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Introduction

Determination of the quality of lipoproteins by
Raman spectroscopy in obese and healthy
subjectst
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Andrea Rizzi,® Fabio Corsi, {2 #" Roberta Cazzola (2@ and Carlo Morasso

Lipoproteins (LPs) are multimolecular complexes of lipids and proteins responsible for transporting fatty
acids, cholesterol, and micronutrients (carotenoids) through the body. The quantification of triglycerides
and cholesterol carried by lipoproteins is a leading clinical parameter to assess the increased risk of
cardiovascular events. However, in recent times, the study of the overall “quality” of lipoproteins, defined
by their biochemical composition and oxidation state, has emerged as necessary to improve the definition
of the cardiovascular risk. In this work, we present Raman spectroscopy (RS) as an effective method to
immediately detect the functional groups relative to the principal biochemical components and the level
of unsaturated lipids present in LPs. Furthermore, we show how RS can reveal the differences in the bio-
chemical composition and oxidation state of LPs extracted from a cohort of obese patients (Ob) and a
control group of healthy subjects (HC). In particular, RS revealed how low-density lipoproteins (LDLs)
from obese patients are enriched in triglycerides and more oxidized than those from the control group,
while high-density lipoproteins (HDLs) from Ob patients were depleted in cholesterol and phospholipids.
RS analysis also allowed the study of the relationship between the levels of carotenoids present in the
different classes of LPs highlighting how this parameter depends on the disease severity. Overall, these
results demonstrated that RS is a viable approach for quickly and effectively gaining information on LPs’
biochemical composition and oxidation state, providing an immediate measure of their quality. Besides,
RS further proved the role of LPs in obesity and metabolic dysfunctions.

it causes the build-up of fatty deposits within blood vessels,
reducing or blocking the flow of blood to the heart.® In con-

Lipoproteins (LPs) are multimolecular complexes consisting of
a hydrophobic lipid core covered by an envelope of amphi-
pathic molecules, which play a crucial role in the transport of
triglycerides (TGs) and cholesterol throughout the body."
Currently, the amount of cholesterol carried by LPs is one of
the main parameters used in clinical practice to assess the risk
of cardiovascular events.” In particular, an elevated level of
cholesterol in low-density lipoproteins (LDL-C) is known as a
significant risk factor for coronary heart disease and stroke as
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trast, a high level of cholesterol in high-density lipoproteins
(HDL-C) is commonly associated with a decreased cardio-
vascular disease (CVD) risk, particularly in healthy individuals
with no prior history of cardiovascular events.? This simplified
view of the relationship between cholesterol levels in LPs and
CVD has been recently questioned by multiple clinical trials,
and a more complex U-shape relationship between HDL-C and
CVD emerged, driven by the relationship between the free
cholesterol transfer to high-density lipoproteins (HDLs) and
the triglyceride lipolysis.” In fact, reducing LDL-C levels by
means of standard therapy with statins in primary and second-
ary cardiovascular prevention has significantly reduced the
risk of CVD.*” However, negative findings from numerous ran-
domized clinical trials have challenged the concept that elev-
ated HDL-C levels would translate into a clinical benefit.®* The
most known of these trials was ILLUMINATE which investi-
gated the use of Torcetrapib, a cholesterol ester transfer
protein (CETP) inhibitor.” Despite the detected increase in
HDL-C levels, this trial was terminated prematurely due to the

This journal is © The Royal Society of Chemistry 2023
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increased risk of cardiovascular events and mortality in
patients.” Similar results were obtained by trials using other
CETP inhibitors as Dalcetrapib and Evacetrapib.'®'" As CETP
inhibitors did not show any benefit related to HDL-C elevation,
the study of the correlation between the risk of cardiovascular
events associated with other LP alterations gained traction.®
The importance of defining not only the quantity of chole-
sterol transported by LPs but also the overall “quality” of LPs,
defined by their biochemical composition and oxidation state,
has thus emerged as a new clinical need for improving the
definition of the cardiovascular risk.'>™* It is known that in
many pathological conditions, the composition of the LPs is
altered.® Obesity, a pandemic of the modern world, is inti-
mately associated with metabolic dysfunctions. Obese subjects
are characterized by high levels of serum TG and low HDL-C,
mainly driven by insulin resistance and pro-inflammatory adi-
pokines.'® Recent evidence also suggests that obesity can alter
proteins’ and lipids’ composition and the function of LPs, con-
verting these particles into dysfunctional ones.®'® In addition,
the oxidation state of LPs is known to be an essential factor in
obesity and other pathological contexts, as the level of antioxi-
dants transported by LPs seems to be linked to their
functionality.'®*”'8

So far, the quality analysis of the LPs has been lacking a
generally accepted gold standard method, and several func-
tional, chromatographic, and biochemical assays have been
used depending on the specific biomolecule or property to be
studied.’®?° In this context, RS seems to be an ideal tool for
studying the quality of LPs. RS is an optical method able to
provide information on the functional chemical groups
present in a sample simply by its illumination with a mono-
chromatic laser light source.>' In particular, RS is emerging as
a powerful analytical tool for the analysis of lipids, with an
applicative focus on the quality control of edible oils. RS can
quickly provide semi-quantitative indications of the levels of
carotenoids, antioxidant micronutrients, by looking at the very
characteristic bands in the region of 1162 and 1525 cm™'.>>%*
Furthermore, the ratiometric analysis of Raman spectra can
provide multiple information on the levels of cis and trans
double bonds and thus on the overall level of lipid unsatura-
tion.* For example, the ratio between the band at 1439 cm ™
and the one at 1665 cm™" was suggested by multiple authors
as a measure of the cis double bonds present.>**® At the same
time, trans double bonds can be inferred from the intensity of
the peaks at 965 cm™".>**” In previous work, Ricciardi and co-
workers demonstrated that RS analysis allows obtaining simul-
taneously multiple information about the relative contents of
cholesterol, phosphatidylcholine, triglycerides, and proteins
present in LPs.*® Overall, these data suggested that RS might
be a suitable tool to study the quality of LPs in an easy, afford-
able, and fast way, providing information both on the relative
amounts of biomolecules present and on their oxidation state
in a single measure.

Starting from these premises, this study aimed at investi-
gating RS’s ability to provide information on the quality of the
main classes of LPs: Very Low Density Lipoproteins (VLDLs),
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Low Density Lipoproteins (LDLs), and High Density
Lipoproteins (HDLs) extracted by ultracentrifugation from the
human plasma of obese patients (Ob). A matched control
group of healthy subjects (HC) was also enlisted in order to
compare the quality of LPs extracted, thus proving the clinical
potential of RS. RS data on the biochemical composition of
LPs were also compared with those obtained by dosing chole-
sterol, TG and phospholipids using standard biochemical
assays to effectively characterize the quality of LPs in selected
patients.

Experimental
Study population

From 2019 to 2022, patients referring to the O.U. of Internal
Medicine and Endocrinology of ICS Maugeri (Pavia, Italy) and
S.C. General Surgery, Hospital Galmarini (Tradate, Italy), were
screened for eligibility. A total of 39 Ob patients with BMI >
30 kg m~? were recruited. Among the Ob patients, a subgroup
had a diagnosis of further metabolic dysfunctions: 11 suffer
from type two diabetes Mellitus (Ob + T2DM), and 15 suffer
from metabolic syndrome (Ob + SM). Diagnosis of T2DM and
SM was set according to the American Diabetes Association cri-
teria®® and NCEP ATP III definition®® respectively. All subjects
enrolled had no prior history of statin use, as they might affect
the LPs composition. A control group, formed by healthy vol-
unteers free from any significant disease [HC, n = 26] with BMI
< 25 kg m™>, was also enrolled. Blood samples were collected
under fasting conditions. Anthropometric parameters (body
weight, BMI, waist and hip circumference), and lipid profile
(total cholesterol, HDL-C, TG) were collected for each patient.
LDL-C was calculated using the Friedewald formula. Glycemic
profiles were collected for Ob patients to discriminate those
suffering from T2DM from those not suffering from T2DM.
The study was conducted according to the principles
expressed in the Declaration of Helsinki and approved by the
ethical committee of ICS Maugeri IRCCS (2407 CE). Written
informed consent was obtained from all the individual partici-
pants before their inclusion in the study. The main character-
istics of the two groups are reported in Table 1. The character-

Table 1 Clinical characteristics of the enrolled cohorts

Parameter HC Ob

Number 26 (12 F; 14 M) 39 (17 F;22 M)
Age, years 43.9+13.4 48.3+10.1
Weight, kg 66.6 +10.3 118.2 + 24.5%*
BMI, kg m™2 23.0+2.4 41.3 + 8.1**
Waist circumference, cm 77.8+9.6 124.4 + 14.9**
Hips circumference, cm 97.3 £10.3 128.5 £ 17.6**
Total cholesterol, mg dl™* 160.1 +22.9 194.1 + 27.6*
HDL-C, mg dr 64.8 +13.9 45.9 +10.5%*
LDL-C, mg dI™* 85.7 + 16 136.6 + 27.5%*
Triglycerides, mg dl™* 67.4 £19.8 133.9 £ 50.9**

Glycemia, mg dl™* — 103.5 +23.8

*p < 0.01; and **p < 0.0005.
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istics of the different subgroups of Ob (Ob; Ob + SM; Ob +
T2DM) are reported in the ESI as Table S1.}

Preparation of plasma samples

Peripheral venous blood was collected from each subject in
EDTA-coated vacutainer tubes. Plasma samples were obtained
by blood centrifugation at 3000 rpm for 20 min at 4 °C and ali-
quots were stored in sterile cryovials at —80 °C until use.

Lipoprotein isolation

LPs were isolated from plasma by ultracentrifugation using a
multistep discontinuous KBr density gradient by adapting pro-
cedure 16 with reference to an “Optima Max” tabletop ultra-
centrifuge (Beckman Coulter).>**' To remove albumin comple-
tely, the HDL fraction (density, 1.063-1.210 g ml™") was sub-
jected to a second centrifugation, as described in procedure 15
in ref. 30. After separation, LPs were dialyzed overnight in
10 mM phosphate buffered saline pH 7.4 to eliminate KBr and
stored at —80 °C until use.

Lipoprotein characterization

Lipids were extracted following the Folch procedure.>” The
phospholipid content was determined in the extract using the
Bartlett assay®® while the levels of cholesterol and triacylglycer-
ols in the lipid extracts were determined using commercially
available kits (Scalvo Diagnostic) according to the manufac-
turers’ protocols.>® All the measurements were performed at
least in duplicate.

Raman spectra acquisition and analysis

Raman spectra were recorded using an inVia Reflex confocal
Raman microscope (Renishaw ple, Wotton-under-Edge, UK)
equipped with a laser light source operating at 633 nm. The
software WIRE® 5 (Renishaw, UK) was used for spectral acqui-
sition following the protocol previously developed and
described in ref. 23. Briefly, a 4 pL drop of LP suspension was
dropped on the surface of Raman grade CaF, discs (Crystran,
UK) and dried for 20 min at room temperature. Raman spectra
were collected using a He-Ne laser with 100% power, a 1200 L
mm~"' grating and a 100x objective (Leica). Spectra were
acquired in two regions: between 400 and 1800 cm ™" (low-fre-
quency region) and between 2600 and 3200 cm™' (high-fre-
quency region). For each sample, five different spectra were
collected at different positions of the drop.

Cosmic rays were removed using the function in the pro-
prietary WIRE® software. The baseline is subtracted to remove
the background using an Asymmetric Least Squared
Smoothing Baseline algorithm (parameters: asymmetric factor
= 0.002; threshold = 0.02; smoothing factor = 5; the number of
iterations = 12). Normalization of the spectra was performed
by dividing each value of the acquired spectra by the intensity
of the peak at 1439 cm™' (CH, scissoring) for the low-fre-
quency region and by the intensity of the peak at 2894 cm™
(C-H stretching of CH,) for the high-frequency region. These
peaks were chosen with reference to the CH, group present
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both in lipids and proteins (main constituents of LPs) and
appeared constant in the acquired dataset.

The average of the five spectra obtained from each LP
extracted from subjects was considered as the final spectrum
representative of the subject.

Statistical analysis of Raman bands

For the statistical analysis of data, we first verified the normal
distribution by applying the Shapiro-Wilk tests to each group.
Secondly, we performed an appropriate parametric [ttest] or
non-parametric [Mann-Whitney test] test to compare mean
values between groups depending on the normal/not normal
distribution of data. To reduce the influence of noise on the
data analysis, the peak intensity was defined as the average
value of a band around the mentioned peak. The exact peak
assignment of the bands considered is shown in the ESI
(Table S11). Statistical significance was set at p < 0.05.

Results and discussion

As reported in the literature, the structural composition of LPs
is altered in many pathological conditions. RS has been exten-
sively used to provide information on the functional chemical
groups present in the sample analyzed. Thanks to this
approach, we evaluate the quality of LPs (VLDLs, LDLs, and
HDLs) extracted by ultracentrifugation from the plasma of Ob
patients (Ob, n = 39) compared to a control group (HC, n = 26).
The Ob and HC subjects were similar in age. As expected, the
two groups had significant differences in all anthropometric
measurements (weight, BMI, waist, and hip circumference). As
well as, the total cholesterol, TG, and LDL-C were significantly
higher in the Ob patients than in HC, while HDL-C levels were
significantly lower (Table 1).

Raman spectra were acquired in the fingerprint region
between 400 and 1800 cm™ " and in the CH region between
2600 and 3200 cm™'. The peaks at 1439 cm ™" and 2984 cm™,
relative to the CH, groups, were selected as reference points
for the spectra normalization. As the ratio between the bands
of CH, and other bands is commonly used to obtain structural
information on lipids, this choice allowed us to immediately
derive data about LPs unsaturation.”® Furthermore, by normal-
izing for a fixed point of the spectra, it was possible to avoid
the interference that the highly variable bands of carotenoids
have on the determination of the reference value, that occurs
when other common normalization methods (such as 0-1; or
vector normalization) are used, and that makes the compari-
son between different samples and between different classes
of LPs impossible.

Fig. 1 reports the average normalized Raman spectra of LPs
from Ob patients and HC and the differential spectrum
obtained by subtracting Ob from HC. In all the classes of LPs
studied, it was possible to identify all the peaks linked to the
biochemical composition of LPs. In particular, it was possible
to identify the peaks relative to cholesterol (700 cm™"), phos-
phatidylcholine (717 em™), TG (1300 cm™') and the ratio

This journal is © The Royal Society of Chemistry 2023
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Fig. 1 Raman spectra acquired in the low and high frequency regions
on VLDLs (A), LDLs (B) and HDLs (C) extracted from HC [HC; n = 26] and
Ob patients [Ob; n = 39] with the differential spectrum between the two
groups considered.
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between lipids and proteins (2851/2930 cm™'). Other peaks
present are related to unsaturated lipids (960 cm™, 1271 cm™,
1656 ¢cm™') and carotenoids (1000 ¢cm™, 1160 cm™' and
1525 cm™") providing particularly informative data on the oxi-
dation state of LPs. All the mentioned peaks were present in
all the LPs considered and revealed a typical LP pattern. The
peak intensity, however, differed in Ob and HC, reflecting vari-
ations in the composition between the classes of LPs and in
the quality of LPs.

Raman analysis of the LP composition

RS allowed the study of spectral differences among Ob and HC
patients in the peaks related to the biochemical component
present in the three classes of LPs considered (VLDLs, LDLs,
and HDLs) as shown in Fig. 2.

Less intense peaks of cholesterol at 700 cm™" were detected
in the VLDLs and HDLs of Ob compared with HC. LDLs, in
contrast, did not show any differences in this peak. This seems
in accordance with the lower levels of HDL-C characterizing
Ob and provides more information on the balance between the
cholesterol transported by the different LPs.
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Fig. 2 Box plots showing the different Raman intensities of selected
biochemical related bands in Ob patients (n = 39) vs. HC (n = 26). Data
are shown as box and whisker plots. Each data point represents an indi-
vidual subject analyzed. Each box represents the area between the 25th
and 75th percentiles (interquartile range, IQR). The lines inside the boxes
represent the median values. Whiskers extend to the lowest and highest
values within 1.5 times the IQR from the box. Statistical significance: *p
< 0.05; **p < 0.01; and ***p < 0.0005.
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A statistically significant difference is also observed in the
peak related to phosphatidylcholine at 717 cm™". This peak is
less intense in the HDLs of the Ob patients compared to HC.

The peak relative to TG at 1300 cm™' remains unchanged
between the two groups in the VLDLs and HDLs but was found to
be more intense in the LDLs of Ob compared to HC. This result
was confirmed by the study of the ratio between lipids and pro-
teins in the high frequency region related to CH,, determining an
increased amount of the lipid component in LDLs.

Biochemical analysis of the LPs composition

In order to be able to confirm the structural alteration in the
lipid balance identified by RS in the LDL and HDL fractions,
for a subgroup of subjects, the results were compared with the
one obtained using a set of biochemical assays commonly
employed to quantify cholesterol, TG, and phospholipids.®* As
RS does not provide information on the absolute amount of
lipids present but only on their relative amount, the results
obtained from the biochemical assays are expressed in terms
of percentage of each component over the total amount of
lipids detected. This allowed us to better understand the
relationship between the different classes of lipids observed in
RS and the ones obtained using the standard assays.
Biochemical assays confirmed an increment of the TG
detected in Ob’s LDLs (Ob: 40.5% =+ 7.1 vs. HC: 34.1% + 5.3; p
=0.002) and a reduction in the percentage of cholesterol (Ob:
22.1% + 5.1 vs. HC: 27.3% = 9.1; p = 0.006) in the Ob’s HDLs.
Phospholipids did not change in the HDLs of Ob compared to
HC (Fig. 3). Although some differences are thus observed

LDL-HC

TG a
34,1%

43,2%

TG TG

27,6% 34,7%

Fig. 3 Mean composition of LDL (HC n = 16; Ob n = 37) and HDL (HC n
= 25; Ob n = 35) as measured by using the commercially available enzy-
matic kits. Chol = cholesterol; TGs: triglycerides; and PLs:
phospholipids.
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between the results obtained using biochemical assays and RS,
this study confirmed the actual presence of alterations in the
biochemical composition of LDLs and HDLs.

The differences obtained between the phosphatidylcholine
quantified at RS and the phospholipids detected by the enzy-
matic assay might be explained by the fact that the two
methods are not based on the quantification of the same func-
tional group, as the biochemical assay is based on the
measure of the phosphorous contained herein. The RS peak at
717 em™" here used is instead related to the C-N"(CH;); bond
characteristic of choline.

Finally, it must be noticed that while RS was done directly
on the LPs extracted by ultracentrifugation, the biochemical
assays required a further extraction of the lipids using the
Folch approach, which is time-consuming and can introduce
bias due to the extraction process. Besides, RS provided a sim-
ultaneous determination of all the parameters considered,
while biochemical assays were required to perform a specific
assessment for each component studied, resulting in longer
times.

Raman analysis of LPs oxidation

The oxidation state of LPs is also emerging as an essential
factor in pathological contexts as the level of antioxidants in
LPs seems to be linked to their functionality."*'”"'® A detailed
analysis of the peaks related to the oxidation state of LPs, rela-
tive to lipid unsaturation (960 cm™, 1271 ecm™", 1656 cm™)
and carotenoids (1525 cm™") confirmed the presence of signifi-
cant differences between the two groups (Fig. 4). The LDLs
and HDLs of Ob were more oxidized and carried a lower
amount of micronutrients (carotenoids).

Ob LDL and HDL particles showed less intense peaks of
C=C lipids at 1271 ecm™" compared to HC. Similarly, a less
intense trans C=C fatty acid peak at 960 cm ™" was detected in
all the LPs classes of Ob compared with HC. In contrast, the
peak of cis C—=C fatty acids at 1656 cm ™" increased in the LDLs
of Ob patients compared to HC, indicating a shift in the lipid
composition.?’

Carotenoid peaks are more intense in LDLs compared to
the other classes of LPs confirming their antioxidant role
described in the literature.’® It is however also known that
HDLs are involved in the transport of these anti-oxidants from
the liver to other peripheral tissues such as the retina®” and
the clinical relevance of this parameter must still be fully
understood. The levels of carotenoids (here measured by RS as
a peak at 1525 cm™") were found to be lower in the LDLs and
HDLs of Ob compared to HC.

As mentioned, by normalizing the data for the peak relative
to the CH, group at 1439 cm™" it is possible to infer also absol-
ute information on the number of double bonds contained
herein. While it is not possible by RS to obtain a complete
profile of the unsaturation of the different classes of lipids, the
marked presence of multiple peaks relative to lipid unsatura-
tion suggests that most of the lipids contained in LPs had
some level of unsaturation.?®3®

This journal is © The Royal Society of Chemistry 2023
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Fig. 4 Box plots showing the different Raman intensities of selected
oxidation related bands in Ob patients (n = 39) vs. HC (n = 26). Data are
shown as box and whisker plots. Each data point represents an individual
subject analyzed. Each box represents the area between the 25th and
75th percentiles (interquartile range, IQR). The lines inside the boxes
represent the median values. Whiskers extend to the lowest and highest
values within 1.5 times the IQR from the box. Statistical significance: *p
< 0.05; **p < 0.01; and ***p < 0.0005.

It is also remarkably observed that while the level of double
bonds measured at 1271 cm™" is rather constant in all the LPs,
LDLs showed a marked lower peak of cis double bonds at
1656 cm™' when compared with VLDLs and HDLs,*
suggesting that cholesterol esters might be relatively more
saturated than TG.
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Correlation between the composition of LPs and the disease
state of obese subjects

The RS analysis of LPs allowed us also to study the relationship
between the levels of specific biomolecules present in the
different classes of LPs and to infer information on the
disease state. Some Ob subjects enrolled in the study also
suffered from further metabolic dysfunctions: metabolic syn-
drome (Ob + SM; n = 15) and type 2 diabetes mellitus (Ob +
T2DM; n = 11). The clinical characteristics of the different sub-
populations of Ob patients are reported in Table S2.7}

We thus looked at the relationship between the biochemical
components characterizing the different classes of LPs, all
acquired with the same parameters previously described, in all
the subpopulations considered (Ob; Ob + SM; Ob + T2DM),
and in the controls. The results showed a correlation between
the carotenoids in LDLs and HDLs.

However, this relationship’s slope changed and decreased
as the disease progressed toward more compromised meta-
bolic dysfunctions (Fig. 5). The intensities observed of the
relationship between carotenoids in LDLs and HDLs have a
slope of 1.65 + 0.35 in HC; 1.45 + 0.28 in Ob; 0.98 + 0.34; and
only 0.68 in Ob + T2DM, with a clinical progression that is not
immediately noticeable just by looking at the levels of caroten-
oids present in the two classes of LPs. This result agrees with
the literature, supporting a dysfunctional LP’s proinflamma-
tory/prooxidant role in different pathological conditions such
as SM and T2DM. #4742

Conclusions

Recently, to improve the definition of the cardiovascular risk,
the importance of defining not only the quantity of LPs but
also their “quality” has emerged.

In this work, we demonstrated the suitability of RS, combined
with a ratiometric analysis of spectra, to obtain multiple infor-
mation on the profiles of the main classes of LPs in a fast and
easy way for a better comprehension of different metabolic con-
ditions. LPs were extracted by ultracentrifugation from the plasma
of Ob and HC. RS was used to identify immediately and without
the need to use any further preparation or extraction procedure
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Fig. 5 Intensity of the peak at 1525 cm™ relative to carotenoids present in the LDLs and HDLs of HC (A); Ob (B); Ob + SM (C) and Ob + T2DM (D).
Each dot represents one subject; black dashed lines represent the best linear fit of the data of each plot; the grey area represents the 95% confidence
bands of the fit; the area between the dashed grey lines represents the 95% prediction bands for new data points.
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an altered biochemical composition and oxidation state in LPs
from the Ob group. This provides an immediate advantage of RS
over the traditionally used biochemical assays. In particular, RS
highlighted that Ob’s LDLs had marked lower levels of caroten-
oids and unsaturated lipids, while Ob’s HDLs were characterized
by a different balance in the lipid components (cholesterol, phos-
pholipids, and lipid/protein ratio).

Overall, this work unravels the effectiveness of the use of RS
as a tool for the study of the quality of LPs and paves the road
toward a more comprehensive understanding of the role of
LPs in metabolic dysfunctions and a better definition of the
CVD risk.
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