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Hemoperfusion leads to 
impairment in hemostasis and 
coagulation process in patients 
with acute pesticide intoxication
Samel park1, Md-imtiazul islam2, Ji-Hun Jeong3, nam-Jun cho1, Ho-yeon Song2,  
eun-Young Lee1 & Hyo-Wook Gil1

Hemoperfusion (Hp) is one of the important treatment modalities in extracorporeal therapy for patients 
with acute intoxication. Its use has declined during the past 20 years despite its efficacy, because of its 
side effects, especially an increased risk of bleeding. Mechanisms of hemostasis impairment have not 
been clearly elucidated and studies demonstrating the mechanism are lacking. It is not clear which step 
of the hemostatic process is impaired during HP, and whether it leads to an increased risk of bleeding. 
We performed both in vivo and in vitro studies to elucidate the mechanism of impairment in the 
hemostatic process. in patients with acute pesticide intoxication who underwent Hp, the platelet count 
decreased rapidly during the first 30 minutes from 242.4 ± 57.7 × 103/μL to 184.8 ± 49.6 × 103/μL,  
then gradually decreased even lower to 145.4 ± 61.2 × 103/μL over time (p < 0.001). As markers of 
platelet activation, platelet distribution width increased continuously during HP from 41.98 ± 9.28% 
to 47.69 ± 11.18% (p < 0.05), however, mean platelet volume did not show significant change. In 
scanning electron microscopy, activated platelets adhered to modified charcoal were observed, and 
delayed closure time after HP in PFA-100 test suggested platelet dysfunction occurred during HP. 
To confirm these conflicting results, changes of glycoprotein expression on the platelet surface were 
evaluated when platelets were exposed to modified charcoal in vitro. Platelet expression of CD61, 
fibrinogen receptor, significantly decreased from 95.2 ± 0.9% to 73.9 ± 1.6%, while those expressing 
CD42b, von Willebrand factor receptor, did not show significant change. However, platelet expression 
of CD49b, collagen receptor, significantly increased from 24.6 ± 0.7% to 51.9 ± 2.3%. Thrombin-
antithrombin complex, a marker for thrombin generation, appeared to decrease, however, it was not 
statistically significant. Fibrin degradation products and d-dimers, markers for fibrinolysis, increased 
significantly during HP. Taken together, our data suggests that hemoperfusion leads to impairment of 
platelet aggregation with incomplete platelet activation, which was associated with reduced thrombin 
generation, accompanied by increased fibrinolysis.

Hemoperfusion (HP) is one of the important modalities in extracorporeal treatment for patients with acute intox-
ication1. Although HP can remove both protein-bound and lipid-soluble materials2–4, the use has declined during 
the past 20 years, despite its efficacy5. One of the reasons for the declining use of HP is its side effects, especially 
increased risk of bleeding caused by decreased platelet count and impaired coagulation. Our institution previ-
ously reported that systemic bleeding was observed in 3% of patients with acute intoxication who underwent HP, 
and that it was an important factor associated with mortality1. The average platelet counts has also been reported 
to decrease about by 30% per HP session6.

Mechanisms of HP-induced thrombocytopenia and impairment of the hemostatic process have not been 
clearly elucidated. Efforts to evaluate causes of thrombocytopenia or bleeding tendency developing after HP 
began with a very small number of studies, until the 1980s, when HP was replaced with hemodialysis in patients 
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with renal failure and progress on these studies stopped. However, the mechanisms can be inferred through 
previous studies on several hemostatic impairments caused by direct blood-contacting devices, such as extracor-
poreal membrane oxygenation, and ventricular assist devices. It is well-described in the literature that the use of 
equipment which directly contacts the blood increases not only the risk of bleeding, but paradoxically, also the 
rate of thrombosis7–9.

Although it is not clear which step is impaired in the hemostasis process during HP and whether it leads to 
an increased risk of bleeding, we assumed that the mechanisms of bleeding complications induced by HP are 
similar to those induced by direct blood-contacting devices. In order to clarify the pathophysiology, it is neces-
sary to identify which step of the hemostatic process is affected by HP. The present study was conducted using 
representative markers of each step in the hemostatic process in order to determine which step of process was 
been impaired.

Materials and Methods
Between January and December 2016, 250 patients with acute pesticide intoxication from ingestion of undi-
luted pesticides were treated at the Nephro-toxicology Division of Soonchunhyang University Cheonan Hospital 
(Cheonan, Korea). Patients were excluded from this study for anti-platelet drug use, active cancer, hematologi-
cal or hemostatic disorders, treatment ≥12 hours after ingesting pesticide, transfer from another hospital after 
undergoing HP or HD, and those critically unstable where HP could not be performed. A clinician in charge of 
the emergency room made the decision whether or not to perform HP. In this study, 25 patients were included.

HP was performed as previously reported6. Briefly, an Adsorba 300 C HP cartridge (Baxter, KG Hechingen, 
Germany), which has modified charcoal adsorbent coated with cellulose, with a 300 m2 surface area was used. 
Heparin was infused with loading and maintaining doses of 2,000 IU and 1,000 IU/h, respectively. HP was con-
ducted for three hours with 200 ml/min of blood flow.

White blood cells (WBC), platelet count, hemoglobin (Hb), platelet distribution width (PDW), mean platelet 
volume (MPV), and plateletcrit (PCT) were measured with an auto-analyzer (ADVIA-2120, Siemens Diagnostics, 
Tarrytown, New York, USA). The instrument was calibrated and samples were processed according to the man-
ufacturer’s instructions. Previous studies on the effects of dialysis on platelets have reported that platelet counts 
typically fall during the first 15–30 min of dialysis10. Based on the previous studies on HD and the nature of HP, 
during which the highest initial removal rate occurs at the initiation of HP and continues to decrease over time 
due to a saturation of capacity, it was speculated that the acute decrease in platelets during the earlier phase of HP 
would be more prominent than in HD. Thus, blood was drawn from the inflow line of the HP apparatus at the 
initiation of HP, and 30, 60, and 180 minutes thereafter. To assess whether a hemostatic process became impaired 
after HP, a commercial platelet function assay, PFA-100 (Dade PFA Collagen/EPI and Collagen/ADP test car-
tridges, Siemens Healthcare, Marburg, Germany) was used. The results of PFA-100 were simply compared before 
and after HP.

To evaluate the effect of modified charcoal on platelet dysfunction, changes in the expression of platelet sur-
face glycoproteins were evaluated during modified charcoal exposure in vitro. Three glycoprotein monoclonal 
antibodies (Platelet GP screening kit 13010, BioCytex, Marseille, France), representing each step of primary 
hemostasis, including platelet adhesion (CD49b, collagen receptor), activation (CD42b, von Willebrand factor 
[vWF] receptor), and aggregation (CD61, fibrinogen receptor) were used.

Human platelets for the in vitro study were prepared by the blood bank at our institution as a form of 
platelet-rich plasma (PRP). First, PRP was gently rinsed twice with normal saline to remove as much remaining 
plasma, especially vWF, other procoagulants, and citrate that inevitably administered to store platelet, as possi-
ble. Addition of normal saline to the rinsed PRP followed to dilute the platelet count to a normal human platelet 
count. Then, PRP was divided into 10 mL aliquots, added to 50 mL conical tubes with 20 g aliquots of modified 
charcoal obtained from an Adsorba 300C HP cartridge, and the tubes were mixed and gently shaken for 30 min-
utes to evaluate the effect of modified charcoal on the expression of platelet glycoproteins.

Platelet glycoprotein levels on the surface were then assayed with flow cytometry using the monoclonal anti-
bodies to glycoprotein described above. The glycoproteins expressed on the surface of platelets were extracted 
and analyzed using a FACS Canto II flow cytometer (BD Biosciences, Franklin Lakes, NJ, USA). The samples for 
flow cytometry were immuno-labeled and stained with fluorescent dye at room temperature for 10 minutes each, 
according to the manufacturer’s instructions. Data were analyzed using FlowJo® software (TreeStar Inc., Ashland, 
OR, USA). This in vitro study was performed in triplicate.

The conical tubes with 10 ml of PRP and 20 g of modified coated were prepared as described above, then mixed 
and shaken for 30, 60, or 120 minutes. Then, the surface of the modified charcoal was evaluated using scanning 
electron microscopy (SEM). The modified charcoal in a HP cartridge used to treat a patient with pesticide intoxi-
cation was also evaluated using SEM. Platelets on cellulose-coated charcoal were fixed in 2.5% glutaraldehyde in a 
phosphate buffer (0.1 mol, pH 7.4) for 4 hours and rinsed 3 times in phosphate buffer for 5 minutes, before fixation 
for 1 hour with 1% osmium tetroxide. The samples were then rinsed 3 times for 5 minutes with distilled water 
and dehydrated serially in 50%, 70%, and 90% ethanol, and twice in 100% ethanol. Samples were then dried with 
tetramethylsilane coated with platinum (Cressington 108 Auto, Cressington Scientific Instruments UK, Watford, 
UK), and observed via a SEM (JSM-6701F, JEOL, Tokyo, Japan) at an acceleration voltage of 2 kV. Images were 
obtained at multiple magnifications on each sample’s surface. In addition to images of cellulose-coated charcoal 
obtained from the in vitro study, images obtained after cutting a HP cartridge used in an actual patient with pes-
ticide intoxication were also evaluated.

To study the effect of HP on the coagulation process, the levels of thrombin-antithrombin complex (TAT), 
fibrinogen degradation products (FDP), and d-dimers were measured, using a commercial enzyme-linked immu-
nosorbent assay kit (Abcam, Cambridge, United Kingdom) and automated latex-enhanced immunoassay kits 
(HemosIL FDP kit and D-Dimer HS kit, Instrumentation Laboratory, Barcelona, Spain), respectively. In contrast 
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to changes in platelet counts, we hypothesized that the influence on the coagulation process by HP occurred con-
tinuously, and would result in linear changes of TAT, FDP, and d-dimers. Therefore, blood samples were acquired 
at the initiation of HP, and at 60, 120, and 180 minutes thereafter, in other patients who were not involved in the 
in vivo study described above.

The study was conducted in accordance with the Declaration of Helsinki, and the protocol was approved by 
the Institutional Review Board of the Soonchunhyang University Cheonan Hospital (IRB no. 2013-12-010). All 
study participants provided informed written consent prior to study enrollment. Some participants were unable 
to consent to the study due to their level of consciousness. In those cases, written informed consent was obtained 
from the next of kin.

Statistical analysis. The Friedman test and the Wilcoxon sign-rank test with Bonferroni correction were 
used to compare WBC, Hb, platelet counts, MPV, PDW, PCT, TAT, FDP, and d-dimer levels, as appropriate. The 
paired t-test was used to compare the results from flow cytometry. Data with normal distribution were expressed 
as mean ± standard deviations (SD), otherwise it was expressed as median (25 percentile – 75 percentile). In addi-
tion, data in the coagulation study of only seven cases were expressed as mean ± standard errors (SE).

All variables with a p-value < 0.05 in the univariate analysis were considered statistically significant. Data were 
analyzed using R software, version 3.4.3 (The R Foundation for Statistical Computing, Vienna, Austria), SPSS 
software, version 24.0 for Windows (SPSS, Inc., Chicago, IL, USA).

Results
Basal clinical and laboratory characteristics. Changes in WBC counts, Hb, platelet counts, PDW, MPV, 
and PCT during HP were assessed in 25 patients. Basal laboratory data from the emergency department are sum-
marized in Table 1. In 14 cases, the type and volume of ingested pesticide were identified. In the other cases, how-
ever, information about the ingested pesticide was unavailable. In these patients, acute pesticide intoxication was 
suspected because of the smell from the patients when they were discovered by other people. Of the 25 patients, 
three patients eventually died. All patients received care following the treatment protocol of our institution.

Characteristics Values

Age, year 55.8 ± 16.9

Male sex, number (%) 11 (44)

Ingested volume, ml† 237.9 ± 139.7

Type of pesticide

Organophosphate 2

Other insecticide 3

Glyphosate 4

Glufosinate 2

Other herbicide 2

Fungicide 1

Unknown type 11

WBC count, /μl 10957.6 ± 5391.1

Hemoglobin, g/dl 12.9 ± 1.9

Platelet count, ×103/μl 242.4 ± 57.7

Protein, g/dl 7.1 ± 0.7

Albumin, g/dl 4.3 ± 0.5

Glucose, mg/dl 160.8 ± 66.0

Urea nitrogen, mg/dl 13.3 ± 4.1

Creatinine, mg/dl 0.80 (0.65–1.15)

Sodium, mEq/l 140.8 ± 2.3

Potassium, mEq/l 3.8 ± 0.6

Chloride, mEq/l 101.9 ± 3.9

Calcium, mg/dl 9.2 (8.5–9.5)

Phosphorus, mg/dl 3.9 ± 1.7

Uric acid, mg/dl 4.9 ± 1.4

Creatine kinase, IU/l 91 (63–170)

pH 7.3 ± 0.2

PaO2, mmHg 89.8 (78.5–104.0)

Base excess −5.9 ± 6.2

Table 1. Basal clinical and laboratory characteristics (n = 25). Abbreviations: WBC, white blood cell; pH, 
potential hydrogen; PaO2, partial pressure of oxygen. †The volume and type of ingested pesticide could be 
identified in only 14 cases.
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Changes in complete blood counts and platelet indices. WBC counts decreased rapidly dur-
ing the first 30 minutes and then increased again for 30 minutes. Recovered WBC counts were sustained until 
the end of HP (Fig. 1A). Hb levels fell significantly during the first 30 minutes after initiation of HP and the 
decreased levels were sustained until the end of HP (Fig. 1B). The basal platelet counts and PCT levels were 
242.4 ± 57.7 × 103/μL and 0.230 (0.175–0.265) %, respectively, then rapidly decreased during the first 30 minutes 
to 184.8 ± 49.6 × 103/μL and 0.170 (0.140–0.195) %, respectively. After that time, the counts decreased much 
lower to 145.4 ± 61.2 × 103/μL and 0.140 (0.085–0.195), respectively (Fig. 1C,F). The trend test showed that they 
gradually declined over time during HP (platelet counts, p < 0.001; PCT, p < 0.001). As markers of platelet activa-
tion11, PDW gradually increased with time from 41.98 ± 9.28% to 47.69 ± 11.18% (Fig. 1D), however, MPV did 
not show significant changes (Fig. 1E).

Changes in closure time measured using PFA-100. The PFA-100 test measure closure time in car-
tridges, of which membrane coated with epinephrine or ADP. Delayed closure time suggests platelet dysfunc-
tion12. Since PFA-100 does not measure closure times longer than 5 minutes12, statistical analysis was done in two 
ways, as categorical and continuous variables. Figure 2 shows changes of closure times before and after HP, with 
closure times using cartridges coated with epinephrine or ADP at each time. In both, the absolute closure times 
and the proportion of closure times above the normal range increased significantly. These results suggest that 
platelet function was impaired by exposure to the extracorporeal circuit during HP13.

Scanning electron microscopy of the surface of modified charcoal. Results of SEM evaluation of 
the modified charcoal obtained from the in vitro experiment showed that platelets aggregated on the surface of 
modified charcoal gradually increased over time (Fig. 3B–D). When the modified charcoal obtained from HP 
used in an actual patient was evaluated using SEM, aggregated red blood cells (Fig. 3E) and platelets aggregated 

Figure 1. Changes in complete blood counts and platelet indices during hemoperfusion. (A) White blood 
cell count. (B) Hemoglobin. (C) Platelet count. (D) Platelet distribution width. (E) Mean platelet volume. (F) 
Plateletcrit. *p < 0.05; **p < 0.01, ***p < 0.001 in repeated measures ANOVA or Friedman test with Bonferroni 
correction. †p < 0.05 in Jonckheere-Terpstra trend test.
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with fibrin on the modified charcoal surface were observed (Fig. 3F). These results suggest that platelet activation 
occurred during HP.

changes in the expression of platelet surface glycoprotein. The proportion of platelets express-
ing CD61 significantly decreased from 95.2 ± 0.9% to 73.9 ± 1.6 percent (Fig. 4B,C). Platelets expressing CD42b 
did not show significant changes (77.0 ± 0.9% vs. 77.6 ± 0.1%) (Fig. 4E,F). However, the proportion of platelets 
expressing CD49b increased significantly from 24.6 ± 0.7% to 51.9 ± 2.3 percent (Fig. 4H,I).

Changes in thrombin-antithrombin complex, fibrin degradation product, and d-dimer. The 
results of changes in platelet characteristics observed during HP prompted to perform additional investigations 
into whether the platelet dysfunction led to impairment of the coagulation process. Thus, we explored the effect 
of HP on the coagulation process in seven new patients. Although it was not statistically significant, TAT levels, 
markers of thrombin generation, appeared to decrease during HP from 12.26 ± 1.20 ng/mL to 9.41 ± 0.85 ng/mL 
(Fig. 5A). Markers of fibrinolysis, including FDP and d-dimers, gradually increased over time during HP with 
statistical significance (FDP, from 2.18 ± 0.31 μg/mL to 80.72 ± 26.63 μg/mL, Fig. 5B; d-dimer, from 0.50 ± 0.11 
to 19.01 ± 6.96 μg/mL, Fig. 5C).

Discussion
Our data suggest comprehensive mechanistic perspectives of impairment of the hemostatic process occurred 
during HP. These include reduced platelet counts (Fig. 1), platelet dysfunction (Fig. 2) despite platelet activation 
(Figs 1 and 3), and increased fibrinolysis (Fig. 5).

After initiation of HP, platelet counts decreased abruptly after 30 minutes, then the rate of decline diminished 
over time (Fig. 1C). This phenomenon might be because the absorbable area of modified charcoal is the largest at 
the early period of HP and gradually decreases as HP progresses. Similar changes observed in Hb levels and WBC 
counts support this hypothesis (Fig. 1B,C). In particular, the abrupt decrease of Hb observed minutes after the 
initiation of HP (Fig. 1B) was demonstrated by the adherence of red blood cells aggregated with platelets on the 
surface of modified charcoal in SEM (Fig. 3E).

Interestingly, WBC counts sharply declined in the first 30 minutes then rapidly recovered (Fig. 1A), implying 
consumed WBCs instantly recovered. Given our results and previous studies associated with hemodialysis and 
platelet-leukocyte aggregation, it is suggested that similar mechanisms play critical roles in the hemostasis and 
coagulation occurring during HP14,15, and may involve bio-incompatibility16. The cause of decreased PCT was 
attributed to decreased platelet counts, since there were no significant changes in MPV (Fig. 1F). Activation of 

Figure 2. Changes in closure time measured using PFA-100 during hemoperfusion. (A) EPI coated cartridge. 
(B) ADP coated cartridge.
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complement system might also affect leukocyte and platelet-count and the coagulation cascade17. Cellulose ace-
tate membranes used in Adsorba 300 C can activate the complement cascade10. Unfortunately, we did not measure 
complement activation in the present study. The initial abrupt decline in WBC counts and more rapid decrease 
in platelet counts observed in our study could be caused by complement activation in addition to the largest 

Figure 3. Scanning electron microscopy of the surface of modified charcoal from hemoperfusion cartridge. (A) 
Clear surface of the modified charcoal coated with cellulose, obtained from a non-used HP cartridge. Activated 
platelets adhered to the surface of modified charcoal after (B) 30 min, (C) 60 min, and (D) 120 min of shaking 
in vitro. (E,F) Surface of modified charcoal obtained from a HP cartridge used in a patient with pesticide 
intoxication. (E) Red blood cells and activated platelets adhered to the surface of modified charcoal. (F) The 
activated platelets and fibrin clots adhered to the surface of modified charcoal.
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absorbable area at the early period of HP. Although sterilization method could affect biocompatibility, Adsorba 
300C is a steam-sterilized device. Steam-sterilized membrane can improve biocompatibility18,19.

Our results were different from those from other studies on hemodialysis. In previous studies on hemodialysis 
using cellulose acetate as a membrane, platelet reduction has been found to be significantly less than that using 
CuprophanR membrane. Platelet count not only returns to pre-dialysis level, but also overshoots slightly by the 
end of dialysis10. The hemoconcentration associated with ultrafiltration which occurs during hemodialysis may 
lead to an increase of platelet count rather than to its decrease. However, HP does not lead to hemoconcentration. 
Thus, we can explain that platelet reduction in HP does not appear to occur only by complement activation as in 
hemodialysis. As shown in our study, additional mechanisms might have been involved. Recent studies suggest 
that extracorporeal cytokine hemoadsorption adds to an optimal level of biocompatibility and its use in HP is 
not associated with adverse reactions or signs of cytotoxicity20,21. The possible impact of roller pumps on platelet 
count in extracorporeal blood circuits should also be considered. Although it was beyond the aim of the present 
study, according to a previous study, it can be assumed that roller pumps had no significant effect on our results22.

In our study, platelet activation was verified by two methods. First, PDW gradually increased from 
41.98 ± 9.28% to 47.69 ± 11.18% during HP (p = 0.021) (Fig. 1D), implying the morphologic changes and plate-
let activation as reported in previous studies11. Second, the activated and adhered platelets on the surface of 
modified charcoal were observed by SEM (Fig. 3). Despite platelet activation, there was no significant change in 
MPV (Fig. 1E). MPV is also an indicator of platelet activation and known to increase along with shape changes 
during platelet activation23. Nevertheless, delayed closure time in PFA-100 was observed, suggesting that platelet 
dysfunction had developed (Fig. 2). These findings suggest that, despite platelet activation and changes in platelet 
shape which had occurred during HP, the process was not completed and immaturity of platelet storage granules 
might be associated with platelet dysfunction.

Decreases in Hb and platelet count affect PFA-100 results13,24. In the present study, however, there was no sig-
nificant difference in Hb levels before and after hemoperfusion. In addition, despite platelet counts that decreased 
significantly after HP, they were higher than 100 × 109/L. Therefore, the change in PFA-100 was considered to 
actually be platelet dysfunction, rather than an effect of anemia or thrombocytopenia.

Figure 4. Changes in the expression of platelet surface glycoprotein after in vitro exposure to modified 
charcoal. (A) Identification of CD61-positive control platelets. (B) Gating of CD61 expression on platelets. 
CD61 expression was decreased after treatment. (C) CD61 content of platelet shown as a percentage of total 
platelets. (D) Identification of CD42b-positive control platelets. (E) Gating of CD42b expression on platelets. 
CD42b expression was not changed after treatment. (F) CD42b content in platelets shown as a percentage 
of total platelets. (G) Identification of CD49b-positive control platelets. (H) Gating of CD49b expression on 
platelets. CD49b expression was increased after treatment. (I) CD49b content in platelet shown as a percentage 
of total platelets. *p < 0.05; **p < 0.01.
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Platelets undergo processes of adhesion, activation, and aggregation sequentially in physiologic conditions25. 
Therefore, platelet activation accompanied by reduced platelet aggregation are mutually exclusive processes and 
suggest that altered platelet glycoprotein expression, not observable in physiologic conditions, had occurred. The 
results from the in vitro study using flow cytometry showed little change in platelets expressing CD42b – vWF 
receptor (Fig. 4F), and significant reduction in those expressing CD61 – fibrinogen receptor (Fig. 4C). Because 
the receptors for vWF and fibrinogen play important roles in platelet aggregation, insufficient expression of these 
receptors supports our hypothesis that an impairment of platelet aggregation had occurred by exposure to mod-
ified charcoal. In contrast, expression of CD49b, collagen receptor, increased (Fig. 4I), suggesting that platelet 
activation would be stimulated by the signaling pathways induced by platelet adhesion. In the context of rheology, 
the degree of shear rate in the HP circuit was not evaluated. However, it could be supposed that the blood passing 
through the HP circuit lies on a low shear rate. During HP, blood does not pass through a hollow fiber with a nar-
row caliber as it does in HD, and the blood flow rate is lower than in HD. Thus, it has been suggested that platelet 
adhesion is closely related to the expression of collagen receptors on the surface of platelets26.

Currently discussed coagulation pathways based on a concept of a cell-based model. It has replaced the clas-
sical “waterfall” cascade model27–29. In this model, platelets are needed for the initiation of thrombin generation. 
Platelet activation leads to activation of platelet integrin αIIBβ (GPIIb-IIIa). Because inhibition of GPIIb-IIIa 
by “abciximab” antibodies or by the glycoprotein IIb/IIIa inhibitor “eptifibatide” leads to decreased thrombin 
generation30,31, changes shown in our study might affect the coagulation process, including thrombin genera-
tion32. Thus, levels of TAT, markers of thrombin generation, and FDP and d-dimers, those for fibrinolysis, were 
measured. The level of TAT appeared to decrease gradually as HP progressed, but this change was not statistically 
significant (Fig. 5A). In contrast, levels of FDP and d-dimers increased significantly over time (Fig. 5B,C). These 
results suggest increased fibrinolysis occurred concomitant with decreased thrombin generation33,34. The changes 
in the coagulation process were considered to result in bleeding complications combined with platelet aggrega-
tion dysfunction. Taken together, our data suggest that hemoperfusion led to impairment of platelet aggregation 
with incomplete platelet activation, which was associated with reduced thrombin generation accompanied with 
increased fibrinolysis.

Our study had several limitations. First, because participants ingested pesticides and suffered from various 
toxic symptoms, effects of the pesticides on the process of hemostasis could not be excluded. Second, at the begin-
ning of the study we actually focused only on platelet dysfunction which occurred after HP. However, results of 
the studies on platelet function prompted an additional evaluation of the coagulation process. Thus, we evaluated 
the coagulation process with an additional seven patients who were not involved in the study for platelet func-
tion because it might be ethically problematic to draw too much blood from the patients who underwent HP. 
Therefore, this part of the study was not experimentally sequential and the results may not be relevant, because it 
was based on samples from different patients. Third, all patients received heparin for anticoagulation during HP. 

Figure 5. Changes in (A) thrombin-antithrombin (TAT) complex, (B) fibrin degradation product (FDP), and 
(C) d-dimers during hemoperfusion (n = 7, mean ± standard errors). †p < 0.05 in Jonckheere-Terpstra trend 
test.
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The inevitable use of anticoagulation may have affected our results. Fourth, the present study examined impair-
ment of the hemostatic process that occurred during HP. Therefore, our results only showed an overall view of 
impairment of the hemostatic process, rather than causality, and mechanistic conclusions are ambiguous. Finally, 
we did not check for the activation of the complement system in our investigations, although complement activa-
tion may have an impact on our results.

In conclusion, our data showed that hemoperfusion led to impairment of platelet aggregation with incom-
plete platelet activation, which was associated with reduced thrombin generation accompanied with increased 
fibrinolysis. Our results could provide direction for further studies on bleeding complications that occur from HP.

References
 1. Gil, H. W., Kim, S. J., Yang, J. O., Lee, E. Y. & Hong, S. Y. Clinical outcome of hemoperfusion in poisoned patients. Blood Purif 30, 

84–88, https://doi.org/10.1159/000318585 (2010).
 2. Zimmerman, J. L. Poisonings and overdoses in the intensive care unit: general and specific management issues. Crit Care Med 31, 

2794–2801, https://doi.org/10.1097/01.CCM.0000100123.50896.F0 (2003).
 3. de Pont, A. C. Extracorporeal treatment of intoxications. Curr Opin Crit Care 13, 668–673, https://doi.org/10.1097/

MCC.0b013e3282f0febd (2007).
 4. Hwa Jong, K. et al. A Case of Successful Hemoperfusion in the Treatment of Acute Severe Clozapine Intoxication. Kidney Res Clin 

Pract. 28, 639–642 (2009).
 5. Holubek, W. J., Hoffman, R. S., Goldfarb, D. S. & Nelson, L. S. Use of hemodialysis and hemoperfusion in poisoned patients. Kidney 

Int 74, 1327–1334, https://doi.org/10.1038/ki.2008.462 (2008).
 6. Park, S. et al. Concurrent Hemoperfusion and Hemodialysis in Patients with Acute Pesticide Intoxication. Blood Purif 42, 329–336, 

https://doi.org/10.1159/000451051 (2016).
 7. Murphy, D. A. et al. Extracorporeal membrane oxygenation-hemostatic complications. Transfus Med Rev 29, 90–101, https://doi.

org/10.1016/j.tmrv.2014.12.001 (2015).
 8. Thomas, J., Kostousov, V. & Teruya, J. Bleeding and Thrombotic Complications in the Use of Extracorporeal Membrane 

Oxygenation. Semin Thromb Hemost 44, 20–29, https://doi.org/10.1055/s-0037-1606179 (2018).
 9. Casan, J., Andrews, R. K., Gardiner, E. E. & Davis, A. K. Mechanisms of Platelet Dysfunction in Patients with Implantable Devices. 

Semin Thromb Hemost 44, 12–19, https://doi.org/10.1055/s-0037-1605572 (2018).
 10. Daugirdas, J. T. & Bernardo, A. A. Hemodialysis effect on platelet count and function and hemodialysis-associated 

thrombocytopenia. Kidney Int 82, 147–157, https://doi.org/10.1038/ki.2012.130 (2012).
 11. Vagdatli, E. et al. Platelet distribution width: a simple, practical and specific marker of activation of coagulation. Hippokratia 14, 

28–32 (2010).
 12. Harrison, P. Platelet function analysis. Blood Rev 19, 111–123, https://doi.org/10.1016/j.blre.2004.05.002 (2005).
 13. Favaloro, E. J. Clinical application of the PFA-100. Curr Opin Hematol 9, 407–415 (2002).
 14. Gawaz, M. P., Mujais, S. K., Schmidt, B. & Gurland, H. J. Platelet-leukocyte aggregation during hemodialysis. Kidney Int 46, 489–495 

(1994).
 15. Bonomini, M., Sirolli, V., Stuard, S. & Settefrati, N. Interactions between platelets and leukocytes during hemodialysis. Artif. Organs 

23, 23–28 (1999).
 16. Sirolli, V. et al. Leukocyte adhesion molecules and leukocyte-platelet interactions during hemodialysis: effects of different synthetic 

membranes. Int J Artif Organs 22, 536–542 (1999).
 17. Hoenich, N. A., Woffindin, C., Stamp, S., Roberts, S. J. & Turnbull, J. Synthetically modified cellulose: an alternative to synthetic 

membranes for use in haemodialysis? Biomaterials 18, 1299–1303 (1997).
 18. Muller, T. F., Seitz, M., Eckle, I., Lange, H. & Kolb, G. Biocompatibility differences with respect to the dialyzer sterilization method. 

Nephron 78, 139–142, https://doi.org/10.1159/000044901 (1998).
 19. Golli-Bennour, E. E. et al. Cytotoxic effects exerted by polyarylsulfone dialyser membranes depend on different sterilization 

processes. Int Urol Nephrol 43, 483–490, https://doi.org/10.1007/s11255-009-9653-7 (2011).
 20. Schadler, D. et al. The effect of a novel extracorporeal cytokine hemoadsorption device on IL-6 elimination in septic patients: A 

randomized controlled trial. PLoS One 12, e0187015, https://doi.org/10.1371/journal.pone.0187015 (2017).
 21. Pomare Montin, D. et al. Biocompatibility and Cytotoxic Evaluation of New Sorbent Cartridges for Blood Hemoperfusion. Blood 

Purif 46, 187–195, https://doi.org/10.1159/000489921 (2018).
 22. Suh, G. J. et al. Hemoperfusion using dual pulsatile pump in paraquat poisoning. Am J Emerg Med 26, 641–648, https://doi.

org/10.1016/j.ajem.2007.09.022 (2008).
 23. Jagroop, I. A., Clatworthy, I., Lewin, J. & Mikhailidis, D. P. Shape change in human platelets: measurement with a channelyzer and 

visualisation by electron microscopy. Platelets 11, 28–32 (2000).
 24. Favaloro, E. J. Utility of the PFA-100 for assessing bleeding disorders and monitoring therapy: a review of analytical variables, 

benefits and limitations. Haemophilia 7, 170–179 (2001).
 25. Broos, K., De Meyer, S. F., Feys, H. B., Vanhoorelbeke, K. & Deckmyn, H. Blood platelet biochemistry. Thromb Res 129, 245–249, 

https://doi.org/10.1016/j.thromres.2011.11.002 (2012).
 26. Maxwell, M. J. et al. Identification of a 2-stage platelet aggregation process mediating shear-dependent thrombus formation. Blood 

109, 566–576, https://doi.org/10.1182/blood-2006-07-028282 (2007).
 27. Hoffman, M. & Monroe, D. M. III. A cell-based model of hemostasis. Thromb Haemost 85, 958–965 (2001).
 28. Monroe, D. M., Hoffman, M. & Roberts, H. R. Platelets and thrombin generation. Arterioscler Thromb Vasc Biol 22, 1381–1389 

(2002).
 29. Monroe, D. M. & Hoffman, M. What does it take to make the perfect clot? Arterioscler Thromb Vasc Biol 26, 41–48, https://doi.

org/10.1161/01.ATV.0000193624.28251.83 (2006).
 30. Li, Y., Spencer, F. A., Ball, S. & Becker, R. C. Inhibition of platelet-dependent prothrombinase activity and thrombin generation by 

glycoprotein IIb/IIIa receptor-directed antagonists: potential contributing mechanism of benefit in acute coronary syndromes. J. 
Thromb. Thrombolysis 10, 69–76 (2000).

 31. Butenas, S. et al. Antiplatelet agents in tissue factor-induced blood coagulation. Blood 97, 2314–2322 (2001).
 32. de Witt, S. M., Verdoold, R., Cosemans, J. M. & Heemskerk, J. W. Insights into platelet-based control of coagulation. Thromb Res 

133(Suppl 2), S139–148, https://doi.org/10.1016/S0049-3848(14)50024-2 (2014).
 33. Braaten, J. V., Jerome, W. G. & Hantgan, R. R. Uncoupling fibrin from integrin receptors hastens fibrinolysis at the platelet-fibrin 

interface. Blood 83, 982–993 (1994).
 34. Wolberg, A. S. Thrombin generation and fibrin clot structure. Blood Rev 21, 131–142, https://doi.org/10.1016/j.blre.2006.11.001 

(2007).

Acknowledgements
This study was supported by Soonchunhyang University Research Fund.

https://doi.org/10.1038/s41598-019-49738-1
https://doi.org/10.1159/000318585
https://doi.org/10.1097/01.CCM.0000100123.50896.F0
https://doi.org/10.1097/MCC.0b013e3282f0febd
https://doi.org/10.1097/MCC.0b013e3282f0febd
https://doi.org/10.1038/ki.2008.462
https://doi.org/10.1159/000451051
https://doi.org/10.1016/j.tmrv.2014.12.001
https://doi.org/10.1016/j.tmrv.2014.12.001
https://doi.org/10.1055/s-0037-1606179
https://doi.org/10.1055/s-0037-1605572
https://doi.org/10.1038/ki.2012.130
https://doi.org/10.1016/j.blre.2004.05.002
https://doi.org/10.1159/000044901
https://doi.org/10.1007/s11255-009-9653-7
https://doi.org/10.1371/journal.pone.0187015
https://doi.org/10.1159/000489921
https://doi.org/10.1016/j.ajem.2007.09.022
https://doi.org/10.1016/j.ajem.2007.09.022
https://doi.org/10.1016/j.thromres.2011.11.002
https://doi.org/10.1182/blood-2006-07-028282
https://doi.org/10.1161/01.ATV.0000193624.28251.83
https://doi.org/10.1161/01.ATV.0000193624.28251.83
https://doi.org/10.1016/S0049-3848(14)50024-2
https://doi.org/10.1016/j.blre.2006.11.001


1 0Scientific RepoRtS |         (2019) 9:13325  | https://doi.org/10.1038/s41598-019-49738-1

www.nature.com/scientificreportswww.nature.com/scientificreports/

Author Contributions
Park S. acquired the data, performed statistical analysis, and wrote the manuscript. Islam M.I. addressed samples 
in laboratories. Jeong J.H. performed flow cytometry with Islam M.I. Cho N.J. collected samples, acquired 
agreement, and addressed samples with Islam M.I. Song H.Y. supervised and advised on how to perform in vitro 
study qualitatively. Lee E.Y. supervised addressing samples in laboratories and helped acquire the data. Gil H.W. 
designed and collaborated on this study.

Additional Information
Competing Interests: The authors declare no competing interests.
Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2019

https://doi.org/10.1038/s41598-019-49738-1
http://creativecommons.org/licenses/by/4.0/

	Hemoperfusion leads to impairment in hemostasis and coagulation process in patients with acute pesticide intoxication
	Materials and Methods
	Statistical analysis. 

	Results
	Basal clinical and laboratory characteristics. 
	Changes in complete blood counts and platelet indices. 
	Changes in closure time measured using PFA-100. 
	Scanning electron microscopy of the surface of modified charcoal. 
	Changes in the expression of platelet surface glycoprotein. 
	Changes in thrombin-antithrombin complex, fibrin degradation product, and d-dimer. 

	Discussion
	Acknowledgements
	Figure 1 Changes in complete blood counts and platelet indices during hemoperfusion.
	Figure 2 Changes in closure time measured using PFA-100 during hemoperfusion.
	Figure 3 Scanning electron microscopy of the surface of modified charcoal from hemoperfusion cartridge.
	Figure 4 Changes in the expression of platelet surface glycoprotein after in vitro exposure to modified charcoal.
	Figure 5 Changes in (A) thrombin-antithrombin (TAT) complex, (B) fibrin degradation product (FDP), and (C) d-dimers during hemoperfusion (n = 7, mean ± standard errors).
	Table 1 Basal clinical and laboratory characteristics (n = 25).




