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Abstract: Protamine sulfate (PS) is a polycationic protein drug obtained from the sperm of
fish, and is used to reverse the anticoagulant effect of unfractionated heparin (UFH). However,
the interactions between PS, UFH, and platelets are still not clear. We measured the platelet numbers
and collagen-induced aggregation, P-selectin, platelet factor 4, β-thromboglobulin, prostacyclin
metabolite, D-dimers, activated partial thromboplastin time, prothrombin time, anti-factor Xa,
fibrinogen, thrombus weight and megakaryocytopoiesis in blood collected from mice and rats
in different time points.. All of the groups were treated intravenously with vehicle, UFH,
PS, or UFH with PS. We found a short-term antiplatelet activity of PS in mice and rats, and
long-term platelet-independent antithrombotic activity in rats with electrically-induced thrombosis.
The antiplatelet and antithrombotic potential of PS may contribute to bleeding risk in PS-overdosed
patients. The inhibitory effect of PS on the platelets was attenuated by UFH without inducing
thrombocytopenia. Treatment with UFH and PS did not affect the formation, number, or activation of
platelets, or the thrombosis development in rodents.
Keywords: animal models; heparin; platelets; protamine; thrombocytopenia; thrombosis

1. Introduction
Protamine sulfate (PS), an alkaline protein consisting mainly of arginine, stabilizes DNA during
spermatogenesis. PS is used in medicine to reverse the anticoagulant activity of anionic unfractionated
heparin (UFH), and to stabilize neutral protamine Hagedorn (NPH) insulin [1]. Commercially available
PS is currently derived from the sperm nuclei of chum salmon fish, which were traditionally caught
at the north-eastern coast of the Japanese island of Honshu. The salmon fishing areas were moved
north of the Hokkaido island after the Japan earthquake and tsunami of 2011. The differences among
the individual fish acquired from the separate geographical populations resulted in a heterogeneity
of PS and its action. PS also may induce an anaphylactic reaction in patients receiving NPH insulin
or those with a fish allergy, which is probably related to its animal origin. Despite the above, PS is
still in use as it is a life-saving drug [1]. The postoperative PS infusion minimizes bleeding after UFH
administration [2]. However, the risk still exists and may increase by both the release of UFH from
complexes with PS [3], or with the additional doses of PS [4].
The anticoagulant properties of PS are related to its interaction with platelets, coagulation factors,
and fibrinolysis [5]. Under physiological conditions, platelets freely circulate in the blood vessels, and
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they are protected from activation by the healthy endothelium and its mediators, such as nitric oxide
(NO) and prostacyclin. The activation of platelets is a crucial step in arterial thrombosis development.
Adhesive glycoprotein receptors Ib/IX, Ia/IIa, VI, and IIb/IIIa interact with von Willebrand factor (vWF)
and collagen, among others, which capture the platelets and induce activation signals. The activated
platelets secrete agonists from dense- and α-granules, such as adenosine diphosphate, platelet factor 4
(PF4), or β-thromboglobulin (βTG), leading to further activation. Platelets serve as attachment sites
for coagulation factors, and as a source of those factors and other molecules, such as polyphosphates
(PolyP) and prothrombin. The initiated coagulation cascade and aggregated platelets contribute to
fibrin formation, which stabilizes the thrombus [6]. Direct exposure to PS may reduce the platelet
activity and aggregation, and induce thrombocytopenia. Transient thrombocytopenia (5–60 min)
was reported during UFH neutralization in female Sprague-Dawley rats [7], dogs [8], goats [9], and
humans [10]. Previous in-vitro studies have suggested that PS may adhere to the negatively charged
platelet membrane, and thus even induce platelet aggregation by forming bridges between adjacent
platelets, leading to thrombocytopenia [11]. It also interferes with glycoprotein Ib (GPIb) [12], which
plays a critical role in mediating platelet clearance [13]. PS complexed with UFH could alter the
platelet behavior and form complexes with them, which accumulate in the pulmonary and hepatic
circulation [7–10,14–19]. Some authors postulated that UFH and PS change blood cells through the
classical pathway of complement activation, which may result in transient thrombocytopenia [20].
There are many studies with often contradictory results on the short-term antiplatelet action of PS,
but there is a lack of information on the potential long-term platelets’ response. The clinical observation
is scarce and can hardly be attributed to PS.
Recently, it was proposed that multimolecular complexes of UFH and PS may induce the
production of platelet-activating immunoglobulin G (IgG) antibodies, which are responsible for severe
thrombocytopenia and thromboembolic complications [21–25]. This phenomenon has been observed in
the post-operative period, and more frequently in immunized patients with NPH insulin [21–24,26,27].
The Fc domains of the IgG antibody within the immune PS and UFH complex may bind to the platelet
Fcγ receptor type IIa, and activate platelets, leading to their aggregation and clearance, but other
Fc-independent mechanisms could also be taken into account [12,21,28,29]. However, a significant part
of the current data was obtained from patients taking more than one drug and undergoing invasive
cardiovascular procedures, which can mask the real effects of PS. The discrepancies may also be related
to the different times of platelet responses or the presence of antibodies.
The gaps in the potential hemostatic complications related to UFH neutralization by PS, and the
unclear platelet response to PS encouraged us to explore, in more detail, the interaction of UFH and PS
with platelets and thrombosis, with the use of relevant animal in-vivo models in a time-dependent
manner. In the present study, we investigated the number of platelets and the various markers of
platelet activation in mice and rats from three minutes up until five weeks, from single or repeated
injections of PS alone, or PS together with UHF. We also estimated the thrombopoiesis, as well as the
mechanisms involved in the thrombotic and hemorrhagic complications of drugs.
2. Results
2.1. The Effect of UFH and PS on the Number of Platelets and Their Function in Mice and Rats
We decided to choose a therapeutic dose of UFH (150 U/kg) that extended the activated partial
thromboplastin time (aPTT) by almost three times and the bleeding time by half in rats [30]. The PS
dose was determined based on the clinical practice, finding that 1 mg of PS neutralizes 100 U of UFH.
PS alone slightly decreased the platelet count at 15 min in the mice, while we observed a similar
but even smaller decrease in the platelet count in a group treated with UFH and PS. The number of
platelets returned to a normal level at the 60 min in both groups (Figure 1a).
There was no statistical difference in platelet count in the mice treated once a week with UFH and
PS, or PS alone for 35 days, but we noted a drop in the number of platelets, to below 50%, in three out
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of the seven mice treated with UFH and PS at the end of the experiment (Figure 1a). In the rats, we did
3 of 18
not observe any changes in the platelet count during the whole experiment (Figure 1b).
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Figure 1. Platelet number in (a) mice (n = 5–8) and (b) rats (n = 5–10) at 3, 15, 30, and 60 minutes, and
Figure 1. Platelet number in (a) mice (n = 5–8) and (b) rats (n = 5–10) at 3, 15, 30, and 60 minutes, and
on the 35th day after the administration of unfractionated heparin (UFH) and protamine sulfate (PS).
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respectively. *p < 0.05; **p < 0.01 vs vehicle; ^p < 0.05; ^^p < 0.01 vs PS group; Kruskal–Wallis ANOVA
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We observed a significant reduction in the P-selectin concentration (Figure 4a), and no changes in
the PF4 (Figure 4b) and βTG concentration (Figure 4c) in the mice treated repeatedly (once a week)
with UFH alone, or together with PS, for 35 days.
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2.2. The Effect of UFH and PS on Thrombosis and Coagulation Parameters in Mice and Rats
2.2. The Effect of UFH and PS on Thrombosis and Coagulation Parameters in Mice and Rats
There was no change in the aPTT (Figure 5a) and D-dimer (Figure 5b) concentration in the
There was no change in the aPTT (Figure 5a) and D-dimer (Figure 5b) concentration in the mice.
mice. The PS significantly decreased the thrombus weight after repeated intravenous administration
The PS significantly decreased the thrombus weight after repeated intravenous administration in the
in the rats developing arterial thrombosis (0.86 (0.63–1.24) vs. 1.11 (0.66–1.35) mg in the vehicle
rats developing arterial thrombosis (0.86 (0.63–1.24) vs 1.11 (0.66–1.35) mg in the vehicle group,
group, Figure 5c). The UFH administered together with PS slightly prolonged the prothrombin time
Figure 5c). The UFH administered together with PS slightly prolonged the prothrombin time (PT;
(PT; Figure 5d) in the rats on the 35th day of the experiment. There was no change in the aPTT
Figure 5d) in the rats on the 35th day of the experiment. There was no change in the aPTT (Figure 5e),
(Figure 5e), D-dimer (Figure 5f) concentration, fibrinogen (Figure 5g) concentration, anti-factor Xa
D-dimer (Figure 5f) concentration, fibrinogen (Figure 5g) concentration, anti-factor Xa (anti-fXa,
(anti-fXa, Figure 5h) activity, and 6-keto PGF1α (Figure 5i) concentration in the rats. In general, except
Figure 5h) activity, and 6-keto PGF1α (Figure 5i) concentration in the rats. In general, except for the
for the thrombus weight, all of the significant changes in the coagulation parameters did not exceed 5%.
thrombus weight, all of the significant changes in the coagulation parameters did not exceed 5%.
2.3. The Effect of UFH and PS on Megakaryocytopoiesis in Mice
2.3. The Effect of UFH and PS on Megakaryocytopoiesis in Mice
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(below 8% in comparison to control group). PS alone significantly decreased the number of erythrocytes,
the hemoglobin level, and hematocrit in the rats (Table S2), but not in the mice (Table S3), 60 min
after injection. UFH alone reduced the number of red blood cells, while increasing their mean volume
after 3 min in the mice (Table S3). Other than a 3.9% decrease in the mean corpuscular haemoglobin
concentration after the repeated administration of UFH, and a 5.5% decrease in the haemoglobin level
after the repeated administration of UFH with PS, we observed no changes in the blood count on day
35 of the experiment, in comparison to the vehicle-treated mice and rats (Tables S2 and S3).
3. Discussion
In our present study, we focused on the marine-origin drug, protamine sulfate, and its hemostatic
complications during UFH neutralization, which presents an unresolved problem, with contradictory
results published so far. We studied the effects of PS alone, or together with UFH, on the number of
platelets and their function in rodents, from 3 min to 35 days after the drug administration. We also
investigated the mechanisms of this interaction by measuring the activation markers of the platelets
and coagulation, as well as the involvement of the megakaryocytopoiesis. We found an inhibitory
effect of PS on platelet aggregation without inducing thrombocytopenia, which was attenuated by the
concomitant administration of UFH in the mice. When injected once a week for five weeks, PS slightly
inhibited the arterial thrombosis development in rats, without changing the platelet activity or their
number, the clotting times, and the D-dimers levels in both rodents. The PS administered together
with UFH in the therapeutic doses into the mice and rats did not induce significant thrombocytopenia,
the activation of platelets, arterial thrombosis development and abnormalities in megakaryocytopoiesis,
or platelet formation.
We observed previously that PS slightly decreased the thrombus weight and platelet aggregation,
and increased the tail bleeding time without changing the aPTT in rats during a 1-h experiment [30].
In the present study, PS inhibited the collagen-induced platelet aggregation. However, the effect
appeared 15 min after administration, and lasted for 1 h. It seems that the antithrombotic effect
is species-independent, because it occurred not only in the mice, but also in the rats. We did not
observe any significant changes in the platelet numbers in the mice and rats treated with PS alone
or with UFH, except for a slight trend to decrease at 15 min. Generally, in the studies reporting
thrombocytopenia, the doses of PS were higher compared with our experiment. This effect could
depend on the doses and ratio, strain, sex, or species. The mechanism underlying the antiplatelet effect
of PS is multifactorial, and may include the inhibition of platelet aggregation [4,31], sensitivity [32],
GPIb–vWF activity [12], P-selectin expression [33], thrombin generation [34], and the release of
intracellularly stored adenosine diphosphate and PF4 [35]. However, most evidence comes from
in vitro studies, which did not take into account the involvement of the endothelial response [5]. In one
of the studies, PS inhibited the collagen-induced activation of the platelets exposed to shear stress [36].
PS consists of L-arginine, which is the physiological precursor of strong antiplatelet agent, NO, with an
extremely short half-life [37]. The release of L-arginine into circulation could play a primary role in
the antiplatelet effect. The polycationic structure of PS and its nonspecific interactions with various
hemostatic elements can enhance this activity, especially considering that we observed no effect when
PS was complexed with UFH. Possibly by the electrostatic binding of GPIb, PS impairs the GPIb–vWF
activity and the adhesion of platelets to collagen. The GPIb–vWF interaction is mandatory for normal
hemostasis, and its impairment leads to a reduced platelet aggregation and risk of bleeding [12].
Interestingly, it seems that UFH, a typical anticoagulant drug, attenuated the inhibitory effect of PS
on platelets. Despotis et al. reported that lower doses of PS in relation to the UFH dose reduced the
blood consumption, as a result of the better preservation of the coagulation system, including platelet
function [38]. The mechanism by which UFH attenuates the inhibitory effect of PS on platelets may be
the same as the mechanism by which PS is the antidote for the UFH anticoagulant effect. We have
previously clearly shown that PS binds 100% of UFH, which reverses at least the anticoagulant effect of
UFH [39]. There are also studies confirming that the well-known pulmonary toxicity of PS is weakened
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by UFH. The polycations damage the pulmonary vascular beds by the neutralization of the anionic
endothelial surface, which leads to an increased vascular permeability. The negatively-charged UFH
binds and removes the circulating PS from the bloodstream, or it is possible that UFH counters the effect
of the positively-charged PS molecules [40–42]. Perhaps UFH could be therapeutic in some cases of
life-threatening PS reactions, and the administration of UFH first should be considered. The data from
patients after cardiopulmonary bypass (CPB) indicated that UFH dose-based PS administration resulted
in its overdose and in the impairment of the coagulation system [43]. An approximately 1.4:1 PS to
UFH ratio significantly prolonged the clotting time in the thromboelastometry [43]. PS management
based on the UFH concentration avoids haemorrhagic complications after cardiac surgery when
compared with the conventional approach [43,44]. In general, the PS dose to UFH should not exceed
1:1, in order to avoid bleeding complications. The serious cardiovascular side effects of PS led to a
search for alternative replacers. Universal heparin reversal agents (UHRA), low molecular weight
protamine, Dex40-GTMAC3, and heparin binding copolymers are all in the preclinical stage; aripazine
is already in the clinical phase, whereas andexanet alfa is registered for the reversal of oral direct Xa
inhibitors [37,45–48].
Recently, it was suggested that the long-term response of platelets to UFH and PS complexes
can be different, especially in patients who have had contact with PS in the past. The administration
of UFH and PS induces the formation of platelet-reactive anti-UFH/PS antibodies, which could be
responsible for the increased risk of severe thrombocytopenia and thromboembolic complications in
the postoperative period, especially after CPB [21,24,25]. We wanted to simulate this clinical scenario
so as to study the long-term response of platelets to PS, or PS and UFH complexes. We previously
found IgG antibodies in the blood of mice three weeks after the first injection of UFH and PS, achieving
a maximal concentration in week five [39]. Therefore, we repeatedly administered, once a week for five
weeks, PS or PS with UFH. In our experimental setting, all of the animals survived until day 35, and did
not show any symptoms of thrombosis, and platelets activation. We did not observe any changes in the
concentrations of platelet activation markers, βTG, PF4, and soluble P-selectin, for which raised levels
may predict adverse cardiovascular events [49]. We found a decrease in the concentration of P-selectin
in the mice treated with UFH and PS. As an even greater decrease was observed in the group treated
with UFH alone, it could be as a result of PS-binding by UFH, which serves as a ligand for P-selectin [50].
We did not observe any changes in D-dimer concentration in the 35th day. The median platelet count
did not significantly decrease in the animals exposed to UFH and PS, but in three out of the seven mice,
the platelet count decreased by half. The prolonged immune-mediated thrombocytopenia may not
result from the platelet depletion, but from their impaired formation [51,52]. Bakchoul et al. provided
evidence that anti-UFH/PS antibodies can affect megakaryocytopoiesis in the presence of UFH and
PS [22]. In our study, the UFH and PS group did not show marked signs of megakaryocyte disruption
compared to the control group. The percentage of other bone marrow cells changed in the mice treated
with PS together with UFH. However, the bone marrow morphology may reflect changes resulting
from decreased body weight gain [53]. Also, we did not observe abnormalities in the thrombopoiesis.
The TPO production was sufficient to induce the formation of new platelets in all of the groups for five
weeks. We noticed a slight decrease in the TPO concentration in week five in the UFH alone, and in
the UFH and PS treated group, compared to the first measurement. This effect and the prolonged PT
might be indicators of liver damage, as we previously found cellular changes in the mice livers after
the injection of UFH and PS [54,55].
In summary, we did not confirm that the PS or UFH and PS treatments carry a long-term risk of
platelet activation and thrombocytopenia, at least in the mice. We repeated the same experiment in
rats, as there were previously reported species differences in the platelets’ response to UFH and PS.
We additionally electrically induced arterial thrombosis in the rats at the end of the experiment so as to
study the long-term effect of PS on thrombosis development. A rat model also allowed us to collect
more blood for measuring the coagulation markers in order to study the potential mechanisms of the
anticoagulant effects of PS. Similar to the mice, we did not observe changes in the platelet number and
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platelets aggregation five weeks after the repeated administration of PS and UFH, and no effect on
thrombosis. We only noticed about a 5% change of PT in the UFH and PS group. A trend toward an
increase of PT in the UFH-treated rats suggests that UFH by itself could contribute to PT prolongation.
There are reports that PS prolongs PT by the inhibition of the activity of factors V, VII, and X [56]. Thus,
it also could be an additive effect of both drugs. A very low thrombosis ratio (2/591) was also noted
in the patients reversed with PS during CPB [25], so it is possible we could not detect such a rare
effect in normal animals. The platelet count or its recovery is impaired by hemorrhagic conditions or
contact with artificial surfaces, a common situation during CPB in humans. The platelet responses
may also depend on the different progression of cardiovascular disease or complex pharmacotherapy.
The anatomy/physiology differences between rodents and humans could also be a reason, especially if
we take into account the complex nature of the immune and hemostasis systems. In our animal study,
we eliminated platelet-modifying factors so as to solely study the effect of UFH and PS. Perhaps the
UFH and PS treatment can only slightly enhance the effect of other factors on the platelets during CPB.
Interestingly, the repeated administration of PS slightly, but significantly, inhibited thrombosis,
without any changes in the platelet aggregation and coagulation tests. Perhaps the once a week
administration of short-acting PS inhibits the platelets temporarily and reversibly. Based on our
results, we can rather exclude the mechanisms involving clotting factors or platelets as the primary
reason for the long-term antithrombotic effect of PS. The results of other studies suggest that the
enhancement of fibrinolysis could contribute to the long-term antithrombotic effect of PS. The thrombin
generation in murine and human plasma was significantly reduced by PS in a dose-dependent
manner [56,57]. However, Ni Ainle et al. suggested that thrombin inhibition plays only a minor
role in the PS anticoagulation effect [56]. PS significantly decreased the clot strength and enhanced
fibrinolysis, which might occur through several possible mechanisms [58]. The down-regulation of
thrombin generation decreases the activation of the thrombin-activatable fibrinolysis inhibitor [56,57].
Furthermore, PS inhibits both the tissue factor-dependent and direct thrombin generation, and then
fibrinogen polymerization and the cross-linking of fibrin [58]. In the turbidimetric assays performed
by Kalathottukaren et al., PS increased the clot turbidity. According to the authors, this phenomenon
may result from the nonenzymatic polymerization or precipitation of fibrinogen, the incorporation of
PS into fibrinogen or fibrin, or by impairing thrombin generation. They showed that PS is incorporated
within the clot structure, which led to an abnormal clot architecture and enhancement fibrinolysis [46].
As mentioned before, the repeated releases of profibrinolytic and vasorelaxant NO by L-arginine
from PS could also play a role here [59]. The second important endothelial mediator able to exert an
antithrombotic activity is prostacyclin [60–62], but we found no changes in the plasma concentration
of prostacyclin metabolite, 6-keto-PGF1α, in the rats receiving PS. The antithrombotic activity of the
synthetic cationic macromolecules, such as UHRA, was explained by their binding to endogenous
polyanionic molecules, PolyP, with a prothrombotic activity [63]. PolyP, through the influence on the
coagulation cascade, enhances the thrombin generation. In addition, it incorporates into fibrin clots to
stabilize them [63]. Perhaps PS, as a natural cationic macromolecule, could also have a similar ability.
4. Materials and Methods
4.1. Materials
We used trisodium citrate (≥99%), dipotassium ethylenediaminetetraacetic acid (K2 EDTA,
analytical grade), PS from salmon (grade X; Sigma-Aldrich, Darmstadt, Germany), UFH from bovine
intestinal mucosa (Polfa Warszawa, Warsaw, Poland), isoflurane (Baxter Polska, Warsaw, Poland),
pentobarbital, ketamine, xylazine (Biovet, Pulawy, Poland), phosphate buffered saline (Biomed Lublin,
Lublin, Poland), aPTT, PT and fibrinogen reagents (Bio-Ksel, Grudziadz, Poland), anti-factor Xa assay
kit (Sekisui Diagnostics, Burlington, MA, USA), mouse sP-selectin/CD62P, mouse thrombopoietin
(R&D Systems, Inc., Minneapolis, MN, USA), D-dimer, PF4, βTG (Cloud-clone corp., Katy, TX, USA),

Mar. Drugs 2019, 17, 539

11 of 18

and 6-keto-PGF1α ELISA kits (Cayman Chemicals, Ann Arbor, MI, USA), and collagen (Chrono-log,
Havertown, PA, USA).
4.2. Animals and Housing
The animals were obtained from the Centre of Experimental Medicine at the Medical University
of Bialystok. The animals were bred in a 12-hour light/dark cycle, in a temperature- and
humidity-controlled room, and were allowed to have ad-libitum access to sterilized water and
standard chow in specific pathogen-free conditions. All of the procedures involving animals were
approved by the Local Ethical Committee on Animal Testing (permits: 92/2012, 108/2015, 2/2018, and
60/2018), and were conducted by Directive 2010/63/EU of the European Parliament and the Council on
the Protection of Animals, the ARRIVE guidelines, and the national laws. The animals were euthanized
by exsanguination at the end of the experiments.
4.3. Experiment 1: The Number of Platelets and Their Aggregation up to 60 Min after A Single Injection of
UFH and PS into Mice
The blood samples were collected from the hearts each of 71 male BALB/c mice (21.1 ± 2.4 g),
at five weeks old, after being anesthetized with a mixture of isoflurane and medical air (1.5–3% v/v),
and were drawn into 3.13% trisodium citrate in a volume ratio of 9:1 at the end of the experiment.
The blood cells were counted 3, 15, and 60 min following injection into the right femoral vein of the
vehicle (phosphate buffered saline, 1 mL/kg), UFH (150 U/kg, 1 mL/kg), PS (1.5 mg/kg, 1 mL/kg), or
both (Figure 8a), using the Animal Blood Counter (ABC Vet, Horiba ABX Sp. z o.o., Warsaw, Poland).
At the same time, the points platelet aggregation was measured after the incubation of the whole blood
(500 µL) and 0.9% NaCl solution (500 µL) for 20 min at 25 ◦ C, and then for 15 min at 37 ◦ C. The changes
in impedance were registered for 6 min after the collagen addition (5 µg/mL) using a Chrono-log
aggregometer (Chrono-log Corp., Havertown, PA, USA). The aggregation curve was described by the
maximal extension, the slope of the platelet aggregation, lag phase, and the area under the curve.
4.4. Experiment 2: The Number of Platelets and Their Aggregation, Bone Marrow Cytology, and Coagulation
Parameters 35 Days after the Repeated (Once a Week) Injection of UFH and PS into Mice
PS (1.5 mg/kg, 1 mL/kg) and UFH (150 U/kg, 1 mL/kg) alone or in combination were injected
once weekly into the tail veins of 32 male BALB/c mice (26.0 ± 1.7 g), eight weeks old, during five
weeks. The vehicle-treated (phosphate buffered saline, 1 mL/kg) animals served as a control group.
The blood was collected four times from each animal, anesthetized with a mixture of isoflurane and
medical air (3% v/v) by puncture of the retro-orbital plexus on the day before the drug administration
(Figure 8a). The blood samples were centrifuged at 8000 rpm at 22 ◦ C for 5 min after 1-h of incubation
at room temperature, and the serum was deep-frozen (−80 ◦ C) until the further determination of TPO
concentration by immunoassay (R&D Systems, Minneapolis, MN, USA). No deaths, drug-related
clinical signs of toxicity, effects on food consumption, or visual changes were reported during the 35-day
observation. We did not observe significant differences in the mean baseline body weights between the
treatment groups. The mean body weight did not increase equally in all of the groups. We only noted
a slight, but significant, decrease in body weight gain in the mice treated with PS and with UFH and
PS in the second and fifth week of the experiment, respectively (Figure 8b). Blood was collected from
the hearts under anesthesia (a mixture of isoflurane and medical air; 3% v/v) one week after the last
drug dose administration. The platelet aggregation and blood cell count were measured according to
the methods described above, with the collagen addition at a concentration of 5 µg/mL. The serum was
separated and used for the determination of TPO, P-selectin (R&D Systems, Minneapolis, MN, USA),
PF4, and the βTG concentration (Cloud-Clone Corp., Katy, TX, USA) in a microplate reader (Synergy
HTX, BioTek, Winooski, VT, USA), according to the kit manufacturer’s directions. Sodium citrate
anticoagulated blood samples were centrifuged at 3500× g at 4 ◦ C for 10 min, and the plasma was
deep-frozen (−80 ◦ C) until further assays could be performed. The aPTT was automatically determined
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Arterial thrombosis was induced by the electrical stimulation (1 mA/10 min) of the common carotid

artery during anesthesia with pentobarbital (45 mg/kg, i.p.), one week after the last drug
administration, as described previously [30]. The formed thrombus was completely removed 45 min
after thrombosis induction, air-dried at 37 °C, and weighed 24 h after the end of the experiment. The
blood cell count and platelet aggregation were measured according to the methods described above,
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described previously [30]. The formed thrombus was completely removed 45 min after thrombosis
induction, air-dried at 37 ◦ C, and weighed 24 h after the end of the experiment. The blood cell count
and platelet aggregation were measured according to the methods described above, with the collagen
addition at a concentration of 7.5 µg/mL. The sodium citrate anticoagulated blood samples were
centrifuged at 3500× g at 4 ◦ C for 20 min, and the plasma was deep-frozen (−80 ◦ C) until further assays
could be performed. The aPTT, PT, and fibrinogen concentrationd were automatically determined
by an optical method (Coag Chrom 4000, Bio-Ksel, Grudziadz, Poland), adding routine laboratory
reagents. The plasma concentrations of 6-keto-PGF1α (Cayman Chemicals, Ann Arbor, MI, USA)
and D-dimer (Cloud-clone corp., Katy, TX, USA) were measured by the ELISA technique, using a
microplate reader (Synergy HTX, BioTek, Winooski, VT, USA) to monitor the changes in absorbance
according to the kit manufacturer directions.
4.7. Statistical Analysis
In the study, n refers to the number of animals in each experimental group. We chose a minimal
number of animals to detect the differences between each group based on our experience as well as
others’ experience using these procedures. The data are shown as the median, with the lower and
upper limits, or mean ± SD. All of the data sets were tested for normality with the Shapiro–Wilk test.
Multiple group comparisons were performed using the ANOVA with Dunn’s or Fisher’s LSD post-hoc
tests, depending on whether the data have a normal or non-normal distribution. The results were
analyzed and graphically presented using GraphPad Prism 8 (GraphPad Software, La Jolla, CA, USA).
P values < 0.05 were considered significant.
5. Conclusions
In summary, we showed a clear direct antiplatelet effect of PS in vivo, which was present 15–60 min
from PS administration, and absent when PS was administered once a week or together with UFH.
Interestingly, PS administered chronically inhibited arterial thrombosis in rats. However, it is impossible
to consider PS as an antithrombotic medicine, because of its serious adverse cardiovascular effects. PS
dosing is usually based on clinical experience rather than evidence. The additional PS doses are still
commonly administered for the neutralization of residual UFH, because of the phenomenon known
as “heparin rebound”. This side reaction is associated with serious postoperative bleeding, and is
explained by PS underdosing. Our in vivo study shows that for hemorrhage complications in patients
during cardio-surgical procedures, the antiplatelet activity of excess PS could be responsible. Activated
clotting time or aPTT tests used to monitor the anticoagulant activity of UFH should be interpreted
carefully when PS is administered to restore coagulation, as these tests are insensitive to the antiplatelet
effect of PS, and bleeding may still occur. Our results showed that PS may still exert an antithrombotic
effect even one week after the last administration, which may increase the risk of bleeding, especially
in patients having had previous contact with PS and taking anticoagulants drugs. Importantly, our
conclusions support the results from two different species.
Supplementary Materials: Supplementary materials can be found at http://www.mdpi.com/1660-3397/17/9/539/s1,
Table S1: The percentage of cells of various categories in bone marrow of mice on the 35th day of the experiment,
Table S2: Complete blood count in rats after UFH and PS administration alone or in combination during the
one-hour observation and on the 35th day of the experiment, Table S3: Complete blood count in mice at 3, 15 and
60 min, and on the 35th day after UFH and PS administration alone or in combination.
Author Contributions: Conceptualization, J.M., B.K., and A.M.; methodology, J.M., B.K., K.K., M.R., and A.M.;
formal analysis, J.M., B.K., and K.K.; investigation, J.M., B.K., K.K., M.R., and A.M.; resources, D.P., M.N., and
J.M.; data curation, J.M.; writing (original draft preparation), J.M., B.K., K.K., M.R., K.S., M.N., D.P., and A.M.;
writing (review and editing), J.M., B.K., K.K., K.S., M.N., D.P., and A.M.; visualization, J.M., B.K., M.R., and A.M.;
supervision, K.S., M.N., D.P., and A.M.; validation, B.K. and A.M.; project administration, J.M. and A.M.; funding
acquisition, J.M. and A.M.
Funding: This research was funded by the National Science Centre of Poland, grant number 2016/23/N/NZ7/00442.
The immunoassays were also supported by the Medical University of Bialystok, project no. N/ST/MN/17/002/2211.

Mar. Drugs 2019, 17, 539

15 of 18

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or in the decision to
publish the results.

Abbreviations
anti-fXa
aPTT
βTG
CPB
ELISA
GPIb
IgG
NO
NPH
PF4
PolyP
PS
PT
TPO
UFH
vWF
VEH

anti-factor Xa
activated partial thromboplastin time
β-thromboglobulin
cardiopulmonary bypass
enzyme-linked immunosorbent assay
glycoprotein Ib
immunoglobulin G
nitric oxide
neutral protamine Hagedorn insulin
platelet factor 4
polyphosphates
protamine sulfate
prothrombin time
thrombopoietin
unfractionated heparin
von Willebrand factor
vehicle

References
1.
2.

3.
4.

5.
6.
7.

8.

9.
10.

11.
12.

Horrow, J.C. Protamine: A review of its toxicity. Anesth. Analg. 1985, 64, 248–261. [CrossRef]
Teoh, K.H.; Young, E.; Blackall, M.H.; Roberts, R.S.; Hirsh, J. Can extra protamine eliminate heparin rebound
following cardiopulmonary bypass surgery? J. Thorac. Cardiovasc. Surg. 2004, 128, 211–219. [CrossRef]
[PubMed]
Drugs. com. Protamine Side Effects. Available online: https://www.drugs.com/sfx/protamine-side-effects.
html (accessed on 14 March 2019).
Mochizuki, T.; Olson, P.J.; Szlam, F.; Ramsay, J.G.; Levy, J.H. Protamine reversal of heparin affects platelet
aggregation and activated clotting time after cardiopulmonary bypass. Anesth. Analg. 1998, 87, 781–785.
[PubMed]
Boer, C.; Meesters, M.I.; Veerhoek, D.; Vonk, A.B.A. Anticoagulant and side-effects of protamine in cardiac
surgery: A narrative review. Br. J. Anaesth. 2018, 120, 914–927. [CrossRef] [PubMed]
Golebiewska, E.M.; Poole, A.W. Platelet secretion: From haemostasis to wound healing and beyond. Blood Rev.
2015, 29, 153–162. [CrossRef]
Cook, J.J.; Niewiarowski, S.; Yan, Z.; Schaffer, L.; Lu, W.; Stewart, G.J.; Mosser, D.M.; Myers, J.A.;
Maione, T.E. Platelet factor 4 efficiently reverses heparin anticoagulation in the rat without adverse effects of
heparin-protamine complexes. Circulation 1992, 85, 1102–1109. [CrossRef]
Lindblad, B.; Borgstrom, A.; Wakefield, T.W.; Whitehouse, W.M., Jr.; Stanley, J.C. Protamine reversal of
anticoagulation achieved with a low molecular weight heparin. The effects on eicosanoids, clotting and
complement factors. Thromb. Res. 1987, 48, 31–40. [CrossRef]
Al-Mondhiry, H.; Pierce, W.S.; Basarab, R.M. Protamine-induced thrombocytopenia and leukopenia. Thromb.
Haemost. 1985, 53, 60–64. [CrossRef]
Heyns, A.D.; Lötter, M.G.; Badenhorst, P.N.; van Reenen, O.R.; Pieters, H.; Minnaar, P.C.; Retief, F.P. Kinetics
and in vivo redistribution of (111)Indium-labelled human platelets after intravenous protamine sulphate.
Thromb. Haemost. 1980, 44, 65–68.
Eika, C. On the mechanism of platelet aggregation induced by heparin, protamine and polybrene. Scand. J.
Haematol. 1972, 9, 248–257. [CrossRef]
Barstad, R.M.; Stephens, R.W.; Hamers, M.J.; Sakariassen, K.S. Protamine sulphate inhibits platelet membrane
glycoprotein Ib-von Willebrand factor activity. Thromb. Haemost. 2000, 83, 334–337. [PubMed]

Mar. Drugs 2019, 17, 539

13.

14.

15.
16.

17.
18.
19.
20.
21.
22.

23.

24.

25.

26.

27.

28.
29.
30.

31.
32.
33.
34.

16 of 18

Chen, W.; Liang, X.; Syed, A.K.; Jessup, P.; Church, W.R.; Ware, J.; Josephson, C.D.; Li, R. Inhibiting GPIbα
Shedding Preserves Post-Transfusion Recovery and Hemostatic Function of Platelets After Prolonged Storage.
Arterioscler. Thromb. Vasc. Biol. 2016, 36, 1821–1828. [CrossRef]
Kirklin, J.K.; Chenoweth, D.E.; Naftel, D.C.; Blackstone, E.H.; Kirklin, J.W.; Bitran, D.D.; Curd, J.G.; Reves, J.G.;
Samuelson, P.N. Effects of protamine administration after cardiopulmonary bypass on complement, blood
elements, and the hemodynamic state. Ann. Thorac. Surg. 1986, 41, 193–199. [CrossRef]
Radegran, K.; Drugge, U.; Olsson, P. Pulmonary vasoconstriction by induced platelet aggregation.
Acta Anaesth. Scand. 1974, 18, 243–247. [CrossRef] [PubMed]
Rådegran, K.; Bergentz, S.E.; Lewis, D.H.; Ljungqvist, U.; Olsson, P. Pulmonary effects of induced platelet
aggregation. Intravascular obstruction or vasoconstriction? Scand. J. Clin. Lab. Investig. 1971, 28, 423–427.
[CrossRef]
Velders, A.J.; Wildevuur, C.R. Platelet damage by protamine and the protective effect of prostacyclin: An
experimenta1 study in dogs. Ann. Thorac. Surg. 1986, 42, 168–171. [CrossRef]
Radegran, K.; Taylor, G.A.; Olsson, P. Mode of action of protamine in regard to its circulatory and respiratory
side effects. Eur. Surg. Res. 1971, 3, 139–143. [CrossRef]
Wakefield, T.W.; Whitehouse, W.M., Jr.; Stanley, J.C. Depressed cardiovascular function and altered platelet
kinetics following protamine sulfate reversal of heparin activity. J. Vasc. Surg. 1984, 1, 346–355. [CrossRef]
Rent, R.; Ertel, N.; Eisenstein, R.; Gewurz, H. Complement Activation by Interaction of Polyanions and
Polycations. J. Immunol. 1975, 114, 120–124.
Cuker, A.; Cines, D.B. Protamine-induced thrombocytopenia? Blood 2013, 121, 2818–2819. [CrossRef]
Bakchoul, T.; Jouni, R.; Warkentin, T.E. Protamine (heparin)-induced thrombocytopenia: A review of the
serological and clinical features associated with anti-protamine/heparin antibodies. J. Thromb. Haemost. 2016,
14, 1685–1695. [CrossRef] [PubMed]
Grieshaber, P.; Bakchoul, T.; Wilhelm, J.; Wagner, A.; Wollbrück, M.; Böning, A.; Sachs, U. Platelet-activating
protamine-heparin-antibodies lead to higher protamine demand in patients undergoing cardiac surgery.
J. Thorac. Cardiovasc. Surg. 2015, 150, 967–973. [CrossRef] [PubMed]
Lee, G.M.; Welsby, I.J.; Phillips-Bute, B.; Ortel, T.L.; Arepally, G.M. High incidence of antibodies to protamine
and protamine/heparin complexes in patients undergoing cardiopulmonary bypass. Blood 2013, 121,
2828–2835. [CrossRef] [PubMed]
Bakchoul, T.; Zöllner, H.; Amiral, J.; Panzer, S.; Selleng, S.; Kohlmann, T.; Brandt, S.; Delcea, M.; Warkentin, T.E.;
Sachs, U.J.; et al. Anti-protamine-heparin antibodies: Incidence, clinical relevance, and pathogenesis. Blood
2013, 121, 2821–2827. [CrossRef] [PubMed]
Zöllner, H.; Jouni, R.; Panzer, S.; Khadour, A.; Janzen, L.; Wesche, J.; Ten, B.M.; Schellong, S.; Heinken, A.;
Greinacher, A.; et al. Platelet activation in the presence of Neutral Protamine Hagedorn insulin: A new
feature of antibodies against protamine/heparin complexes. J. Thromb. Haemost. 2017, 15, 176–184. [CrossRef]
Pouplard, C.; Leroux, D.; Rollin, J.; Amiral, J.; May, M.A.; Gruel, Y. Incidence of antibodies to protamine
sulfate/heparin complexes incardiac surgery patients and impact on platelet activation and clinical outcome.
Thromb. Haemost. 2013, 109, 1141–1147.
Arman, M.; Krauel, K. Human platelet IgG Fc receptor FcγRIIA in immunity and thrombosis. J. Thromb.
Haemost. 2015, 13, 893–908. [CrossRef]
Quach, M.E.; Chen, W.; Li, R. Mechanisms of platelet clearance and translation to improve platelet storage.
Blood 2018, 131, 1512–1521. [CrossRef]
Kalaska, B.; Sokolowska, E.; Kaminski, K.; Szczubialka, K.; Kramkowski, K.; Mogielnicki, A.;
Nowakowska, M.; Buczko, W. Cationic derivative of dextran reverses anticoagulant activity of unfractionated
heparin in animal models of arterial and venous thrombosis. Eur. J. Pharmacol. 2012, 686, 81–89. [CrossRef]
Olsson, A.; Alfredsson, J.; Håkansson, E.; Svedjeholm, R.; Berglund, J.; Berg, S. Protamine reduces whole
blood platelet aggregation after cardiopulmonary bypass. Scand. Cardiovasc. J. 2016, 50, 58–63. [CrossRef]
Ellison, N.; Edmunds, L.H., Jr.; Colman, R.W. Platelet aggregation following heparin and protamine
administration. Anesthesiology 1978, 48, 65–68. [CrossRef] [PubMed]
Ammar, T.; Fisher, C.F. The effects of heparinase 1 and protamine on platelet reactivity. Anesthesiology 1997,
86, 1382–1386. [CrossRef] [PubMed]
Lindblad, B.; Wakefield, T.W.; Whitehouse, W.M., Jr.; Stanley, J.C. The effect of protamine sulfate on platelet
function. Scand. J. Thorac. Cardiovasc. Surg. 1988, 22, 55–59. [CrossRef] [PubMed]

Mar. Drugs 2019, 17, 539

35.
36.

37.
38.

39.

40.
41.
42.
43.

44.
45.

46.

47.

48.
49.
50.

51.

52.
53.

54.

17 of 18

Storck, J.; Hollger, N.; Zimmermann, R.E. The influence of heparin and protamine sulfate on platelet ADP and
platelet factor 4 release and the expression of glycoprotein IIb/IIIa. Haemostasis 1994, 24, 358–363. [PubMed]
Griffin, M.J.; Rinder, H.M.; Smith, B.R.; Tracey, J.B.; Kriz, N.S.; Li, C.K.; Rinder, C.S. The effects of heparin,
protamine, and heparin/protamine reversal on platelet function under conditions of arterial shear stress.
Anesth. Analg. 2001, 93, 20–27. [CrossRef] [PubMed]
Sokolowska, E.; Kalaska, B.; Miklosz, J.; Mogielnicki, A. The toxicology of heparin reversal with protamine:
Past, present and future. Expert Opin. Drug Metab. 2016, 12, 897–909. [CrossRef]
Despotis, G.J.; Joist, J.H.; Hogue, C.W., Jr.; Alsoufiev, A.; Kater, K.; Goodnough, L.T.; Santoro, S.A.;
Spitznagel, E.; Rosenblum, M.; Lappas, D.G. The impact of heparin concentration and activated clotting time
monitoring on blood conservation: A prospective, randomized evaluation in patients under-going cardiac
operation. J. Thorac. Cardiovasc. Surg. 1995, 110, 46–54. [CrossRef]
Kalaska, B.; Kaminski, K.; Sokolowska, E.; Czaplicki, D.; Kujdowicz, M.; Stalinska, K.; Bereta, J.;
Szczubialka, K.; Pawlak, D.; Nowakowska, M.; et al. Nonclinical evaluation of novel cationically modified
polysaccharide antidotes for unfractionated heparin. PLoS ONE 2015, 10, e0119486. [CrossRef]
Chang, S.W.; Voelkel, N.F. Charge-related lung microvascular injury. Am. Rev. Respir. Dis. 1989, 139, 534–545.
[CrossRef]
Chang, S.W.; Westcott, Y.; Henson, E.; Voelkel, N.E. Pulmonary vascular injury by polycations in perfused rat
lungs. J. Appl. Physiol. 1987, 62, 1932–1943. [CrossRef]
Fairman, R.P.; Sessler, C.N.; Bierman, M.; Glauser, F.L. Protamine sulfate causes pulmonary hypertension
and edema in isolated rat lungs. J. Appl. Physiol. 1987, 62, 1363–1367. [CrossRef]
Koster, A.; Börgermann, J.; Gummert, J.; Rudloff, M.; Zittermann, A.; Schirmer, U. Protamine overdose and its
impact on coagulation, bleeding, and transfusions after cardiopulmonary bypass: Results of a randomized
double-blind controlled pilot study. Clin. Appl. Thromb. Hemost. 2014, 20, 290–295. [CrossRef]
Khan, N.U.; Wayne, C.K.; Barker, J.; Strang, T. The effects of protamine overdose on coagulation parameters
as measured by the thrombelastograph. Eur. J. Anaesthesiol. 2010, 27, 624–627. [CrossRef]
Kalaska, B.; Kaminski, K.; Miklosz, J.; Yusa, S.I.; Sokolowska, E.; Blazejczyk, A.; Wietrzyk, J.; Kasacka, I.;
Szczubialka, K.; Pawlak, D.; et al. Heparin-binding copolymer reverses effects of unfractionated heparin,
enoxaparin, and fondaparinux in rats and mice. Transl. Res. 2016, 177, 98–112. [CrossRef]
Kalathottukaren, M.T.; Abraham, L.; Kapopara, P.R.; Lai, B.F.; Shenoi, R.A.; Rosell, F.I.; Conway, E.M.;
Pryzdial, E.L.; Morrissey, J.H.; Haynes, C.A.; et al. Alteration of blood clotting and lung damage by protamine
are avoided using the heparin and polyphosphate inhibitor UHRA. Blood 2017, 129, 1368–1379. [CrossRef]
Ansell, J.E.; Bakhru, S.H.; Laulicht, B.E.; Steiner, S.S.; Grosso, M.A.; Brown, K.; Dishy, V.; Lanz, H.J.;
Mercuri, M.F.; Noveck, R.J.; et al. Single-dose ciraparantag safely and completely reverses anticoagulant
effects of edoxaban. Thromb. Haemost. 2017, 117, 238–245. [CrossRef]
Ponnusamy, V.; Sinha, A.; Kupfer, Y. Andexanet Alfa for Bleeding with Factor Xa Inhibitors. N. Engl. J. Med.
2019, 381, 191–192.
Gurney, D.; Lip, G.Y.; Blann, A.D. A reliable plasma marker of platelet activation: Does it exist? Am. J.
Hematol. 2002, 70, 139–144. [CrossRef]
Koenig, A.; Norgard-Sumnicht, K.; Linhardt, R.; Varki, A. Differential interactions of heparin and heparan
sulfate glycosaminoglycans with the selectins. Implications for the use of unfractionated and low molecular
weight heparins as therapeutic agents. J. Clin. Investig. 1998, 101, 877–889. [CrossRef]
Greinacher, A.; Fuerll, B.; Zinke, H.; Müllejans, B.; Krüger, W.; Michetti, N.; Motz, W.; Schwertz, H.
Megakaryocyte impairment by eptifibatide-induced antibodies causes prolonged thrombocytopenia. Blood
2009, 114, 1250–1253. [CrossRef]
Bakchoul, T.; Sachs, U.J. Platelet destruction in immune thrombocytopenia. Understanding the mechanisms.
Hamostaseologie 2016, 36, 187–194.
Reagan, W.J.; Irizarry-Rovira, A.; Poitout-Belissent, F.; Bolliger, A.P.; Ramaiah, S.K.; Travlos, G.; Walker, D.;
Bounous, D.; Walter, G. Bone Marrow Working Group of ASVCP/STP. Best practices for evaluation of bone
marrow in nonclinical toxicity studies. Toxicol. Pathol. 2011, 39, 435–448. [CrossRef]
Sokolowska, E.; Kalaska, B.; Kaminski, K.; Lewandowska, A.; Blazejczyk, A.; Wietrzyk, J.; Kasacka, I.;
Szczubialka, K.; Pawlak, D.; Nowakowska, M.; et al. The Toxicokinetic Profile of Dex40-GTMAC3-a Novel
Polysaccharide Candidate for Reversal of Unfractionated Heparin. Front. Pharmacol. 2016, 7, 60.

Mar. Drugs 2019, 17, 539

55.

56.

57.

58.
59.
60.
61.
62.

63.

18 of 18

Tripodi, A.; Caldwell, S.H.; Hoffman, M.; Trotter, J.F.; Sanyal, A.J. Review article: The prothrombin time
test as a measure of bleeding risk and prognosis in liver disease. Aliment Pharmacol. Ther. 2007, 26, 141–148.
[CrossRef]
Ni Ainle, F.; Preston, R.J.; Jenkins, P.V.; Nel, H.J.; Johnson, J.A.; Smith, O.P.; White, B.; Fallon, P.G.;
O’Donnell, J.S. Protamine sulfate down-regulates thrombin generation by inhibiting factor V activation.
Blood 2009, 114, 1658–1665. [CrossRef]
Bolliger, D.; Szlam, F.; Azran, M.; Koyama, K.; Levy, J.H.; Molinaro, R.J.; Tanaka, K.A. The anticoagulant
effect of protamine sulfate is attenuated in the presence of platelets or elevated factor VIII concentrations.
Anesth. Analg. 2010, 111, 601–608. [CrossRef]
Nielsen, V.G. Protamine enhances fibrinolysis by decreasing clot strength: Role of tissue factorinitiated
thrombin generation. Ann. Thorac. Surg. 2006, 81, 1720–1727. [CrossRef]
Cylwik, D.; Mogielnicki, A.; Kramkowski, K.; Stokowski, J.; Buczko, W. Antithrombotic effect of L-arginine
in hypertensive rats. J. Physiol. Pharmacol. 2004, 55, 563–574.
Mogielnicki, A.; Kramkowski, K.; Hermanowicz, J.M.; Buczko, W. N-methylnicotinamide failed to induce
endothelial prostacyclin release in perfused rat hindquarters. Pharmacol. Rep. 2008, 60, 1025–1029.
Mogielnicki, A.; Kramkowski, K.; Pietrzak, L.; Buczko, W. N-methylnicotinamide inhibits arterial thrombosis
in hypertensive rats. J. Physiol. Pharmacol. 2007, 58, 515–527.
Chlopicki, S.; Swies, J.; Mogielnicki, A.; Buczko, W.; Bartus, M.; Lomnicka, M.; Adamus, J.; Gebicki, J.
1-Methylnicotinamide (MNA), a primary metabolite of nicotinamide, exerts anti-thrombotic activity mediated
by a cyclooxygenase-2/prostacyclin pathway. Br. J. Pharmacol. 2007, 152, 230–239. [CrossRef]
Travers, R.J.; Shenoi, R.A.; Kalathottukaren, M.T.; Kizhakkedathu, J.N.; Morrissey, J.H. Nontoxic
polyphosphate inhibitors reduce thrombosis while sparing hemostasis. Blood 2014, 124, 3183–3190. [CrossRef]
© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

