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Abstract
Background  Ex vivo lung perfusion (EVLP) constitutes a tool with great research potential due to its advantages 
over in vivo and in vitro models. Despite its important contribution to lung reconditioning, this technique has the 
disadvantage of incurring high costs and can induce pulmonary endothelial injury through perfusion and ventilation. 
The pulmonary endothelium is made up of endothelial glycocalyx (EG), a coating of proteoglycans (PG) on the 
luminal surface. PGs are glycoproteins linked to terminal sialic acids (Sia) that can affect homeostasis with responses 
leading to edema formation. This study evaluated the effect of two ex vivo perfusion solutions on lung function and 
endothelial injury.

Methods  We divided ten landrace swine into two groups and subjected them to EVLP for 120 min: Group I (n = 5) 
was perfused with Steen® solution, and Group II (n = 5) was perfused with low-potassium dextran-albumin solution. 
Ventilatory mechanics, histology, gravimetry, and sialic acid concentrations were evaluated.

Results  Both groups showed changes in pulmonary vascular resistance and ventilatory mechanics (p < 0.05, 
Student’s t-test). In addition, the lung injury severity score was better in Group I than in Group II (p < 0.05, Mann–
Whitney U); and both groups exhibited a significant increase in Sia concentrations in the perfusate (p < 0.05 t-Student) 
and Sia immunohistochemical expression.

Conclusions  Sia, as a product of EG disruption during EVLP, was found in all samples obtained in the system; 
however, the changes in its concentration showed no apparent correlation with lung function.
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Background
Ex vivo lung perfusion (EVLP) originated as a tool for 
offsetting the scarcity of organs for transplant. EVLP 
reconditions the lung by simulating a physiological envi-
ronment through pulmonary perfusion and ventilation. 
Currently, the development of research protocols on 
EVLP is also aiming to use this platform to resolve crucial 
issues related not only to clinical areas but also to basic 
science [1, 2]. However, although it is a technique with 
great advantages in pulmonary reconditioning, it has the 
disadvantage of having a high cost and can induce injury 
to the pulmonary endothelium through perfusion and 
ventilation [3]. The luminal surface of the endothelium is 
covered by endothelial glycocalyx (EG) composed of pro-
teoglycans (PG), glycoproteins bound to terminal sialic 
acids (Sia), glycosaminoglycans (GAG) and associated 
plasma proteins [4].

Currently, over 50 members have been identified in the 
Sia family with specific structural characteristics; among 
them, N-acetylneuraminic acid (Neu5Ac) andmariscal its 
hydroxylated form, N-Gluconeuraminic acid (Neu5Gc), 
have been found in mammals in large proportions [5]. 
An important regulator of endothelial function, Neu5Gc, 
plays a key role in the regulation of microvascular tone 
and permeability and maintaining the oncotic gradi-
ent through the endothelial barrier. It also assists in the 
adherence/migration of leucocytes and the inhibition of 
intravascular thrombosis, lipid metabolism, and inflam-
mation, so the loss of its integrity due to endothelial 
damage affects homeostasis, leading to inflammatory 
responses and edema formation [6, 7]. Despite its fun-
damental role in the endothelium, EG has proven diffi-
cult to study because of its complex chemistry. However, 
recent investigations have shown the relevance of Sia and 
other components of GE in various pathologies; there-
fore, their presence may be an indicator of endothelial 
damage by lung perfusion during EVLP. Taking the above 
into account, the objective of this study was to determine 
the difference in lung injury parameters after EVLP with 
two different perfusion solutions, using sialic acid levels 
as an indicator of the integrity of the endothelial glycoca-
lyx and analyzing its relationship with lung function dur-
ing EVLP.

Materials and methods
We performed our experiments in the Department of 
Surgery Research at the National Institute of Respira-
tory Diseases Ismael Cosío Villegas (INER). We con-
ducted a prospective, longitudinal, randomized study of 
10 healthy landrace pigs, regardless of sex, with weights 
ranging between 15 and 20 kg. Prior to the experiment, 
we confined the animals in individual cages with identical 
environmental conditions and provided them with water 
and food ad libitum. The Institutional Review Board 

approved the protocol (B09-17). We treated all animals in 
strict accordance with the ARRIVE Guidelines [8, 9].

Study groups
All animals underwent cardiopulmonary block procure-
ment and were divided as follows: Group I (n = 5): EVLP 
with gold standard Steen® solution; and Group II (n = 5): 
EVLP with low-potassium dextran-albumin solution 
(LPDA). The lungs of all swine were perfused ex vivo for a 
continuous 120-minute period, during which the param-
eters of lung function were assessed as described below.

Donor procedures
All procedures were performed under general anesthe-
sia. Induction was performed with tiletamine zolazepam 
(4 mg/kg, IM. Zoletil, Virbac, Carros, France) and propo-
fol (4 mg/kg, IV. Recofol, PISA, Guadalajara, JAL, Mex-
ico) and then maintained with isoflurane (Forane, Abbott 
Mexico S.A. de C.V., Mexico City, Mexico) and fentanyl 
(0.1 mg/kg, IV. Fentanest, Janssen- Cilag, Puebla, Mexico) 
as analgesic. The animals were ventilated with pulmonary 
protection strategies, and the hemodynamic, gasometric, 
and ventilation mechanics parameters were assessed; the 
cardiac output was determined using the thermodilu-
tion method (Hemodynamic Profile CARESCAPE B650 
(General Electric Company ©, Finland)). Recruitment 
maneuvers are performed to a pulmonary artery wedge 
pressure (PawP) of 25  cm H2O. Subsequently, cardio-
pulmonary block procurement was performed with the 
technique described by Mariscal, et al. [10]. All animals 
were euthanized with an overdose of sodium pentobarbi-
tal (150 mg/kg/IV, Anestesal, Pfizer, S.A. de C.V., Guada-
lajara, Mexico) upon completion of the donor operation.

Preparation of lungs for EVLP
A funnel-shaped cannula (Vitrolife, Göteborg, Sweden) 
was sewn to the left atrial cuff, a cannula (Vitrolife, Göte-
borg, Sweden) was secured into the pulmonary artery 
(PA), and a 7 − 0 endotracheal tube with the balloon 
removed was secured into the trachea. The EVLP circuit 
consisted of extracorporeal circulation with a neona-
tal reservoir VHK 1100 (Maquet Getinge Group, Ger-
many) and a neonatal oxygenator (Quadrox-i Maquet, 
Germany) connected to a pump CDL-10,140 (Gambro, 
USA). [11, 12]

The lungs were transferred to an XVIVO chamber 
(XVIVO, Göteborg, Sweden), and retrograde flow was 
initiated through the left atrium to deair the pulmonary 
vasculature and flush any remaining clot. The PA can-
nula was then connected, and antegrade flow began at 
0.1  L/min. EVLP was performed using acellular Steen® 
solution (XVIVO, Göteborg, Sweden), a commercially 
available preservative solution designed for ex vivo lung 
assessment, supplemented with 10,000 IU heparin (APP 
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Pharmaceuticals, Schaumburg, Ill, USA). The perfusate 
was slowly warmed to 37  °C during a 30-minute period 
as the flow was titrated up to the target of 40% of the esti-
mated cardiac output.

When the perfusate reached 32  °C, ventilation was 
initiated with room air at a tidal volume of 6–8 mL/kg, 
a respiratory rate of 8 breaths/min, and a positive end-
expiratory pressure (PEEP) of 5.0 cm H2O. Recruitment 
maneuvers to a maximum of 25  cm H2O are used to 
recruit regions of lung atelectasis [12]. After initiation 
of ventilation, a mixture of 6% oxygen, 8% carbon diox-
ide, and 86% nitrogen was infused into the membrane 
oxygenator to deoxygenate the PA perfusate and allow 
for accurate measurement of lung oxygenation capabil-
ity. Every hour after EVLP initiation, PaO2 was evalu-
ated with a fraction of inspired oxygen (FiO2) at 21%, and 
then, the lungs were ventilated with (FiO2) at 100% for 
10  min, and another sample of the perfusate was taken 
from the left atrial return for gas analysis [12–14].

Assessment
Lung function
The study was conducted for 2  h. The hemodynamic, 
gasometric, and ventilation mechanics parameters were 
assessed (Hemodynamic Profile CARESCAPE B650 
(General Electric Company ©, Finland)). Gas exchange 
was evaluated by measuring the relationship between 
arterial pressure of oxygen and the fraction of inspired 
oxygen (PaFiO2). Arterial oxygen partial pressure (PaO2), 
arterial carbon dioxide partial pressure (PaCO2), bicar-
bonate (HCO3), glucose and lactate (ABL 800 Flex 
Analyzer [Radiometer, Brønshøj, Denmark) were also 
determined. We used the perfusate returning from the 
lung for comparison since it would represent the lung 
microenvironment. Samples of perfusate were taken after 
10 min of exposure to fractions of inspired oxygen (FiO2) 
at 1.0. Static (Cstat) and dynamic (Cdyn) lung compli-
ance, airway resistance (Raw), peak airway pressure 
(Ppic), and mean airway pressure (Paw) were measured at 
the start and end times (Avea™ VIASYSTM Health care, 
USA); start time refers to the moment each lung was suc-
cessfully rewarmed to 37 °C [11, 12] at the beginning of 
EVLP, while end time denotes 120 min of EVLP.

Microscopic assessment
Biopsies were taken at the beginning and end of EVLP; 
samples were obtained from right lobes in all experiments 
with areas of the lung whose macroscopic appearance 
presented lesions, in an attempt to cover the transition 
areas between sites with areas of normal appearance.

The samples were fixed in 10% phosphate-buffered for-
malin for 24  h and paraffin embedded, then they were 
sectioned and stained with hematoxylin and eosin (HE). 
The most prominent features observed in the lungs were 

blindly assessed by a pathologist with a scoring system, 
as they searched for evidence of cell infiltration in the 
lungs (neutrophils, macrophages, and lymphocytes) and 
edema. The severity of the findings was graded on a scale 
from 1 (absent) to 3 (severe) [15].

Transmission electron microscopy
Transmission electron tissue samples were fixed in 2.5% 
glutaraldehyde, buffered in 0.1 M Na-P-buffer overnight, 
washed 3 times in 0.1 M buffer, postfixed in 1% osmium 
tetroxide and dehydrated in ascending concentrations of 
acetone followed by infiltration in epoxy resin (Epon 812, 
Electron Microscopy Sciences, Hatfield, PA USA).

At least 150  nm toluidine blue (Electron Micros-
copy Sciences, PA USA)-stained semithin sections per 
localization were produced. Representative areas were 
trimmed, and 90 nm lead citrate and uranyl acetate (Elec-
tron Microscopy Sciences, PA USA) contrasted ultrathin 
sections were produced and subsequently viewed under 
an electron microscope at 60  kV (Jeol 1010, Massachu-
setts, USA).

Determination of pulmonary edema
The lung tissues were weighed and dried in an oven 
between 60 and 65  °C to constant weight. Finally, the 
lung weight gain was calculated with the following for-
mula: ΔPP = (PH – PS)/PS, where ΔPP is the lung weight 
gain, PH is the final lung weight, and PS is the initial lung 
weight.

Immunohistochemical expression
Tissue was deparaffinized for 20  min at 60  °C; Diva 
Decloaker, 20X (Biocare medical, CA, USA) and Decloak-
ing chamber™ NXGEN were used for recovery. The sec-
tions were incubated with primary antibody (Polyclonal 
Antibody to Sialic Acid, abx 100,414, abbexa Ltd. Cam-
bridge, UK), and PECAM-1 (Polyclonal Antibody Abbio-
tec 250,590) diluted in blocking serum and incubated for 
48 h at 4 °C, then washed 3 times with TBST, for 3 min 
each. They were then incubated with MACH 2 Double 
Stain 1 polymer (Biocare Medical MRCT523, CA, USA) 
for 30  min and washed with TBST. Diaminobenzidine 
DAB (Biocare Medical, CA, USA) was used for develop-
ment. A negative control, which had no primary anti-
body, was performed in all groups, and salivary gland 
tissue was used as control tissue. IHC quantification of 
sialic acid was performed with ImageJ software (https://
www.rsbweb.nih.gov/ij) developed by the National Insti-
tute of Health (NIH), using the IHC Profiler plug-in for 
the quantitative analysis of immunohistochemistry sam-
ples [16].

For evaluation of CD31/PECAM-1 immunohisto-
chemical staining, slides were observed under a light 

https://www.rsbweb.nih.gov/ij
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microscope, and positivity was determined in ten 
microvessels. [17]

Immunofluorescence
Lectin analysis was performed using the fluorescein-
labeled lectins Sambucus nigra agglutinin (SNA), which 
primarily detects 6-linked sialic acids, and Maackia 
amurensis agglutinin (MAA), which primarily identi-
fies 3-linked sialic acids. Both fluorescein isothiocya-
nate (FITC) and tetramethyl rhodamine isothiocyanate 
(TRITC) were used as fluorochromes and purchased 
from EY Laboratories (San Mateo, California). The tis-
sues were sectioned at 5  μm and deparaffinized. Con-
trol sections did not undergo the retrieval procedure. 
Single fluorescent studies were performed as follows. 
The sections were microwaved in 95  °C citrate buffer 
pH 6.0 for 15  min, washed with 0.05  M Tris-buffered 
saline (TBS), pH 7.6, and then incubated with either 
1/100 FITC-conjugated SNA (EY Laboratories) or 1/100 
FITC-conjugated MAA (EY Laboratories) for 1 h at room 
temperature in the dark. The sections were washed with 
TBS 3 times for 5 min each, and the nuclei were stained 
with 5 µg/ml DAPI for 4 min, followed by three washes 
with TBS for 5 min each and mounted with Fluoro Care 
Anti-Fade Mountant (Biocare Medical, CA, EUA). Fluo-
rescence examination was performed with a ZEISS Axio 
Vert. A1 microscope.

Quantification of Sia
We utilized the Sia (NANA) Colorimetric Assay Kit Bio-
Vision K566-100 (Mountain View, CA, USA) to quantify 
the levels of free Sia at the beginning and end of the EVLP 
process in bronchoalveolar lavage (BAL) through a flex-
ible bronchoscope (Olympus®, Tokio, Japan). To assess 
its concentration in the tissue, one gram of material was 
taken and homogenized (Polytron® pt 2500 e kinematica, 
Lucerna, Suiza) with phosphate buffered saline (PBS) on 
ice. We then centrifuged the material in tubes (Eppen-
dorf Safe Lock®, CA, USA) at 13,500  rpm, transferred 
the supernatant into sterile polypropylene cyrovials (nal-
gene®, Massachusetts, USA), and stored it at -80 °C until 
evaluation. Finally, we used the perfusate returned from 
the lung.

Statistical analysis
Paired samples, start-end of perfusion, were compared 
with Student’s t-test to identify differences between sam-
ples in each group, and unpaired samples were used to 
identify differences between groups. The nonparamet-
ric Mann‒Whitney test or Wilcoxon signed rank test 
was used to compare significant differences between the 
two groups, and Friedman’s two-way analysis of vari-
ance was conducted using the rank of related samples. 
Pearson’s correlation (r) was used to measure the linear 

dependence between lung function and Sia levels. SPSS 
19.0 statistical software (SPSS Inc., Chicago, USA) 
was used, and p values of p < 0.05 were considered as 
significant.

Results
We performed EVLP on all lungs for 120  min, and all 
parameters were within normal values for swine. We 
observed changes only in the following parameters:

Functional outcomes. PVR increased in both groups 
compared to their initial values (p > 0.05), and when com-
paring between groups, we found differences (p = 0.002). 
Table 1.

In comparing arterial oxygen partial pressure 
(PaO2)/inspired oxygen fraction (FiO2) ratios dur-
ing EVLP, we observed an improvement in both groups 
(p > 0.05) but detected no significant differences between 
them (p > 0.05). Table 1.

The partial pressure of carbon dioxide (PCO2) dimin-
ished in both groups compared to their initial values 
(p < 0.05) for the Steen® group and (p > 0.05) for the LPDA 
group, with differences emerging between groups at spe-
cific study times (p = 0.001) Table 1. HCO3 showed differ-
ences between the Steen® and LPDA groups at the start 
(p = 0.0001) and end (p = 0.001) of EVLP. Table 1.

During EVLP, static (Cstat) and dynamic (Cdyn) lung 
compliance decreased in the LPDA group compared to 
the initial values (p > 0.05), with differences (p = 0.006) 
emerging between groups (Table  1). Raw, Ppic and Paw 
demonstrated a slight increase in both groups when 
compared to initial values (p > 0.05), and when com-
pared between groups, only Paw was different (p = 0.001). 
Table 1.

Average ± SD. FiO2: inspired oxygen fraction, PVR: pul-
monary vascular resistance, PaO2: arterial oxygen partial 
pressure, PaCO2: arterial carbon dioxide partial pressure, 
HCO3: bicarbonate, Cstat: static lung compliance, Cdyn: 
dynamic lung compliance, Raw: airway resistance, Ppic: 
peak Airway pressure, Paw: mean airway pressure. Aver-
age ± SD. P1 value shows the difference between Student’s 
t-test for related samples of the Steen group at baseline 
vs. endpoint while P2 value shows the difference between 
Student’s t-test for related samples of the LPDA group at 
baseline vs. endpoint. P3 value indicates the significant 
difference at the endpoint of the two groups by Student’s 
t-test for independent samples.

Histological findings
The lung injury severity score was better in Group I than 
in Group II (p < 0.05 Mann–Whitney U) with fewer neu-
trophils, macrophages, lymphocytes and edema; and the 
findings in Group 2 were statistically significant when 
compared to their baseline EVLP values (p < 0.05 Wil-
coxon test). Table 2; Fig. 1.
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Transmission electron microscopy
We obtained electron micrographs to determine the 
ultrastructural integrity of the lungs following EVLP. We 
reviewed ultrafine slices of the lungs divided into two 
samples: prior to (start) and at 120  min (end) of EVLP. 
Initially, the pulmonary lumen of both groups showed 
alveolar capillaries occupied by erythrocytes, with the 
surface of the endothelial cells being mostly smooth. 
Multifocally, some cells showed discreet electron-dense 
projections (suggestive of glycocalyx), mitochondria with 
normal morphology and pinocytic vesicles. Ultrastruc-
turally, at 120  min after the procedure, the endothelial 
surface of the lungs showed discreet electrodense projec-
tions as well as pinocytic vacuoles and caveolae. Figure 2.

Wet/Dry ratio
The wet/dry ratio (W/D) was higher in the LPDA 
(0.85  g ± 0.02 SD) than in the Steen (0.75  g ± 0.02 SD) 

group; however, the difference (p > 0.05) was not statisti-
cally significant.

Immunohistochemical expression
In both groups, 100% of the tissue samples subjected to 
EVLP showed SA expression in a diffuse cytoplasmic 
pattern on the luminal surface of blood vessels, mucosal 
lamina propria, bronchiole submucosa, and alveolar epi-
thelial cells. There was no significant difference between 
groups (p = 0.860) or at the end of the study for Group 1 
(p = 0.502) and Group 2 (p = 0.330). Figure 3.

Clear vascular staining of PECAM-1 could be observed 
in the endothelial cells of both groups (p = 0.043, Wil-
coxon signed-rank test) in Group I and (p = 0.039, 
Wilcoxon signed-rank test) Group II. With a higher 
expression of PECAM-1 at the end of EVLP. This dif-
ference was not statistically significant between groups 
(p = 0.15, Mann‒Whitney U test). Figure 4.

Immunofluorescence findings
SA-a-2,6-terminal saccharides (SNA lectin). There was 
a signal coating of the SNA lectin on the epithelial cells 
of the bronchioles and alveoli. There were no differences 
in the SNA signal of the lung tissue between the different 
groups of pigs.

SA-a-2,3-terminal saccharides (MAAII lectin). 
The MAAII lectin signal demonstrating the SA-α-2,3-
terminal saccharides was more pronounced than the SA 
lectin signal at the end of EVLP. MAAII was found in epi-
thelial cells of alveoli and bronchioles. Figure 1.

In addition, the connective tissue of the lamina propria 
and submucosa were MAAII positive. Figure 5.

Levels of free Sia
We measured the levels of free Sia in three sample types 
and, as expected, detected Sia in all three samples. 

Table 1  Pulmonary physiological parameters
Start End
Steen LPDA P value1 Steen LPDA P value2 P value3

FiO2 1.0
PVR dynas·s·cm− 5 491.04 ± 123.79 1040.82 ± 77.77 P = 0.178 602.54 ± 251.07 1040.80 ± 101.81 P = 1.000 P = 0.002
PO2perfusate mmHg 445.80 ± 49.6 443.20 ± 90.9 P = 0.382 470.80 ± 50 487 ± 112.7 P = 0.802 P = 0.093
PC02perfusate mmHg 20.40 ± 4.66 32.18 ± 4.20 P = 0.445 18.38 ± 4.39 30.54 ± 2.14 P = 0.009 P = 0.001
HCO3perfusate mmol 2.86 ± 0.65 7.98 ± 1.38 P = 0.35 2.64 ± 0.71 6.72 ± 1.63 P = 0.016 P = 0.001
Glucose perfusate
mmol/L

2.64 ± 0.51 7.74 ± 1.86 P = 0.081 1.66 ± 0.48 5.66 ± 1.91 P = 0.043 P = 0.002

Lactate perfusate mmol/L 7.40 ± 1.12+ 4.84 ± 2.35 P = 0.037 9.56 ± 2.06 7.22 ± 2.02 P = 0.047 P = 0.108
Cstat ml/cmH2O 5.6 ± 1.14 11 ± 4.74 P = 0.374 5.4 ± 1.34 10 ± 2.44 P = 0.546 P = 0.006
Cdyn ml/cmH2O 4.8 ± 0.83 12.2 ± 3.27 P = 0.52 4.8 ± 0.83 10.2 ± 4.6 P = 0.327 P = 0.040
Raw cmH2O/L/S 26.82 ± 6.89 33.68 ± 4.05 P = 0.157 31.46 ± 6.50 34.74 ± 2.87 P = 0.366 P = 0.333
Ppic
cmH2O

19 ± 3.24 16.6 ± 1.51 P = 0.621 19.2 ± 3.19 19.4 ± 5.27 P = 0.231 P = 0.944

Paw
cmH2O

4.8 ± 0.83 7 ± 0 P = 0.374 5 ± 1 7.8 ± 0.83 P = 0.099 P = 0.001

Table 2  Histological features of the lungs
Start End P Value1

Lymphocytes Steen 0.007 (0–0) 0.007(0–0) 1.000
LPDA 0.007 (1 − 0) 0.007(1 − 0) 0.180
P Value2 0.548 0.032

Macrophages Steen 0.007 (0–0) 0.007 (0–0) 0.157
LPDA 0.007(1 − 0) 0.007(1–1) 0.180
P Value2 0.548 0.016

Neutrophils Steen 0.007 (0–0) 0.007 (0–0) 1.000
LPDA 0.007 (1 − 0) 0.007 (1 − 0) 0.180
P Value2 0.421 0.016

Edema Steen 0.007 (0–0) 0.007 (0–0) 0.37
LPDA 0.007 (0–0) 0.007 (0–0) 1.000
P Value2 1.000 0.690

Medians (interquartile range). P Value1 difference by Wilcoxon rank analysis 
of related samples. P Value2 significant difference between the two groups by 
means of the Mann-Whitney U test for independent samples
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Similar concentrations were observed between groups, 
but compared to their initial values, Sia levels were 
increased to a lesser extent in the Steen® group in the 
bronchoalveolar lavage (BAL) (p = 0.19), pulmonary tis-
sue (p = 0.85) and perfusate (p = 0.003). The LPDA group 
exhibited similar findings in the BAL (p = 0.77), lung tis-
sue (p = 0.94), and perfusate (p = 0.003). Differences in Sia 
concentration were not statistically significant between 
groups. Figure 6.

When correlating free Sia levels in, lung tissue, and 
perfusate and BAL fluid, no significant differences were 
observed in any case: Tissue/ PVR (R² = -0.3101918, 
p = 0.3831); Perfusate/PVR (R² = 0.08735245, p = 0.8104; 
BAL/PVR (R² = 0.2841391, p = 0.4262). Tissue/raw 
(R²=0.552935, p = 0.09736); perfusate/raw levels (R²= 
0.5696205, p = 0.08563); BAL/Raw (R² = 0.3078939, 
p = 0.3868). Tissue/Cstat (R² = -0.2604778, p = 0.4673); 
perfusate/Cstat (R² = -0.1875306, p = 0.6039); BAL/Cstat 
(R² = 0.119729; p = 0.7418). Tissue/W/d (R² = 0.2690493, 
p = 0.4522); perfusate/ W/d (R² = 0.1876282, p = 0.6037); 
BAL/ W/d (R² = 0.1434602, p = 0.6926).

Discussion
General interest in the EVLP technique is increasing, and 
extensive studies have been conducted to investigate its 
potential. However, the question remains to what extent 
the platform and its standard solution can affect lung 

function and how it affects the interpretation of poten-
tial viability markers. Therefore, this study evaluated the 
influence of two ex vivo perfusion solutions on lung func-
tion and endothelial injury.

Our findings show that during 120 min of EVLP using 
a swine model, Sia levels were found in the BAL, lung tis-
sue and perfusate in both study solutions during the first 
hour, with higher levels at the end of the study. Sia is an 
important component of the extracellular matrix in vari-
ous tissues [18] and is involved in the biological functions 
of glycans, including their structural, cellular, physiologi-
cal, and immunological functions [19].

In our study, both groups showed similar hemody-
namic performance during EVLP assessment, with 
elevated PVR values for the LPDA group from baseline 
measurement, suggesting the persistence of scattered 
microthrombi despite the use of perfadex and heparin 
solution causing flow obstruction at the level of the small 
arterioles. [20]

Another consideration for this could be that during this 
process, the disruption of Sia, which regulates glycoca-
lyx-mediated mechanotransduction [21, 22] and conse-
quently vessel dilatation [23], could lead to endothelial 
cell dysfunction (ECD). EG components are essential for 
the maintenance of their function and the loss of anionic 
charges provided by Sia can lead to changes in the 

Fig. 1  Shows histological images for the Steen and LPDA groups. It provides representative data obtained after treating the lungs with hematoxylin and 
eosin (H&E) staining. This figure illustrates the beginning and ending scores for both groups: Sections (A) and (B) for the Steen group and sections (C) and 
(D) for the LPDA group, respectively. Scale bar 20 μm

 



Page 7 of 12Hernández-Jiménez et al. BMC Pulmonary Medicine          (2023) 23:326 

Fig. 4  Example of CD31 staining showing increased positivity of blood vessels at the end of EVLP. Scale bar 20 μm

 

Fig. 3  Lung tissue. Immunostaining with diaminobenzidine (DAB) (brown 
color). Positive immunolabeling in respiratory epithelium. A, B) Kinetics of 
120 min of EVLP of group I Steen; and C, D) group LPDA, where positive 
immunolabeling is observed in the cytoplasm of the respiratory epithe-
lium; E) salivary gland tissue used as positive control and F) shows the 
number of Sia-positive pixels in both study groups. Scale bar 20 μm

 

Fig. 2  Transmission electron photography, uranyl acetate and lead citrate 
contrast technique. Close-up of an alveolar capillary in the Steen® solu-
tion group. (A) shows an erythrocyte (Ery) in the lumen. The endothelial 
cell surface displays short, discreet electrodense projections (arrows) sug-
gestive of EG. (B) shows the lumen (L) occupied by slightly electrodense 
proteinaceous material. The box contains an image of pinocytic vacuoles 
in the cytoplasm (arrows)
C) shows a bridge between an (Ery) and the completely smooth surface 
of an endothelial cell. (D) shows a close-up of an endothelial cell. The (L) 
is clearly occupied by slightly electrodense proteinaceous material. The 
endothelial cell surface displays short, discreet electrodense projections 
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geometry of cellular clefts and direct endothelial injury 
[24, 25].

In accordance with the present results, previous studies 
have demonstrated that the three main components of 
glycocalyx—hyaluronic acid, heparan sulfate, and Sia—
are involved in the induced production of endothelial NO 
in swine arteries ex vivo [23].

In a previous study, Sia was also shown to contribute 
to shear-induced NO production during perfusion of 
rabbit mesenteric arteries, and pretreatment with neur-
aminidase suppressed flow-dependent vasodilation [26]. 
Similarly, Hecker, et al. [27] found that when intact seg-
ments of rabbit femoral arteries were pretreated with 
neuraminidase, shear stress-induced NO production was 
inhibited. Along these lines, Zhang, et al. [28] showed 

that in mesenteric arteries perfused with degraded glyco-
calyx, the flow-induced vasodilator response was almost 
absent but was rapidly and completely restored when 
these vessels were perfused with nanoliposomal carriers 
of glycocalyx.

Consistent with our results, Meers, et al. [29] showed 
that subjecting injured swine lungs to EVLP stimulated 
an increase in PVR.

In addition to the increase in PVR, lung compliance 
decreased more markedly in the LPDA group, possibly 
because of impaired lung function. [3]. Our findings are 
consistent with those of Lowe, et al. [30] and Sanchez, et 
al. [20], who demonstrated that changes in pulmonary 
microcirculation directly affect the mechanical proper-
ties of the lung with a consequent increase in alveolar 

Fig. 6  Shows Sia concentrations in the three sample types (BAL, tissue and perfusate) from both study groups at the beginning and end (at 120 min) of 
the EVLP procedure. Average ± SD *p < 0.05

 

Fig. 5  Expression of sialic acids in lung tissue. A. Group treated with Steen ®, B. Group treated with LPDA. Sambucus nigra agglutinin (SNA) to SAα2,6 and 
Maackia amurensis agglutinin (MAA) for binding to SAα2,3. Double fluorescence for TRITC labeled SNA and FITC labeled MAA, cellular nuclei counterstain-
ing using DAPI. Arrow indicates sialic acid expression in the tissue. Scale bar 25 μm|
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pressure compressing capillaries and increasing PVR. 
Therefore, the maintenance of controlled perfusion and 
ventilation are key factors in avoiding epithelial and 
endothelial injuries and the subsequent development 
of pulmonary edema during EVLP, and although lung-
protective strategies were used in this study, the use of a 
roller pump could lead to the changes found in hemody-
namics and pulmonary mechanics [11].

Mechanical ventilation during EVLP is usually per-
formed by adapting the lung protection strategy used 
clinically in patients with acute respiratory distress syn-
drome. This approach, while reasonable, does not take 
into account the specific peculiarities of the isolated 
and perfused organ, compared to a whole organism. The 
absence of the thorax wall and diaphragm surround-
ing the lungs increases ex vivo the proportion of airway 
pressure acting directly on the lungs. [31] Santini A., et 
al., demonstrated that the lungs during EVLP, compared 
to in vivo, have lower current compliance, higher airway 
resistance, increased alveolar dead space, and higher gas 
content for the same airway pressure applied [31]. There-
fore, airway pressures that are considered safe in patients 
could be detrimental to the lungs in the ex vivo environ-
ment. Despite its important contribution to lung recon-
ditioning, this technique has the disadvantage that it can 
induce ventilator-induced lung injury [32].

Another complication in the evaluation of respiratory 
mechanics during the EVLP, is the repeated use of BAL 
that can cause heterogeneities in ventilation, that clearly 
impact on the general mechanical properties of the respi-
ratory system including, of course, airway resistance and 
lung compliance. [33, 34]. The increase in Raw during 
EVLP can be suspected due to the presence of edema. 
[35]. However, it could have been associated with the 
decrease in both Cstat and Cdyn. Similarly, the increase 
in peak pressure suggests that when a certain degree of 
injury to the alveolocapillary membrane had occurred, 
with the subsequent formation of edema, additional pres-
sure was required to distend the alveoli. The changes in 
Paw could have been associated with alterations in Pipc 
and positive end-expiratory pressure. These results are in 
agreement with Terragni, et al. [32], who observed that 
in lungs treated with EVLP for reconditioning prior to 
transplantation, some degree of mechanical ventilation-
induced injury still occurs despite employing a lung-pro-
tective strategy.

ECD is characterized by increased vascular permeabil-
ity, so the presence of edema in our study confirms the 
manifestations of ECD [28]. A possible explanation for 
these results is that high levels of Sia were present on the 
endothelial cell surface [36], transmitting the negative 
charge of the glycocalyx and regulating fluid displace-
ment. Moreover, the loss of anionic charges could have 
led to changes in the geometry of the endothelial clefts, 

resulting in increased permeability [6, 19, 37]. However, 
our model found mild edema in both EVLP groups; 
in addition, we detected no deterioration of oxygen-
ation until the final EVLP [38]. The PaO2/FiO2 quotient 
showed a slight increase compared to the initial EVLP 
values in both groups, which was most likely the result 
of the removal of atelectasis. Traditionally, PaO2/FiO2 
quotients as a measure of pulmonary oxygenation capac-
ity have proven to be the most accurate predictors of a 
successful lung transplant, and our results coincide with 
those reported by Cypel, et al. [39] and Stanzi, et al. [40].

Our histological findings showed a higher number of 
inflammatory cells in Group II than in Group I, probably 
because the ex vivo lung continues to be an important 
part of the generation of a strong inflammatory response 
since it harbors leukocytes in its alveolar and interstitial 
compartments [41]. Edema can occur as a consequence 
of the loss of the negative and hydrophilic charge of the 
endothelial surface. This process is determined by the 
presence of Sia, as has been previously described by sev-
eral authors [4, 19, 41, 42]. Cioffi et al. [6] showed that 
treatment of endothelial monolayers with neuraminidase 
leads to disruption of the endothelial barrier in pulmo-
nary artery endothelial cells and pulmonary vasculature. 
This led to the formation of interendothelial gaps and the 
disappearance of large areas of the monolayer, resulting 
in the loss of integrity of the endothelial barrier, liquids 
and proteins. However, it is still unknown whether a loss 
threshold for Sia must be reached for the interruption of 
the endothelial barrier to occur. Neither is it understood 
whether α (2,6) or α (2,3)-linked sialic acids, or both, are 
of critical importance for barrier integrity or whether 
acetylated sialic acids or (2,8) dimeric-linked sialic acids 
play a key role in the determination of such integrity.

In spite of the presence of edema, we detected no dete-
rioration in the pulmonary structure, in line with what 
was reported by Medeiros, et al. [15] and Sadaria, et al. 
[43], all of whom found no deterioration in pulmonary 
tissue structure even after 12 h of normothermic perfu-
sion. This was also consistent with other research find-
ings that the pulmonary parenchyma was not altered in 
the majority of sections and showed extremely inflated 
alveolus, generally with thin alveolar septae; only a few 
sections had alveolus with edema. [38]

Our study found minimal changes in the ultrastructure 
of the lung samples from the EVLP process, in accor-
dance with earlier observations showing that EVLP more 
effectively preserves functional pulmonary ultrastructure 
[38]. Although this conserved the glycocalyx in a multi-
focal manner in both study groups, its thickness was not 
measured, and we believe that the contribution of GE to 
hydraulic permeability was determined to a great extent 
by this characteristic. This was also noted by Betteridge, 
et al. [37], who confirmed an association between the 
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disruption of the Sia and a reduction in EG thickness. 
This was sufficient to explain the increase in hydraulic 
conductivity after treatment with neuraminidase, sug-
gesting that the GE must reach a minimal thickness to 
impede the flow of albumen. Our microscopic findings 
must be more solidly grounded, suggesting the need to 
undertake new comparisons of the ultrastructure, by 
employing setting techniques that do not significantly 
damage the electronegative structures, as is the case with 
Sia [44]. Nevertheless, we were able to generate detailed 
morphological results and compare them with functional 
findings.

Sialic acids are prominently expressed along the epithe-
lial border lining the airways and are also major compo-
nents of the secreted mucins in the airways [36]. Given 
that cellular sialylation is a dynamic process and that the 
balance between sialyltransferase and sialidase activity 
determines the state of sialylation on the cell surface [45], 
the inflammatory process could determine the increase 
in immunohistochemical expression at the end of EVLP. 
It is worth mentioning that to date, no study has reported 
the effect of sialylation during EVLP. However, studies 
have provided detailed insight into the functional conse-
quences of increased cell membrane sialic acid in tumor 
cells [46] and have shown that the structure of cell sur-
face α2–3 sialic acid could influence cell‒cell signal trans-
duction and affect cell behavior [47].

On the other hand, we found higher expression of 
PECAM-1 in the lungs after EVLP than at the beginning 
of EVLP. Increased PECAM-1 levels could be caused by 
PECAM-1 upregulation in lung endothelial cells or by 
inflammatory cells, which supports data on endothelial 
dysfunction [48].

It is currently understood that glycocalyx degradation 
can occur during the EVLP procedure [49, 50]. Given 
the abundance and importance of Sia in key physiologi-
cal processes, analyzing it in samples obtained during the 
EVLP process and understanding its possible relation-
ship with pulmonary function may be important. We 
acknowledge the limitations of this study: first, there was 
a relatively small number of lungs available, which may 
also explain the inability to reach statistical significance 
in some parameters; second, unlike all previous studies 
assessing Sia, in our study, we were unable to determine 
total Sia levels. Nevertheless, we showed that Sia, as a 
degradation product of EG during the EVLP process, can 
be elevated at 120  min when using two different perfu-
sion solutions, although there was no correlation with 
lung function.

Abbreviations
EVLP	� Ex vivo lung perfusion
EG	� Endothelial glycocalyx
PG	� Proteoglycans
Sia	� Sialic acids

GAG	� Glycosaminoglycans
Neu5Ac	� N-acetylneuraminic acid
LPDA	� Low-potassium dextran-albumin solution
PA	� Pulmonary artery
PEEP	� Positive end-expiratory pressure
PawP	� Pulmonary artery wedge pressure
FiO2	� Fraction of inspired oxygen
PVR	� Pulmonary vascular resistance
PaFiO2	� Pressure of oxygen and the fraction of inspired oxygen
PaO2	� Partial pressure of oxygen
PaCO2	� Partial pressure of carbon dioxide
HCO3	� Bicarbonate
FiO2	� Fraction of inspired oxygen
Cstat	� Static lung compliance
Cdyn	� Dynamic lung compliance
Raw	� Airway resistance
Ppic	� Peak inspiratory pressure
Paw	� Mean airway pressure
H&E	� Hematoxylin and eosin
TBST	� Tris Buffered Saline, with Tween
DAB	� 3,3′-Diaminobenzidine
IHC	� Immunohistochemistry
NIH	� National Institutes of Health
CD31/ PECAM-1	� Platelet endothelial cell adhesion molecule 1
SNA	� Sambucus nigra agglutinin
MAA	� Maakia amurensis agglutinin
FICT	� Fluorescein isothiocynate
TRITC	� Tetrametyl rhodamine isothiocynate
TBS	� Tris buffered saline
BAL	� Bronchoalveolar lavage
Ery	� Erytrocyte
ECD	� Endothelial cell dysfunction
NO	� Nitric oxide

Acknowledgements
Not applicable.

Authors’ contributions
CHJ, RJV Conceived and designed the experimentsJMC, JROZ, RJV, MTLP, 
NEDM, MAG,MBL, APJ, JCVM, OPH, COFS performed the experimentsCHJ, ROZ, 
AEGC, NEMM, MGG, AMB analyzed the dataAMB, OPH contributed reagents/
materials/ analysis/ tools CHJ, JCM, JROZ contributed to the writing of the 
manuscript. All authors reviewed the manuscript.

Funding
This study was supported by the National Institute of Respiratory Diseases 
Ismael Cosío Villegas. The funder had no role in study design, data collection 
and analysis, decision to publish, or preparation of the manuscript.

Data Availability
All data generated or analysed during this study are included in this published 
article.

Declarations

Ethics approval and consent to participate
The protocol was approved by the National Institute of Respiratory Ismael 
Cosio Villegas Diseases (IRB - B09-17). In this work, the methodology was 
carried out in strict compliance with the local standard for the use of 
laboratory animals (Technical Specifications for the Production, Care and Use 
of Laboratory Animals of the Official Mexican Standard NOM-062-ZOO-1999), 
and in accordance with the ARRIVE Guidelines.

Consent for publication
Not Applicable (NA).

Competing interests
The authors report no conflicts of interest. The authors alone are responsible 
for the content and writing of the paper.



Page 11 of 12Hernández-Jiménez et al. BMC Pulmonary Medicine          (2023) 23:326 

Author details
1Department of Surgery Research of National Institute of Respiratory 
Diseases Ismael Cosío Villegas, Mexico City, Mexico
2Experimental Lung Transplant Unit of National Institute of Respiratory 
Diseases Ismael Cosío Villegas, Mexico City, Mexico
3Nursing Research Coordination of National Institute of Respiratory 
Diseases Ismael Cosío Villegas, Mexico City, Mexico
4Department of Medical and Pharmaceutical Biotechnology, Center for 
Research and Assistance in Technology and Design of the State of Jalisco, 
Jalisco, Mexico
5Laboratory of Morphology of National Institute of Respiratory Diseases 
Ismael Cosío Villegas, Mexico City, Mexico
6Electron Microscopy Unit, Faculty of Veterinary Medicine and 
Zootechnics, National Autonomous University of Mexico, Mexico City, 
Mexico
7Cardiothoracic Surgery Service of National Institute of Respiratory 
Diseases Ismael Cosío Villegas, Mexico City, Mexico
8Department of Physiology, School of Medicine, National Autonomous 
University of Mexico, Mexico City, Mexico

Received: 26 April 2023 / Accepted: 29 August 2023

References
1.	 Cárdenes N, Sembrat J, Noda K, Lovelace T, Álvarez D, Bittar HET, Philips BJ, 

Nouraie M, Benos PV, Sánchez PG, Rojas M. Human ex vivo lung perfusion: a 
novel model to study human lung diseases. Sci Rep. 2021;11(1):490. https://
doi.org/10.1038/s41598-020-79434-4. PMID: 33436736; PMCID: PMC7804395.

2.	 Nelson K, Bobba C, Ghadiali S, Hayes D Jr, Black SM, Whitson BA. Animal 
models of ex vivo lung perfusion as a platform for transplantation research. 
World J Exp Med. 2014;4(2):7–15. https://doi.org/10.5493/wjem.i2.7. PMID: 
24977117; PMCID: PMC4073219.

3.	 Mehaffey JH, Charles EJ, Sharma AK, Money DT, Zhao Y, Stoler MH, Lau CL, 
Tribble CG, Laubach VE, Roeser ME, Kron IL. Airway pressure release ventila-
tion during ex vivo lung perfusion attenuates injury. J Thorac Cardiovasc 
Surg. 2017;153(1):197–204. Epub 2016 Sep 22. PMID: 27742245; PMCID: 
PMC5164862.

4.	 Weinbaum S, Cancel LM, Fu BM, Tarbell JM. The glycocalyx and its role in 
vascular physiology and Vascular Related Diseases. Cardiovasc Eng Technol. 
2021;12(1):37–71. https://doi.org/10.1007/s13239-020-00485-9. Epub 2020 
Sep 21. PMID: 32959164; PMCID: PMC7505222.

5.	 Aamelfot M, Dale OB, Weli SC, Koppang EO, Falk K. The in situ distribution of 
glycoprotein-bound 4-O-Acetylated sialic acids in vertebrates. Glycoconj J. 
2014;31(4):327–35. https://doi.org/10.1007/s10719-014-9529-7.

6.	 Cioffi DL, Pandey S, Alvarez DF, Cioffi EA. Terminal sialic acids are an impor-
tant determinant of pulmonary endothelial barrier integrity. Am J Physiol 
Lung Cell Mol Physiol. 2012;302(10):L1067–77. https://doi.org/10.1152/
ajplung.00190.2011).

7.	 Liu HQ, Li J, Xuan CL, Ma HC. A review on the physiological and patho-
physiological role of endothelial glycocalyx. J Biochem Mol Toxicol. 
2020;34(11):e22571. https://doi.org/10.1002/jbt.22571. Epub 2020 Jul 13. 
PMID: 32659867.

8.	 Percie du Sert N, Hurst V, Ahluwalia A, Alam S, Avey MT, Baker M, et al. The 
ARRIVE guidelines 2.0: updated guidelines for reporting animal research. PLoS 
Biol. 2020;18(7):e3000410. https://doi.org/10.1371/journal.pbio.3000410.

9.	 Balls M. Replacement of animal procedures: alternatives in research, educa-
tion and testing. Lab Anim. 1994;28:193–211.

10.	 Mariscal A, Caldarone L, Tikkanen J, Nakajima D, Chen M, Yeung J, et al. Pig 
lung transplant survival model. Nat Protoc. 2018;13(8):1814–28. https://doi.
org/10.1038/s41596-018-0019-4.

11.	 Cypel M, Keshavjee S. Extracorporeal lung perfusion (ex-vivo lung perfusion). 
Curr Opin Organ Transplant. 2016; 21(3):329 – 35. https://doi.org/10.1097/
MOT.0000000000000320. PMID: 27145198.

12.	 Cypel M, Yeung JC, Hirayama S, Rubacha M, Fischer S, Anraku M, Sato M, 
Harwood S, Pierre A, Waddell TK, de Perrot M, Liu M, Keshavjee S. Technique 
for prolonged normothermic ex vivo lung perfusion. J Heart Lung Transplant. 
2008; 27(12):1319-25. https://doi.org/10.1016/j.healun.2008.09.003. PMID: 
19059112.

13.	 Mulloy DP, Stone ML, Crosby IK, Lapar DJ, Sharma AK, Webb DV, Lau CL, 
Laubach VE, Kron IL. Ex vivo rehabilitation of non-heart-beating donor lungs 
in preclinical porcine model: delayed perfusion results in superior lung func-
tion. J Thorac Cardiovasc Surg. 2012;144(5):1208–15. https://doi.org/10.1016/j.
jtcvs.2012.07.056. Epub 2012 Aug 31. PMID: 22944084; PMCID: PMC3477251.

14.	 Hernández-Jiménez C, Olmos-Zúñiga JR, Baltazares-Lipp M, Jasso-Victoria 
R, Polo-Jerez A, Pérez-López MT, Vázquez-Justiniano LF, Díaz-Martínez NE, 
Gaxiola-Gaxiola M, Romero-Romero L, Guzmán-Cedillo AE, Baltazares-Lipp 
ME, Vázquez-Minero JC, Gutiérrez-González LH, Alonso-Gómez M, Silva-Mar-
tínez M. Endothelin-Converting Enzyme 1 and Vascular Endothelial Growth 
Factor as Potential Biomarkers during Ex Vivo Lung Perfusion with Prolonged 
Hypothermic Lung-Sparing. Dis Markers. 2022; 2022:6412238. https://doi.
org/10.1155/2022/6412238. PMID: 35178130; PMCID: PMC8844163.

15.	 Medeiros IL, Pêgo-Fernandes PM, Mariani AW, Fernandes FG, do Vale 
Unterpertinger F, Canzian M, Jatene FB. Histologic and functional evaluation 
of lungs reconditioned by ex vivo lung perfusion. J Heart Lung Transplant. 
2012;31(3):305–9. https://doi.org/10.1016/j.healun.2011.10.005.

16.	 Varghese F, Bukhari AB, Malhotra R, De A. IHC profiler: an open source plugin 
for the quantitative evaluation and automated scoring of immunohisto-
chemistry images of human tissue samples. PLoS ONE. 2014;9(5):e96801. 
https://doi.org/10.1371/journal.pone.0096801. PMID: 24802416; PMCID: 
PMC4011881.

17.	 Wobser M, Siedel C, Kneitz H, Bröcker EB, Goebeler M, Houben R, Geissinger E. 
Microvessel density and expression of vascular endothelial growth factor and 
its receptors in different subtypes of primary cutaneous B-cell lymphoma. 
Acta Derm Venereol. 2013;93(6):656 – 62. https://doi.org/10.2340/00015555-
1589. PMID: 23624620.

18.	 Varki A, Gagneux P. Multifarious roles of sialic acids in immunity. Ann N Y Acad 
Sci. 2012;1253:16–36.

19.	 Varki A, Schauer R. Sialic acids. In: Varki A, Cummings RD, Esko JD, Freeze HH, 
Stanley P editors. Essentials of glycobiology. Cold Spring Harbor, NY: Cold 
Spring Harbor Laboratory Press; 2009].

20.	 Sanchez PG, Bittle GJ, Williams K, Pasrija C, Xu K, Wei X, Wu ZJ, Griffith 
BP. Ex vivo lung evaluation of prearrest heparinization in donation after 
cardiac death. Ann Surg. 2013;257(3):534–41. https://doi.org/10.1097/
SLA.0b013e318273bef1. PMID: 2310812.

21.	 Tarbell JM, Pahakis MY. Mechanotransduction and the glycocalyx. J Intern 
Med. 2006;259(4):339 – 50. https://doi.org/10.1111/j.1365-2796.2006.01620. x. 
PMID: 16594902.

22.	 Pahakis MY, Kosky JR, Dull RO, Tarbell JM. The role of endothelial glycocalyx 
components in mechanotransduction of fluid shear stress. Biochem Biophys 
Res Commun. 2007;355(1):228–33. https://doi.org/10.1016/j.bbrc.2007.01.137. 
Epub 2007 Feb 2. PMID: 17291452; PMCID: PMC1847369.

23.	 Bartosch AMW, Mathews R, Tarbell JM. Endothelial glycocalyx-mediated 
nitric oxide production in response to selective AFM pulling. Biophys 
J. 2017;113(1):101–8. https://doi.org/10.1016/j.bpj.2017.05.033. PMID: 
28700908; PMCID: PMC5510764.

24.	 Chelazzi C, Villa G, Mancinelli P, De Gaudio AR, Adembri C. Glycocalyx and 
sepsis-induced alterations in vascular permeability. Crit Care. 2015;19(1):26. 
https://doi.org/10.1186/s13054-015-0741-z. PMID: 25887223; PMCID: 
PMC4308932.

25.	 LaRivière WB, Schmidt EP. The pulmonary endothelial glycocalyx in ARDS: a 
critical role for Heparan Sulfate. Curr Top Membr. 2018;82:33–52. https://doi.
org/10.1016/bs.ctm.2018.08.005. Epub 2018 Sep 27. PMID: 30360782.

26.	 Pohl U, Herlan K, Huang A, Bassenge E. EDRF-mediated shear-induced 
dilation opposes myogenic vasoconstriction in small rabbit arter-
ies. Am J Physiol. 1991;261(6 Pt 2):H2016-23. https://doi.org/10.1152/
ajpheart.1991.261.6.H2016. PMID: 1721502.

27.	 Hecker M, Mülsch A, Bassenge E, Busse R. Vasoconstriction and increased 
flow: two principal mechanisms of shear stress-dependent endothelial auta-
coid release. Am J Physiol. 1993;265(3 Pt 2):H828-33. https://doi.org/10.1152/
ajpheart.1993.265.3.H828. PMID: 8105699.

28.	 Zhang X, Sun D, Song JW, Zullo J, Lipphardt M, Coneh-Gould L, Goligorsky 
MS. Endothelial cell dysfunction and glycocalyx - A vicious circle. Matrix Biol. 
2018;71–72:421–31. https://doi.org/10.1016/j.matbio.2018.01.026. Epub 2018 
Feb 1. PMID: 29408548.

29.	 Meers CM, Tsagkaropoulos S, Wauters S, Verbeken E, Vanaudenaerde B, 
Scheers H, Verleden GM, Van Raemdonck D. A model of ex vivo perfu-
sion of porcine donor lungs injured by gastric aspiration: a step towards 
pretransplant reconditioning. J Surg Res. 2011;170(1):e159–67. https://doi.
org/10.1016/j.jss.2011.05.015. Epub 2011 Jun 7. PMID: 21737098.

https://doi.org/10.1038/s41598-020-79434-4
https://doi.org/10.1038/s41598-020-79434-4
https://doi.org/10.5493/wjem.i2.7
https://doi.org/10.1007/s13239-020-00485-9
https://doi.org/10.1007/s10719-014-9529-7
https://doi.org/10.1152/ajplung.00190.2011)
https://doi.org/10.1152/ajplung.00190.2011)
https://doi.org/10.1002/jbt.22571
https://doi.org/10.1371/journal.pbio.3000410
https://doi.org/10.1038/s41596-018-0019-4
https://doi.org/10.1038/s41596-018-0019-4
https://doi.org/10.1097/MOT.0000000000000320
https://doi.org/10.1097/MOT.0000000000000320
https://doi.org/10.1016/j.healun.2008.09.003
https://doi.org/10.1016/j.jtcvs.2012.07.056
https://doi.org/10.1016/j.jtcvs.2012.07.056
https://doi.org/10.1155/2022/6412238
https://doi.org/10.1155/2022/6412238
https://doi.org/10.1016/j.healun.2011.10.005
https://doi.org/10.1371/journal.pone.0096801
https://doi.org/10.2340/00015555-1589
https://doi.org/10.2340/00015555-1589
https://doi.org/10.1097/SLA.0b013e318273bef1
https://doi.org/10.1097/SLA.0b013e318273bef1
https://doi.org/10.1111/j.1365-2796.2006.01620
https://doi.org/10.1016/j.bbrc.2007.01.137
https://doi.org/10.1016/j.bpj.2017.05.033
https://doi.org/10.1186/s13054-015-0741-z
https://doi.org/10.1016/bs.ctm.2018.08.005
https://doi.org/10.1016/bs.ctm.2018.08.005
https://doi.org/10.1152/ajpheart.1991.261.6.H
https://doi.org/10.1152/ajpheart.1991.261.6.H
https://doi.org/10.1152/ajpheart.1993.265.3.H828
https://doi.org/10.1152/ajpheart.1993.265.3.H828
https://doi.org/10.1016/j.matbio.2018.01.026
https://doi.org/10.1016/j.jss.2011.05.015
https://doi.org/10.1016/j.jss.2011.05.015


Page 12 of 12Hernández-Jiménez et al. BMC Pulmonary Medicine          (2023) 23:326 

30.	 Lowe K, Alvarez DF, King JA, Stevens T. Perivascular fluid cuffs decrease lung 
compliance by increasing tissue resistance. Crit Care Med. 2010;38(6):1458–
66. https://doi.org/10.1097/CCM.0b013e3181de18f0. PMID: 20400904; 
PMCID: PMC2908493.

31.	 Santini A, Fumagalli J, Merrino A, Protti I, Paleari MC, Montoli M, Dondossola 
D, Gori F, Righi I, Rosso L, Gatti S, Pesenti A, Grasselli G, Zanella A. Evidence 
of Air Trapping During Ex Vivo Lung Perfusion: A Swine Experimental Lung 
Imaging and Mechanics Study. Transplant Proc. 2021 Jan-Feb;53(1):457–465. 
https://doi.org/10.1016/j.transproceed.2020.10.016. Epub 2020 Dec 16. PMID: 
33339649.

32.	 Terragni PP, Fanelli V, Boffini M, Filippini C, Cappello P, Ricci D, Del Sorbo L, 
Faggiano C, Brazzi L, Frati G, Venuta F, Mascia L, Rinaldi M, Ranieri VM. Ventila-
tory Management During Normothermic Ex Vivo Lung Perfusion: Effects 
on Clinical Outcomes. Transplantation. 2016; 100(5):1128-35. https://doi.
org/10.1097/TP.0000000000000929. PMID: 26425874.

33.	 Dellacà RL, Zannin E, Sancini G, et al. Changes in the mechanical properties 
of the respiratory system during the development of interstitial lung edema. 
Respir Res. 2008;9:51.

34.	 Novák Z, Peták F, Bánfi A, Tóth-Szuki V, Baráti L, Kósa L, Bari F, Székely E. An 
improved technique for repeated bronchoalveolar lavage and lung mechan-
ics measurements in individual rats. Respir Physiol Neurobiol. 2006;154(3):467 
– 77. https://doi.org/10.1016/j.resp.2005.12.004. Epub 2006 Jan 18. PMID: 
16413833.

35.	 Yeung JC, Cypel M, Machuca TN, Koike T, Cook DJ, Bonato R, Chen M, Sato 
M, Waddell TK, Liu M, Slutsky AS, Keshavjee S. Physiologic assessment 
of the ex vivo donor lung for transplantation. J Heart Lung Transplant. 
2012;31(10):1120-6. https://doi.org/10.1016/j.healun.2012.08.016. PMID: 
22975103.

36.	 Varki A. Sialic acids in human health and disease. Trends Mol Med. 
2008;14(8):351–60. https://doi.org/10.1016/j.molmed.2008.06.002. Epub 2008 
Jul 6. PMID: 18606570; PMCID: PMC2553044.

37.	 Betteridge (BetteridgeKB, Arkill KP, Neal CR, Harper SJ, Foster RR, Satchell 
SC, Bates DO, Salmon AHJ. Sialic acids regulate microvessel permeability, 
revealed by novel in vivo studies of endothelial glycocalyx structure and 
function. J Physiol. 2017;595(15):5015–35. https://doi.org/10.1113/JP274167. 
PMID: 28524373; PMCID: PMC5538239.

38.	 Steinmeyer J, Becker S, Avsar M, Salman J, Höffler K, Haverich A, Warnecke 
G, Mühlfeld C, Ochs M, Schnapper-Isl A. Cellular and acellular ex vivo lung 
perfusion preserve functional lung ultrastructure in a large animal model: 
a stereological study. Respir Res. 2018;19(1):238. https://doi.org/10.1186/
s12931-018-0942-5. PMID: 30509256; PMCID: PMC6278069.

39.	 Cypel M, Yeung JC, Liu M, Anraku M, Chen F, Karolak W, et al. Normother-
mic ex vivo lung perfusion in clinical lung transplantation. N Engl J Med. 
2011;364(15):1431–40.

40.	 Stanzi A, Neyrinck A, Somers J, Cauwenberghs H, Verbeken E, Santambrogio 
L, Van Raemdonck D. Do we need to cool the lung graft after ex vivo lung 
perfusion? A preliminary study. J Surg Res. 2014;192(2):647–55. https://doi.
org/10.1016/j.jss.2014.07.068.

41.	 Schauer R. Sialic acids as regulators of molecular and cellular interac-
tions. Curr Opin Struct Biol. 2009; 19(5):507–514. https://doi.org/10.1016/j.
sbi.2009.06.003. PMID: 19699080.

42.	 Reitsma S, Slaaf DW, Vink H, van Zandvoort MA, oude Egbrink MG. The endo-
thelial glycocalyx: composition, functions, and visualization. Pflugers Arch. 
2007;454(3):345 – 59. https://doi.org/10.1007/s00424-007-0212-8. Epub 2007 
Jan 26. PMID: 17256154; PMCID: PMC1915585.

43.	 Sadaria MR, Smith PD, Fullerton DA, Justison GA, Lee JH, Puskas F, Grover FL, 
Cleveland JC Jr, Reece TB, Weyant MJ. Cytokine expression profile in human 
lungs undergoing normothermic ex-vivo lung perfusion. Ann Thorac Surg. 
2011 Aug;92(2):478–84. Epub 2011 Jun 25. PMID: 21704971.

44.	 Ushiyama A, Kataoka H, Iijima T. Glycocalyx and its involvement in clinical 
pathophysiologies. J Intensive Care. 2016;4(1):59. https://doi.org/10.1186/
s40560-016-0182-z. PMID: 27617097; PMCID: PMC5017018.

45.	 Bi S, Baum LG. Sialic acids in T cell development and function. Biochim 
Biophys Acta. 2009;1790(12):1599 – 610. https://doi.org/10.1016/j.bba-
gen.2009.07.027. Epub 2009 Aug 4. PMID: 19664692.

46.	 Hugonnet M, Singh P, Haas Q, von Gunten S. The distinct roles of Sialyl-
transferases in Cancer Biology and Onco-Immunology. Front Immunol. 
2021;12:799861. https://doi.org/10.3389/fimmu.2021.799861. PMID: 
34975914; PMCID: PMC8718907.

47.	 Xu L, Xu W, Xu G, Jiang Z, Zheng L, Zhou Y, Wei W, Wu S. Effects of cell surface 
α2–3 sialic acid on osteogenesis. Glycoconj J. 2013;30(7):677–85. https://doi.
org/10.1007/s10719-013-9472-z. Epub 2013 Mar 22. PMID: 23519914.

48.	 Winneberger J, Schöls S, Lessmann K, Rández-Garbayo J, Bauer AT, Mohamud 
Yusuf A, Hermann DM, Gunzer M, Schneider SW, Fiehler J, Gerloff C, Gelder-
blom M, Ludewig P, Magnus T. Platelet endothelial cell adhesion molecule-1 
is a gatekeeper of neutrophil transendothelial migration in ischemic stroke. 
Brain Behav Immun. 2021;93:277–87. Epub 2020 Dec 31. PMID: 3338842.

49.	 Sladden TM, Yerkovich S, Wall D, Tan M, Hunt W, Hill J, Smith I, Hopkins 
P, Chambers DC. Endothelial glycocalyx shedding occurs during Ex vivo 
lung perfusion: a pilot study. J Transpl. 2019;2019:6748242. https://doi.
org/10.1155/2019/6748242. PMID: 31534794; PMCID: PMC6732651.

50.	 Andreasson AS, Karamanou DM, Gillespie CS, Özalp F, Butt T, Hill P, Jiwa K, 
Walden HR, Green NJ, Borthwick LA, Clark SC, Pauli H, Gould KF, Corris PA, 
Ali S, Dark JH, Fisher AJ. Profiling inflammation and tissue injury markers in 
perfusate and bronchoalveolar lavage fluid during human ex vivo lung per-
fusion. Eur J Cardiothorac Surg. 2017;51(3):577–86. https://doi.org/10.1093/
ejcts/ezw358. PMID: 28082471; PMCID: PMC5400024.

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

https://doi.org/10.1097/CCM.0b013e3181de18f0
https://doi.org/10.1016/j.transproceed.2020.10.016
https://doi.org/10.1097/TP.0000000000000929
https://doi.org/10.1097/TP.0000000000000929
https://doi.org/10.1016/j.resp.2005.12.004
https://doi.org/10.1016/j.healun.2012.08.016
https://doi.org/10.1016/j.molmed.2008.06.002
https://doi.org/10.1113/JP274167
https://doi.org/10.1186/s12931-018-0942-5
https://doi.org/10.1186/s12931-018-0942-5
https://doi.org/10.1016/j.jss.2014.07.068
https://doi.org/10.1016/j.jss.2014.07.068
https://doi.org/10.1016/j.sbi.2009.06.003
https://doi.org/10.1016/j.sbi.2009.06.003
https://doi.org/10.1007/s00424-007-0212-8
https://doi.org/10.1186/s40560-016-0182-z
https://doi.org/10.1186/s40560-016-0182-z
https://doi.org/10.1016/j.bbagen.2009.07.027
https://doi.org/10.1016/j.bbagen.2009.07.027
https://doi.org/10.3389/fimmu.2021.799861
https://doi.org/10.1007/s10719-013-9472-z
https://doi.org/10.1007/s10719-013-9472-z
https://doi.org/10.1155/2019/6748242
https://doi.org/10.1155/2019/6748242
https://doi.org/10.1093/ejcts/ezw358
https://doi.org/10.1093/ejcts/ezw358

	﻿Changes in the levels of free sialic acid during ex vivo lung perfusion do not correlate with pulmonary function. Experimental model
	﻿Abstract
	﻿Background
	﻿Materials and methods
	﻿Study groups
	﻿Donor procedures
	﻿Preparation of lungs for EVLP
	﻿Assessment
	﻿Lung function


	﻿Microscopic assessment
	﻿Transmission electron microscopy
	﻿Determination of pulmonary edema
	﻿Immunohistochemical expression
	﻿Immunofluorescence
	﻿Quantification of Sia
	﻿Statistical analysis
	﻿Results
	﻿Histological findings
	﻿Wet/Dry ratio
	﻿Immunofluorescence findings
	﻿Levels of free Sia

	﻿Discussion
	﻿References


