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Abstract
Uncontrolled hemorrhage accounts for significant death risk both in trauma and surgery. Various
bleeding control techniques have been emerged to augment hemostasis, which still has several
limitations and drawbacks. In this study, epinephrine-entrapped chitosan nanoparticles were
electrosprayed on a base pad and covered by a gelatin nanofiber layer (E-CS-Gl. Physico-chemical
characteristics, hemocompatibility, cytotoxicity, and blood coagulation tests were studied in-vitro,
and blood coagulation and hemostasis potential tests were performed in-vivo. The in-vitro results
showed that the prepared nano-biomaterial is cytocompatible against HuGu cells. Also,
hemocompatibility studies showed that PT and aPTT times did not change in comparison with the
controls. Further blood coagulation study indicated that E-CS-Gl provides an ultimate interface to
induce red blood cell absorption and aggregation, resulting in augmented blood coagulation. ECS-Gl also caused rapid clotting in rat models of ruptured femoral artery and liver compared to
controls. Findings exhibited that E-CS-Gl is a safe and effective hemostatic agent and provides a
new approach for fast and safe hemorrhage control.
Keywords: Chitosan NPs, Epinephrine, Electrospray, Electrospinning; Hemostasis,
Biocompatibility.
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Introduction
Hemostasis at the surgical site accounts for one of the most challenging issues for surgeons,
especially in patients using anticoagulants, where they often require a reduction in dose or
discontinuation of the therapy (1, 2). A wide variety of approaches and hemostatic agents have
been proposed as solutions for hemostasis due to decreased perfusion and clotting promotion.
Mechanical compression of the lesion with gauze is yet considered a straightforward solution for
hemostasis. The most challenging drawback of using the mechanical method is that hemostasis
time is relatively long. Alternatively, epinephrine is a well-known drug used to reduce hemorrhage
and causes pain relief by keeping the co-administrated anesthetic drug in the area (3). Epinephrine
is a natural styptic that stimulates general vasoconstriction, resulting in significant inhibition of
tissue edema and hemostasis (4). Subcutaneous and topical applications of epinephrine are
standard methods associated with immediate control of hemorrhage. Moreover, some hemostasis
materials, including natural and synthetic polymers (e.g. collagen, cellulose, chitosan (CS), and
gelatin) have been used in hemostatic agents in clinical applications (5, 6). However, there is still
a great need for developing new hemostatic materials with high efficacy in an appropriate time.
Owing to high levels of porosity and surface-to-volume ratio, nanoparticles and nanofibers have
attracted extensive interests in hemostatic applications (7, 8). In this regard, chitosan nanoparticles
and gelatin nanofibers as highly biocompatible materials with antimicrobial and hemostatic
properties have been developed (9). The cationic nature of chitosan enables the formation of
polyelectrolyte complexes with negatively charged biomolecules to interact with cell membranes
and induce platelet aggregation and hemostasis (10). Also, gelatin, a natural biodegradable
polymer derived from collagen, is a suitable component for tissue engineering (11), wound
healing(12), drug delivery (13), gene therapy (14) purposes. Gelatin has also been applied as a
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common component in hemostatic materials. Many studies have shown the synergetic effect of
gelatin nanofibers and chitosan NPs on hemostatic activity (15). Literature reported that a
combination of chitosan and gelatin improved the blood clotting by forming platelet aggregation
in the injury site (16).
In this study, a double layer of epinephrine-entrapped chitosan nanoparticles, covered by an
electrospun layer of gelatin nanofibers, was embedded on the surface of gauze pad for rapid
hemostasis application. In this regard, chitosan NPs containing epinephrine were prepared through
ion gelation and electrosprayed on commercial gauze's surface. Afterward, electrospun gelatin
nanofibers were used to cover the surface of the prepared biomaterial. Subsequently, the prepared
biomaterial was characterized for composition and in-vitro toxicity. The optimized structure was
then evaluated for hemostasis applications, ex-vivo and in-vivo.

Results and Discussion
Preparation and Characterization of E-CS-Gl
Chitosan (CS) NPs were prepared by ion gelation technique, using tripolyphosphate (TPP) as an
ionic cross-linker. Obtained results for the charachterization of the epinephrine-loaded chitosan
(E-CS) NPs showed a size of ~300-400 nm, which increased by concentration augmentation of
epinephrine (Figure S1). At low pH values, the free amino groups of chitosan are protonated,
causing electrostatic repulsion between the polymer’s chains and increased hydrophilicity of the
polymer, thus, enabling polymer solvation (17). Chitosan possesses excellent mucoadhesive
properties, resulting from the presence of free hydroxyl and amino groups, allowing the polymer
to interact with other molecules by hydrogen and electrostatic bonds (18). In a previous study, the
ionic gelation method using low molecular weight chitosan resulted in small CS NPs (93 nm) (19).

4

Previous reports suggest that CS concentration, molecular weight (20), and temperature (21) may
affect the size and size distribution of CS NPs.
Reducing the size and optimizing the shape of E-CS NPs were carried out by electrospraying them
on a base pad (Figure 1A). Afterward, gelatin nanofibers were added to the prepared nanobiomaterial surface through the electrospinning method (Figure 1B).
DSC thermograms of epinephrine, CS, and E-CS NPs are shown in Figure 1C. The thermogram
of E-CS NPs shows a broad exothermic peak around 312 °C representing its melting temperature,
whereas the endothermic peak that occurred at about 50 °C represents water loss from CS (22).
The DSC thermograms of chitosan NPs show an exothermic peak at around 280 °C, indicating the
melting temperature of CS (23), whereas the endothermic peak that occurred at about 54 °C is due
to water loss of chitosan. DSC thermogram of epinephrine shows a peak at around 249 °C,
representing drug evaporation temperature. The E-CS NPs show a lower exothermic peak than
pure chitosan and pure epinephrine at 280 °C. This phenomenon indicates that a polyelectrolyte
complex is formed between CS and epinephrine. Peaks of E-CS NPs shifted from their original
positions, indicating an interaction between the drug and the polymer. Collectively, the results
suggest that epinephrine was not chemically altered or degraded after being subjected to the
electrospray technique (Figure 1C).
SEM analysis reveals that the size of electrosprayed NPs reduced from ~300 nm to ~80 nm with
PDI of 0.799 and 0.823, respectively. Results also showed that E-CS NPs prepared with a uniform
spherical morphology have a smooth surface with no visible pore (Figure 1D). Furthermore, zeta
potential of E-CS NPs was +32.5 mV due to the positive charge of chitosan (at pH < 6.5). Zeta
potential can greatly influence particle stability in suspensions through electrostatic repulsion
between particles (24).
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FTIR spectroscopy was applied to determine the samples' chemical interactions, with
representative spectrograms, displayed in Figure S2, which confirm successful loading of
epinephrine in the chitosan NPs. These results show a peak of 1600 cm−1 in CS, indicating the
presence of NH2 group. After addition of TPP, the signal decreases, which indicates the formation
of a chemical bond between NH2 group of chitosan and TPP. Researchers observed peaks of 1650
cm−1 and 1636 cm−1 for the amino groups in chitosan and CS-TPP, respectively(25). Another
report found that the 1595 cm−1 peak of N-H bending vibration shifts to 1540 cm−1 in CS-TPP
nanoparticles after the addition of TPP (26). The observation of FTIR spectroscopy conforms to
the results of the DSC thermograms. Both curves confirmed the formation of a polyelectrolyte
complex between chitosan and epinephrine, and no peak representative of covalent interactions
could be observed in both curves.
The SEM micrographs indicate that the gelatin nanofibers have a uniform, smooth, and defect-free
structure at 13 % wt (Figure 1E). In addition, the mean (SD) diameter of the nanofibers is about
305±50 nm. Also, the SEM study for stability assessment after 40 days showed that the chitosan
NPs are stable with the average size of 300±50 nm.
Release profiles of E-CS NPs before and after electrospray were evaluated by suspending the dry
nanoparticles in phosphate-buffered solution (PBS, pH 7.4) for five days (Figure S3). Cumulative
release of epinephrine reveals a quick burst release within the first 15 min. The epinephrine release
profiles from E-CS NPs before and after electrospraying shows ~ 42% and ~ 37% drug release
over the first hour, and ~83% and ~ 80% in 20 h, respectively.
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Figure 1. Schematic illustration of the electrospraying of E-CS on the surface of commercial base
pad (A), electrospinning of gelatin nanofiber on the E-CS NPs to prepare E-CS-Gl (B), DSC
thermogram of prepared E-CS NPs (C), SEM micrograph of electrosprayed E-CS NPs on the
surface of base pad (D), formation of Gl nanofiber on the E-CS NPs through electrospinning (E).
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In-vitro Cytotoxicity Analysis of E-CS-Gl
In order to evaluate toxicity of E-CS-Gl on HuGu cells, MTT assay was applied for each
component in comparison with E-CS-Gl containing epinephrine (300 µg/ml), chitosan (15
%W/V), and gelatin (1.5 %W/V). Results show concentration-dependent toxicity for epinephrine,
which increases from 100 µg/ml to 500 µg/ml. Interestingly, although free epinephrine shows
about 35% cytotoxicity in a concentration of 300 µg/ml, its encapsulation in chitosan NPs, reduce
its toxicity and shows high biocompatibility for E-CS-Gl (Figure 2A). Obtained results for chitosan
NPs and gelatin nanofibers do not show any significant cytotoxicity even at the highest
concentration applied in this study (Figure 2 B and C). Cytotoxicity of E-CS-Gl prepared with
different concentration of components were also evaluated and presented in Figure S4. Results do
not reveal any significant toxicity for E-CS-Gl with epinephrine concentration up to 300 µg/ml.
Based on the results, it can be clearly stated that E-CS-Gl exhibits low cytotoxicity. It has been
reported that CS-TPP nanoparticles were less toxic than other cationic polymers such as polylysine and polyethyleneimine in vivo and in vitro (27, 28). Qi et al. reported cytotoxicity for
chitosan particles at concentrations above 16 µg/ml towards MGC803 cells (24 h incubation) (29).
Koudehi et al. reported no toxicity of gelatin toward CHO cells after 72 h incubation (30). Because
of the nontoxic nature of E-CS NPs and gelatin nanofibers, especially at prepared concentrations,
this nano-biomaterial could pave the way to be used in biomedical applications.
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Figure 2. Cytotoxicity assessment for epinephrine (A), chitosan NPs (B), and gelatin nanofibers
(C), in comparison with E-CS-Gl. All samples are compared with untreated control, and * , ** and
*** are referred to P ≤ 0.05, P ≤ 0.01 and P ≤ 0.001 respectively.

In-vitro Hemolytic Studies
A fundamental assay in determining safety of a blood-contacting biomaterial is evaluating its
hemolytic potential (31). Accordingly, the effect of E-CS-Gl on hemolysis of erythrocytes was
assessed in this study. Obtained results for hemolysis of chitosan NPs, E-CS NPs, Gl nanofibers,
and E-CS-Gl in comparison with PBS are shown in Table 1. The hemolysis ratio increased from
2.1% for CS NP to 3.4% for E-CS-Gl. According to ASTM standard of F756, hemoglobin release
of 0–2%, 2–5%, and >5% is classified as nonhemolytic, slightly hemolytic, and hemolytic,
respectively (32).

Table 1. Hemolysis evaluation of E-CS-Gl components (N=6)
SAMPLE

COMPOSITION

HEMOLYSIS

CS NP

Chitosan: 15%

2.1 % ± 0.1

Gelatin Nanofibers (13 %)

Gelatin: 1.5%

3.1 % ±0.2

E-CS NP

Chitosan:15%, Epinephrine: 300 µg/ml

3 % ±0.6

E-CS-Gl

Chitosan:15%, Gelatin 1.5%, Epinephrine: 300 µg/ml

3.4% ±0.5

PBS

1 % ±0.1
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In-Vitro Blood Clotting Evaluation.
Fluid absorption capacity is the ability of different dressings to absorb normal saline and citrated
whole blood, which was analyzed for base pad covered by E-CS NPs and E-CS-Gl in comparison
with bare base pad and market patch (Gelfoam®) (Figure 3A). Normal saline (NS) and whole
blood (WB) absorption by E-CS-Gl was 270% and 300%, while the market patch absorbed 200%
and 210% of the NS and WB sample, respectively. It should be noted that comparing absorption
ratio in base pad containing E-CS NPs with that of E-CS-Gl shows that 1.5% gelatin nanofiber
accounts for about 100% more liquid absorption in E-CS-Gl. Also, the whole blood clotting assay
in Figure 3B shows the highest E-CS-Gl capacity for blood clotting compared to other groups.
The blood clotting time of the tested biomaterials was measured by the clotting time of citrated
human blood. Obtained results showed a significant decrease to about 20 seconds following E-CSGl's application, while this time for base pad was about 110 seconds (Figure 3C). Also, blood
clotting time for the base pad containing E-CS NPs and market patch reduced about 52 and 70
seconds, respectively, compared with the base pad.
Afterward, agglutination of red blood cells (RBCs) and platelets was evaluated by applying a fresh
blood sample on the surface of E-CS-Gl (Figure 3D). Results showed that E-CS-Gl activates
agglutination and coagulation procedures, which results in blood clotting immediately. Also,
Figure 3E shows a microscopic image of the hemostatic plug formation on the surface of E-CSGl.

10

Figure 3. In-vitro blood clotting of E-CS-Gl (base pad containing E-CS-Gl). Liquid adsorption
ratio (whole citrated blood; WB and normal saline; NS) of hemostatic material (A), whole blood
clotting assay for the base pad, base pad containing E-CS NPs (E-CS), base pad containing E-CSGl (E-CS-Gl) in comparison with market patch (Gelfome®) (B), blood clotting time of the base
pad containing the biomaterials understudy (C), a schematic illustration of coagulation procedure
(D), morphology of coagulation of fresh blood sample on E-CS-Gl with optical microscopy (E),
and SEM micrograph of hemostatic plug formation on E-CS-Gl (F).

To study the platelet/RBC aggregation mechanism, the effects of epinephrine, chitosan, gelatin
and E-CS-Gl on platelet activation and thrombin generation were evaluated through SEM analysis
(Figure 4).
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SEM micrographs in Figures 3F and 4 show that RBCs have substantially adhered to the surface
of the nano-biomaterial, forming a thrombus followed by platelet activation (35). The results show
that chitosan NPs and gelatin nanofibers activate coagulation mechanisms through platelet
activation, while epinephrine alone does not appear to activate platelets, nor aggregate RBCs.
Literature shows that chitosan NPs protonate amine groups, absorbing residues with negative
charge on RBC membranes, resulting in effective hemagglutination (33). Also, chitosan can absorb
fibrinogen and plasma proteins, elevating platelet activation and RBC aggregation (34). Previous
studies on biomaterials reported activation of platelets and coagulation for carboxylated and
amidated surfaces, as observed for chitosan in our study (38). Moreover, gelatin activates the
contact cascade, which decreases both the time lag for initial thrombin development as well as the
time to generate thrombin (15), causing a stable clot which results in hemostasis. Our findings also
showed a round morphology for the platelets in contact with base pad containing epinephrine,
showing no interaction between the platelets and epinephrine (36, 37).
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Figure 4. SEM images of platelets and RBCs in contact with base pad containing epinephrine,
gelatin, chitosan, and E-CS-Gl.

Plasma Activated Partial Thromboplastin Time (aPTT) and Prothrombin Time (PT)
The coagulation pathway involves a series of proteolytic reactions (including intrinsic and
extrinsic pathways), which result in the formation of a fibrin clot. Evaluation of anticoagulant
activity based on plasma coagulation has been recognized as a standard test to estimate blood
compatibility of a biomaterial (31). The PT assay shows deficiencies of factors II, V, VII, X, and
fibrinogen, while the PTT assay detects lacks factors VIII, IX, and XI and fibrinogen. The results
of PT and aPTT analyses are shown in Figure 5. The results showed a significant decrease (about
20%) in PT after applying E-CS-Gl, while aPTT did not significantly change. Also studies were
done for Epinephrine, chitosan and gelatin have not shown any significant effect on PT and PTT
time.
Literature demonstrated that chitosan's hemostatic activity is due to the electrostatic interactions
between the positively charged chitosan polymers with the negatively charged RBCs (39, 40). For
materials with negative surface charge, intrinsic blood coagulation is promoted by activating
coagulant factors XI and XII, and cofactors HWK-kininogen and prekallikrein (41). Also, gelatin
nanofiber prepares a contact platform for aggregation of thrombin which synergistically results in
faster coagulation followed by hemostasis.
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Figure 5. Analyses of PT and aPTT after applying base pad, base pad containing epinephrine,
gelatin, chitosan, E-CS and E-CS-Gl.

In-Vivo Hemostatic Performance of E-CS-Gl
Total incision of the femoral artery and liver rupture were employed to evaluate the in-vivo
hemostatic effect of E-CS-Gl compared to controls.
Ruptured Femoral Artery Model. Bleeding started with incision of the femoral artery, and the
homeostatic materials were applied immediately, then, bleeding duration was checked for up to 5
min (Figure 6A). From the findings, in the blank group, the bleeding was stopped after 247 s.
Animals receiving base pad and base pad containing E-CS NPs also bled for 203 s and 163 s,
respectively (Figure 6B). Furthermore, base pad containing free epinephrine showed 97 s decrease
in hemostatic time in comparison with blank, reaching 160 s. Meanwhile, the shortest bleeding
time was achieved by applying base pad containing E-CS-Gl (99 s), followed by market patch as
commercial control (140 s). Lower blood loss might be due to the gelatin nanofibers' tissue
14

adhesive nature in the developed nano-biomaterial (42). Results are in accordance with previous
studies that reported chitosan's effect to stop bleeding (43, 44). Researches have shown that invitro and in-vivo blood clotting efficiency of gelatin-blended-chitosan nanofiber mats is superior
to chitosan nanofibers (15). Researches indicate that hydrophilic gelatin-chitosan nanofiber mats
yields synergistic effects that improve hemostatic and promote wound repair (15). Previous reports
on clinical study showed that high dose of gelatin causes hemostasis through platelet adhesion
(45).
Ruptured Liver Model. In the liver wound model, the liver's left lateral lobe was removed, with
a resulting wound surface area of 2 × 0.5 cm2 onto which different treatments were applied (Figure
6C). Control animals with no treatment continued to bleed for 104 s, while 50% of the animals
were still bleeding at the end of the experiment. Animals receiving base pad and E-CS NPs
incorporated base pad also bled for 97 s and 75 s, respectively. Also, the base pad containing free
epinephrine showed a decrease in bleeding time (70 s). Results for E-CS-Gl and market patch
showed a bleeding time of 33 s and 54 s, respectively (Figure 6D).
Literature showed that epinephrine causes intraoperative hemostasis and hemodynamic changes
due to its vasoconstriction properties (46). Furthermore, chitosan can easily adhere to the area of
injury, improving vasoconstriction, followed by activating erythrocytes, clotting factors, and
platelets with appropriate mucoadhesive property (47, 48). Also, hemadsorption induced by
epinephrine and chitosan triggers RBCs' aggregation and clotting (49, 50). Therefore, a
combination of epinephrine and chitosan can improve the vasoconstriction, resulting in a decreased
in blood flow in the lesion area. Moreover, the fast fluid absorption of gelatin nanofiber may
enhance platelet concentration and clotting factors, resulting in shortening the time for thrombin
generation (51). Accordingly, in-vivo hemostasis experiments demonstrated that the combination
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of epinephrine-entrapped chitosan NPs and gelatin nanofibers improved the hemostatic advantages
of both materials provided efficient bleeding control.

Figure 6. Total incision of femoral artery and hemostasis procedure after applying base pad
containing E-CS-Gl (E-CS-Gl) (A), bleeding time in femoral artery injury upon application of
different treatments (B), liver rupture and hemostasis procedure when using of a base pad
containing E-CS-Gl (C) and bleeding time in liver injury upon application of base pad, base pad
containing E-CS NPs (E-CS), base pad containing E-CS-Gl (E-CS-Gl) in comparison with free
epinephrine and market patch (D).

Conclusion
In this study, electrosprayed epinephrine-entrapped chitosan NPs on the base pad was covered by
gelatin nanofibers and successfully used as hemostatic nano-biomaterial. The prepared nano16

biomaterial showed significant biocompatibility, which is critical for a hemostatic agent.
According to our in-vivo findings, a base pad containing E-CS-Gl has a great hemostatic potential
in the femoral artery and liver injury, created in a rat model with lower blood loss and controlled
bleeding. It should be emphasizing that this study determined the hemostatic property of
epinephrine-entrapped chitosan and provided an alternative approach for hemorrhage control by
electrospinning gelatin nanofibers on the surface of the nano-biomaterial.
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