisition and preprocessing of the data (cosmic rays remov-
ing, smoothing and removing background) were performed
with WITec Project Plus software. To prepare a Raman imaging
cluster, the Cluster Analysis (CA) method was used. A detailed
description of Cluster Analysis is presented in our previous
papers.®’ > Briefly CA is a method of exploratory data analysis
in which observations are divided into different groups (names
clusters) that have some common characteristics—vibrational
features in our case. The partition of n observations (x) into k
(k < n) clusters S should be done to minimize the variance
(Var) based on the formula:

k k
arg min xu;||*= arg min S;|Vars;
& mi ;a;&” il & mi ;| i i
where y; is the mean of experimental points. In our analysis,
the number of clusters was 7. Each cluster is characterized by
specific average Raman spectra, which reveal the inhomo-
geneous distribution of the sample.

Statistical analysis

All Raman spectra presented in the manuscript were normal-
ized in Origin by using a model divided by norm.®®"%*

The normalization, model: divided by norm (divide the
spectrum by the dataset norm) was performed by using Origin
software according to the formula:

14

V=i
v

VI =+/v3+v3+...02

where: v, is the n'" Vvalues.

Analyst, 2024,149, 2942-2955 | 2943


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d4an00128a

Open Access Article. Published on 08 April 2024. Downloaded on 2/8/2026 1:21:39 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

Statistically significant differences (labeled as *) between
analyzed cell groups were prepared in Origin by using the
ANOVA analysis (test-Tukey, at significance level-0.05).

Results and discussion

First, we investigated the biochemical composition of control
human normal bronchial cells (BEpiC) and human cancerous
lung cells (A549) by using Raman spectroscopy and Raman
imaging. Using the Cluster Analysis method (CA) to analyze
cells we have identified the main biochemical components.
The red cluster characterizes nucleus, the magenta cluster
characterizes mitochondrium, the blue cluster characterizes
lipid droplets, the orange cluster characterizes endoplasmic
reticulum, the green cluster characterizes cytoplasm and the
gray cluster characterizes cells membrane.

Fig. 1 shows the comparison between the white-light image,
Raman map and normalized Raman spectra of a human
normal bronchial cell (BEpiC) and white-light image, Raman
map and normalized Raman spectra of a human cancer lung
cell (A549).

One can see from Fig. 1 that the spectra are dominated by
peaks at 750 cm™', 858 cm™', 1004 cm™', 1126 cm™},
1260 cm™', 1309 cm™', 1444 cm™, 1584 cm™}, 1656 cm™?,
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1660 cm™", 2854 cm ™" 2928 cm ™' and 2930 cm™". These bands
represent the major classes of essential compounds which are
present in living organisms: glycans (858 cm™"), phenylalanine
(1004 cm™), cytochromes (750 cm™*, 1126 cm™', 1584 cm™"),
lipids (1309 em™, 2854 cm™"), cholesterol (1444 cm™"), pro-
teins (1260 cm™*, 1660 cm ™', 2936 cm™").>**%%37% Tq better
visualize the biochemical differences between human normal
bronchial and cancerous lung cells for every organelle the
difference spectra have been prepared.

Fig. 2 presents the average normalized Raman spectra for
A549 (red line) and BEpiC cells (blue line) and the normalized
difference Raman spectra (BEpiC-A549) (green line) for
nucleus (panel A), mitochondrium (panel B), lipid droplets
(panel C), endoplasmic reticulum (panel D), cytoplasm (panel
E) and cell membrane (panel F).

Detailed inspection of the Raman spectra, presented in
Fig. 2, for human normal bronchial cells and human cancer
lung cells shows several differences, which will be used in our
studies. In the view of results presented in Fig. 2, it is visible
that the main differences between A549 and BEpiC cell lines

are visible in bands at 750 cm™, 858 cm™', 1004 cm™?,
1 1

1444 cm™, 1660 cm ™!, 2854 cm™" and 2936 cm ™.
First, let us analyze the peaks with a negative correlation.
One can see from Fig. 2 that the negative correlation on the

difference spectra is observed for peaks characteristic for
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Fig. 1 White-light image (A), Raman map constructed by CA method (B), normalized Raman spectra (C) of typical human bronchial cell BEpiC,
white-light image (D), Raman map constructed by CA method (E), normalized Raman spectra (F) of typical human lung cell A549. The colors of

spectra correspond to the colors of classes in the Raman maps.

2944 | Analyst, 2024,149, 2942-2955

This journal is © The Royal Society of Chemistry 2024


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d4an00128a

Open Access Article. Published on 08 April 2024. Downloaded on 2/8/2026 1:21:39 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Analyst

>

T OO T TO < ©
O NWO ¥« O 0 M
- O =0NM T INWO (e X
- T Te T e SN

BE piC nucleus
CCL-185 nucleus;
difference spectn

Offs et of normalized
Raman intensity [a.u.]

View Article Online

Paper

T OO T T T O

O NWO - O nm

O ~(NM TN 0N

- e - - NN
BE piC mitochonéiricin

A549 mitochondfior
difference spect um

g

Offset of normallzed
Raman Intensity [a.u.]

500 1000 3000
c wavenumber [cm'1]
. |BEPIC lipid droj
- S |A549 lipid drople
N =& (difference spectr
=
H
2 8s
- E
s £
3§

1000 1500

500
D wavenumber [cm-1]
T OO T TO < 0
O NWOWO ¥ O M
i S - < DO -]
- T YT T YT YT N
BE piC endoplasenic retieylum H

A549 endoplasmic réticdlum |

difference spectfum;

L

Offset of normalized
Raman intensity [a.u.]

1000 1500

500
wavenumber [cm"1]
T OO T TO T ©
O NDO T ®ID 1M
O =M T IO @ 0
- v T v e o N

BEpIC cytoplasrh
A549 cytoplasm
difference spectium

Offset of normalized
Raman intensity [a.u.]

1000 1500
wavenumber [cm'1]

3000

“

A549 cell membt
difference spects

.‘A_. --A-A__t

Offset of normalized
Raman intensity [a.u.]

-M\’VW\’W"\

)

1000 1500
wavenumber [cm'1]

500

T T —r

500 1000 1500

wavenumber [cm‘1]

Fig. 2 The average normalized Raman spectra for normal human bronchial cells (BEpiC) (blue line), the average normalized Raman spectra for can-
cerous human lung cells (A549) (red line) and the normalized difference spectrum (BEpiC-A549) (green line) for nucleus (A), mitochondria (B), lipid
droplets (C), endoplasmic reticulum (D), cytoplasm (E) and cell membrane (F).

phenylalanine, glycans and amid I. The band characteristic for
phenylalanine (1004 cm™) is negative on the difference spec-
trum for every organelle, which confirms the higher contri-
bution of proteins for human cancerous lung cell line A549.
Another band with a negative correlation in difference spectra
is at 858 cm™' characteristic for glycans. This effect can be
explained that glycans are involved in fundamental molecular
and cell biology processes occurring in cancer and are a bio-
marker that regulates the development and progression of
cancer.”” The same tendency is observed for the band at
1660 cm ™" characteristic for amid I. The higher protein status

This journal is © The Royal Society of Chemistry 2024

of cancerous cells has been shown in the literature for many
organs including breast, brain and lung.*®°

Now let us focus to the analyze the band with a positive cor-
relation in the difference spectra. One can see from Fig. 2 that
the positive correlation on the difference spectra is observed
for peaks characteristic for cytochrome ¢ and b, cholesterol
and lipids. The first band with a positive correlation is for
peaks at 750 cm™" characteristic for cytochrome ¢ and b. This
effect is particularly strong in mitochondria, lipid droplets,
endoplasmic reticulum and cytoplasm. Another band with a

positive correlation is observed for the peaks at 1444 cm™*

Analyst, 2024,149, 2942-2955 | 2945
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Fig. 3 White-light image (A), Raman map constructed by CA method (B), normalized Raman spectra in fingerprint and high-frequency region (C) of
typical human bronchial cell BEpiC after supplementation with 50 uM mannose, white-light image (D), Raman map constructed by CA method (E), normal-
ized Raman spectra in fingerprint and high-frequency region (F) of typical human bronchial cell BEpiC after supplementation with 5 mM mannose, white-
light image (G), Raman map constructed by CA method (H), normalized Raman spectra in fingerprint and high-frequency region (l) of typical human bron-
chial cell BEpiC after supplementation with 100 mM mannose. The colors of spectra correspond to the colors of classes in the Raman maps.
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Fig. 4 White-light image (A), Raman map constructed by CA method (B), normalized Raman spectra in fingerprint and high-frequency region (C) of
typical human lung cell A549 after supplementation with 50 pM mannose, white-light image (D), Raman map constructed by CA method (E), nor-
malized Raman spectra in fingerprint and high-frequency region (F) of typical human lung cell A549 after supplementation with 5 mM mannose,
white-light image (G), Raman map constructed by CA method (H), normalized Raman spectra in fingerprint and high-frequency region (1) of typical
human lung cell A549 after supplementation with 100 mM mannose. The colors of spectra correspond to the colors of classes in the Raman maps.
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characteristic for cholesterol. This correlation is well visible for
every organelle. The same correlation is visible for bands at
2854 cm™! characteristic for lipids. It has been proved by
numerous groups that lipids can be considered as a biomarker
in cancer diagnosis.”*7*

During our analysis, we decided to check the influence of
mannose on normal human bronchial cells (BEpiC) and
cancer human lung cells (A549). Fig. 3 presents white-light
images, Raman images and normalized Raman spectra for
BEpiC cells supplemented with 50 pM mannose (panels A, B,
C), 5 mM mannose (panels D, E, F) and 100 mM mannose
(panels G, H, I).

The same analysis was performed for human cancer lung
cells (A549) after supplementation with mannose. Fig. 4 pre-
sents white-light images, Raman images and normalized
Raman spectra for A549 cells supplemented with 50 pM
mannose (panels A, B, C), 5 mM mannose (panels D, E, F) and
100 mM mannose (panels G, H, I).

One can see from Fig. 3 and 4 that there are almost perfect
matches between microscopy images and created Raman
maps. Cluster analysis method allows to visualization of not
only the main cell organelles: nucleus, mitochondria, lipid
droplets, endoplasmic reticulum, cytoplasm cell membrane
but also to obtain biochemical information. Comparing
results obtained for supplemented cells in the fingerprint
region the peaks are the most intense for lipid droplets and
endoplasmic reticulum structures. Analyzing the high-fre-
quency region one can see that the peak at 2845 cm™" charac-
teristic for lipids is more intense for BEpiC cells than for A549
cells. Moreover, this peak is the most intense for lipid droplets
and endoplasmic reticulum (blue and orange line). Another
peaks at 2930 cm™" in BEpiC cells and 2928 cm™" in A549 cells

glucose
mannos®
‘ &
1 glucgse-6-P
mannose-6-P +—> frucl] ose-P

mannose-1-P
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GDP-mannose
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glycoproteins
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are the most intense for nucleus (red line) and mitochondria
(magenta line).

The main role of cells for energy generation is connected
with glucose. The role of other sugars, in cellular metabolism,
especially mannose is not widely described in the literature.
The metabolic pathway of mannose is presented in Fig. 5. In a
few words, mannose enters into cells by glucose transporters
(GLUT). After transport within the cell hexose in the first step
is phosphorylated to mannose-6-phosphate by hexokinase.
Then mannose-6-phosphate can be converted to fructose-6-
phosphate and then to the glycolysis process or can be con-
verted to mannose-1-phosphate. In the next step, mannose-1-
phosphate is condensed by GDP-mannose pyrophosphorylase
to GDP-mannose and onto glycoproteins.”

In this manuscript, we will try to illustrate how mannose
affects cell metabolism. To control the effect of different con-
centrations of mannose on A549 and BEpiC cell lines the
average normalized Raman spectra have been prepared and
compared. Fig. 6 presents the average normalized Raman
spectra for control A549, control BEpiC cells and A549 and
BEpiC supplemented with 50 pM, 5 mM and 100 mM
mannose.

From the results presented in Fig. 3, 4 and 6, one can see
that the most relevant differences between human normal
bronchial cells and human cancer lung cells are associated
with bands characteristic of two macromolecular compound
groups: lipids and proteins. Firstly we focus on a detailed ana-
lysis of bands characteristic for lipids and their derivatives.

To better understand the biochemical changes that occur
in the metabolism of A549 and BEpiC cells after supplemen-
tation with mannose in various concentrations (50 uM, 5 mM
and 100 mM) we decided to check the normalized Raman

SISAT0JA1D

MITOCHONDRION

Fig. 5 Schematic comparison of glucose and mannose metabolism. Explanation of the abbreviations from the scheme: TCA: tricarboxylic acid

cycle (Krebs cycle); ATP: Adenosine triphosphate.
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Fig. 6 The average normalized Raman spectra for control A549 cell line
(red line); A549 cell line supplemented with 50 yM mannose (magenta
line); A549 cell line supplemented with 5 mM mannose (pink line); A549
cell line supplemented with 100 mM mannose (orange line); control
BEpiC cell line (blue line); BEpiC cell line supplemented with 50 uM
mannose (turquoise line); BEpiC cell line supplemented with 5 mM
mannose (dark cyan line); BEpiC cell line supplemented with 100 mM
mannose (nany line) in the fingerprint and high-frequency region.

intensity bands characteristic for cholesterol (1444 cm™') and
lipids (2854 cm™"). Fig. 7 presents the intensity and standard
deviation for bands 1444 cm™" (panel A), 2854 cm™" (panel B).
The illustrated results are based on Raman average normalized
spectra for each type of cell obtained during Raman imaging.
Asterix * means that the differences are statistically significant,
p values < 0.05.
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Fig. 7 Normalized Raman intensities of cholesterol 1444 cm™ (A),
lipids 2854 cm™ (B) for eight groups of human lung cells: cancerous
human lung cells (A549); cancerous human lung cells (A549) incubated
with 50 pM mannose, cancerous human lung cells (A549) incubated
with 5 mM mannose, cancerous human lung cells (A549) incubated with
100 mM mannose, normal human bronchial cells (BEpiC); normal
human bronchial cells (BEpiC) incubated with 50 pM mannose, normal
human bronchial cells (BEpiC) incubated with 5 mM mannose, normal
human bronchial cells (BEpiC) incubated with 100 mM mannose. The
red color corresponds to A549 cell line, blue color corresponds to
BEpiC cell line. Results flagged with an asterisk (*) are statistically
different, p-value < 0.05.

Based on the data presented in Fig. 6 one can see that the
intensity of the peak at 2854 cm™" is the highest for control
BEpiC cells. Such a result is not surprising because the
amount of lipids in healthy cells is broadly reported.”®”® The
same tendency is observed for peaks at 1444 cm™'. The com-
parison between control healthy bronchial and control cancer

human lung cells and healthy bronchial and cancer human
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lung cells after incubation with mannose shows that adding
sugars effectively decreases the cell’s lipids level. Increased
intensity in 5 mM concentration can be explained by the fact
that it oscillates near the optimal one for the cell and enables
diffusion by cell membranes. 50 pM concentration is lower
than the necessary physiological one. The highest concen-
tration represents hypertonic conditions during which trans-
port by membranes is interrupted and the cell can succumb to
shrinkage and its proliferation may be inhibited or, in critical
conditions, even stopped. The intensity of bands at 1444 cm ™"
and 2854 cm™" are higher for control cells in comparison to
cells incubated with mannose. (Fig. 7 panels A, B).

After noticing differences observed for lipids in human
normal bronchial cells and human cancer lung cells upon sup-
plementation with mannose we decided to check changes in
protein compounds. Fig. 8 presents the intensity and standard
deviation for bands 1004 cm™" (panel A), 1584 cm™* (panel B),

View Article Online
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1 1

1660 cm™ (panel C) and 858 cm™ (panel D). The illustrated
results are based on Raman average spectra for each type of
cell obtained during Raman imaging. Asterix * means that the
differences are statistically significant, p values < 0.05.

Based on data presented in Fig. 8 one can see significant
differences in protein composition between control human
normal bronchial and control cancer lung cells and human
normal bronchial and cancer lung cells after incubation with
mannose. One can notice that the intensity of the Raman
band at 1004 cm™" characteristic for phenylalanine has the
lowest value for control BEpiC cells. The intensity of the band
at 1004 cm™" in control cancer cells is practically the same
after the supplementation with mannose. (Fig. 8 panel A). Now
let us focus on the analysis of the band at 1584 cm™" character-
istic for cytochrome c¢. One can see that supplementation with
mannose changed the amount of cytochrome c¢. This obser-
vation is expected. After the addition of sugar, the intensity of
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Fig. 8 Normalized Raman intensities of phenylalanine 1004 cm™ (A), cytochrome ¢ 1584 cm™ (B), amide | 1660 cm™ (C) and glycans 858 cm™ (D)
for eight groups of human lung cells: cancerous human lung cells (A549); cancerous human lung cells (A549) incubated with 50 pM mannose, can-
cerous human lung cells (A549) incubated with 5 mM mannose, cancerous human lung cells (A549) incubated with 100 mM mannose, normal
human bronchial cells (BEpiC); normal human bronchial cells (BEpiC) incubated with 50 pM mannose, normal human bronchial cells (BEpiC) incu-
bated with 5 mM mannose, normal human bronchial cells (BEpiC) incubated with 100 mM mannose. The red color corresponds to A549 cell line,
blue color corresponds to BEpiC cell line. Results flagged with an asterisk (*) are statistically different, p-value < 0.05.
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the band at 1584 cm ™" both for A549 and BEpiC cells is higher
in comparison to control cells. (Fig. 8 panel B). The role of
cytochrome ¢ in cancer development is described in the
literature.’®>>7°"%1 In our previous manuscript we reported
that the Raman signal at 1584 cm™" at normal physiological
conditions is dominated by cytochrome c.’*7®®> We showed
that upon cancer development in tissue (in contrast to in vitro
cells) the Raman signal at 1584 cm™" of cytochrome c increases
spectacularly. The intensity for the band at 1660 cm™" is the
highest for control BEpiC cells. After supplementation with
mannose, the intensity is lower. It is known that mannose
forms an essential building block of protein glycosylation in
cells. In the case of the A549 cell line, the intensity of the band
at 1660 cm™' has not changed after supplementation with
mannose. Now let us focus on analyzing band characteristics
for glycans. One can see from Fig. 8 panel D that after the
addition of sugar, the intensity of the band at 858 cm™" in
A549 cells is lower in comparison to cells before supplemen-
tation. (Fig. 8 panel D). Moreover the Raman signal at
858 cm™' increases with ~mannose concentration.
Simultaneously, in human normal bronchial cells (BEpiC) we
don’t observe spectacular differences in the intensity of the
band at 858 cm™' after the supplementation with sugar.
Changes in glycan structure depending on the cell line are
expected. In our previous manuscript, we have analyzed glyco-
forms in the breast and brain tissues. We reported two glyco-
forms in the normal breast tissue and the malignant brain
tissue in contrast to the breast cancer tissue where only one
glycoform has been identified.’®

One can see from Fig. 6-8 that selected bands characteristic
of lipids and protein derivatives are useful for discriminating
between human normal bronchial (BEpiC) and human cancer
(A549) lung cells and metabolism changes after supplemen-
tation with mannose.

Conclusions

Changes in cell metabolism are one of the most critical attri-
butes that are connected which cancer development. First, we
have examined the biochemical composition of control normal
bronchial cells BEpiC and cancer A549 lung cells by using
Raman spectroscopy and Raman imaging. Recorded Raman
images allow for visualization of the main cellular organelles:
nucleus, mitochondria, lipid droplets, endoplasmic reticulum,
cytoplasm and cell membrane.

In the second part of the paper, we have identified bio-
chemical changes in single normal and cancer cells caused by
different doses of mannose. We have examined the effect of
treatment with mannose in human normal bronchial BEpiC
and cancer A549 lung cells by using Raman spectroscopy and
Raman imaging. We proved that lipids and proteins are two
main groups of chemical compounds whose content can not
only differentiate between healthy and cancer cells but also
allow us to check metabolic changes in cells after supplemen-
tation with mannose. Among lipids groups Raman bands at

This journal is © The Royal Society of Chemistry 2024
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1444 cm™" and 2854 cm™" can be used as biomarkers to track
biochemical changes in cells after supplementation with
mannose in normal and pathological conditions. We have
demonstrated that based on bands 1004 cm™, 1584 cm™,
1660 cm™' and 858 cm ™' characteristic for protein and their
derivatives Raman spectroscopy allows us to observe the
changes associated with cancer development and upon sup-
plementation with mannose. We have noticed that the amount
of cytochrome ¢ (at 1584 cm™") is higher in normal cells after
supplementation with mannose. We showed that the amount
of glycans (at 858 cm™") is higher in cancer cells when com-
pared with the cancer cells after supplementation with
mannose. Incubation in vitro with mannose increases the
amount of glycans with mannose concentration. Raman
studies confirm that mannose is a sugar that can be used in
the treatment of cancer.

Finally, we have proved that Raman spectroscopy and
Raman imaging are effective methods for monitoring and con-
trolling the biochemical composition of cells involved in
cancer development by analyzing unique spectral signatures of
vibrations. Nonetheless, despite our promising findings, there
are several limitations of our analysis and avenues of further
work that should be explored to establish Raman spectroscopy
and Raman imaging as a tool to understand the mechanism of
sugar metabolism during cancer development. Future studies
should be expanded using additional standard analytical tech-
niques to assess changes in the content of various components
(lipids, proteins) to confirm the potential of the application of
Raman signatures as biomarkers of biochemical changes in
cells caused by mannose and confirm the reliability of the
chemical analyses carried out based on the analysis of such
complex Raman spectra.
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