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Abstract: Background: Clinical cases reports with snake accidents show that venom bite induces 

increased oxidative stress including several markers of lipid peroxidation and other oxidative stress 

marker in plasma.  Methods: The main findings of this work were performed with BthTx-II on paw 

edema of animals treated with the toxin and biochemical measurement of COX-2, PGE2, MDA and 

the effects of peroxiredoxin inhibitors on edema and myotoxicity were also evaluated. Results: The 

results show that edema and myotoxocity induced by PLA2 (BthTx-II) induces a strong mobilization 

of arachidonic acid and an increase in cellular oxidative stress as measured by increased malondial-

dehydo (MDA) concentration and protein carbonylation.  Thus, these findings establish the strong 

link between oxidative stress, arachidonic acid mobilization and that these events may explain the 

presence of oxidative stress markers in snake-bitten patients.  Experiments performed with animals 

previously treated with commercially purchased inhibitors showed enzymes such as thioredoxin 

(TXN), thioredoxin reductase (TXNRD) and other glutathione (GSH)-related antioxidant defenses 

could play an essential role controlling and defining the end of edema on the late phase of PLA2 

BthTx-II-induced process. Conclusion. This study showed that thioate-dependent antioxidant en-

zymes play an important role in resolving the edema induced by BthTx-II. 

Keywords: secretory phospholipase A2, Bothrops jararacussu, oxidative stress, edema, myonecrosis and thiol dependent antioxidant. 

 

1. Introduction 

Snakebite is a complex neglected health problem, and the greatest treatment con-

sists of the antivenom therapy, mainly preventing or reversing the snakebite effects 

through the neutralization of their systemic effects and local manifestations. Further-

more, studies also indicate that during envenomation, cellular and plasma oxidative 

stress increases when patients arrive at the hospital and this increase in cellular and 

plasma oxidative stress would play an essential role in the pathophysiological process of 

envenomation [1-3].  Moreover, some studies have also shown that polyvalent antiven-

oms administration induces more oxidative stress and lead to the activation of the com-

plement system C3, C4, and C5. The complement system fragments are produced in this 

process, leading to chemotaxis, neutrophil activation, basophil, and mast cell degranula-

tion, releasing active mediators, which possibly increase oxidative stress in addition to 

strongly contributing to the development of a larger inflammatory and degenerative 

process [2, 4, 5]. 
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In contrast, the inflammatory and myotoxic action induced by snake PLA2 can be de-

scribed as two interrelated and linked events between the pro-inflammatory mediators 

production such as arachidonic acid (AA). The AA releasing leads to pro-inflammatory 

cascade activation, the reactive oxygen species production, and an increased cellular oxi-

dative stress. These events can be evidenced by the presence of several oxidative mark-

ers in serum related to lipid peroxidation, which appears to be a crucial event in the in-

duced toxicity of snake venom and can be observed in snakebite patients [6-8, 3]. 

 Among the routes involved in thereactive oxygen species generation, one is ob-

served that requires the AA role, leading to the stimulation of NADPH oxidase (NOX) 

activity. In the presence of certain transition metals such as Fe2+ or Cu+, this enzyme 

reduces hydrogen peroxide and gives rise to the hydroxyl radical (●OH), which reacts 

rapidly with membrane phospholipids [9 - 12].  Membrane lipoxidation can result in 

membrane structure and fluidity modifications and the hydroxyl radical can also lead to 

the AA oxidation wich results on the cell death [13-16]. Hence, ROS levels control is cru-

cial to maintain the cellular integrity, especially controlling lipid lipoperoxidation [17]. 

Due to the ROS toxic potential, organisms have evolved a complex antioxidant system to 

survive in this oxidative environment. Glutathione (GSH) and thioredoxin (Trx) are con-

sidered the main cellular redox systems related to the cellular redox state maintenance. 

GSH and Trx oxidized forms are continuously recycled through the enzymes glutathi-

one reductase (GR) and thioredoxin reductase (TrxR), which maintain electron flow to 

the peroxidases. Glutathione peroxidase (GPx) and peroxiredoxins (PRX) correspond to 

the most efficient peroxidases from the cellular point of view and in according to the 

literature mammals exhibit six PRX groups, in addition to expanding the PRX1 group 

into four closely related subgroups (PRX1-4) plus PRX5 and PRX6 [18-22].  Moreover, 

these enzymes utilize GSH and GSH S-transferase (GST) for reduction and resolution of 

their oxidized peroxidative cysteines (Cys) [23, 24].  

Commercially, there are at least three inhibitors that are known and used to study the 

thiol-dependent-enzyme systems.  Adenantine (ADNT) is a diterpenoid extracted from 

the plant Isodon adenantha, which exhibits an inhibitory activity against peroxiredoxin 

1 (PRDX1) and, at a lower level, against PRDX2. Furthermore, ADNT can also inhibit 

other proteins such as thioredoxin (TXN) and thioredoxin reductase (TXNRD), which 

could hinder the PRDX regeneration rate. Besides that, studies reveal that ADNT can 

inhibit the binding of peroxidase enzymes, highlighting that this compound could be 

considered a general inhibitor of multiple enzymes and thiol-dependent systems [25, 

26]. The compound 2,3-bis (bromomomethyl) quinoxaline-1,4-dioxide (Conoidin A 

(ConA)) irreversibly inactivates PRX1 and 2 enzyme activity through a covalent bond 

formation at the enzymes catalytic site. In addition, ConA also experimentally leads to 

the inhibition of hyperperoxidation of mammalian peroxiredoxin I and II besides to lead 

an irreversible oxidation of cysteine resolution, which may contribute to further inhibi-

tory activity [27]. Peroxiredoxin 6 (PRX6), a bifunctional enzyme with glutathione perox-

idase and phospholipase A (2) (PLA2) activities, has its activity strongly inhibited by 1-

Hexadecyl-3-trifluoroethyl glycerol-2-phosphomethanol (MJ33) compounds, which are a 

fluorinated phospholipid analog that inhibits PRX6 activity.  Considering the essential 

role of these enzymes, this study aims to evaluate the edema, myotoxic and anti-erythro-

cyte activity of the myotoxic sPLA2 from Bothrops jararacussu in the presence of three 

commercial peroxiredoxin inhibitors. Moreover, we verified the relevance of the thiol-

dependent antioxidant system in the pharmacological process’ management induced by 

this group of myotoxic sPLA2. 

2. Materials and Methods 

2.1. Purification of Bothrops jararacussu sPLA2 (BthTX-II). 
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 The purification of sPLA2 catalytically active from Bothrops jararacussu (BthTx-II) 

total venom occurred in two steps. Total venom (20 mg) was loaded onto a Protein Pack 

SP 5PW column (0.78 cm 3 7.0 cm) at a constant flow rate of 1.0 ml/min and the samples 

were eluted using a linear gradient of ammonium bicarbonate (0.05–1.0 M). Chromato-

graphic and elution profile was monitored at absorbance of 280 nm. Fractions containing 

secretory snake venom PLA2 activity were pooled, lyophilized, and stored at -20°C. In 

the next step, approximately, 5 mg of the PLA2 fraction were dissolved in 250 ml of 0.1% 

(v/v) trifluoroacetic acid (solvent A). The resulting solution was clarified by centrifuga-

tion and supernatant was applied to a m-Bondapak C-18 column (0.78 cm 3 30 cm: Wa-

ters 991-PDA system). Proteins were eluted with a linear gradient (0–100%) of 66.5% 

(v/v) acetonitrile in 0.1% (v/v) trifluoroacetic acid (solvent B) at a flow rate of 2.0 ml/min. 

The elution profile was monitored at 280 nm and fractions were collected, lyophilized, 

and stored at -20°C. Protein purity was confirmed by PAGE-SDS and by size exclusion 

chromatography (SEC). 

 

2.1.2. Enzymatic activity 

To confirm the sPLA2 enzymatic activity, the enzyme was dissolved in a 0.9% NaCl 

(saline solution) at a final concentration of 1 mg/mL. sPLA2 samples were incubated 

with the compounds in microplates for 20 min at room temperature in the presence of a 

chromogenic substrate for phospholipase (NOBA). The substrate was solubilized in ace-

tonitrile at 1 mg/mL. The compounds were incubated with sPLA2 for 30 min to evaluate 

the enzymatic inhibition. Both were added to 0.02 M Tris-HCl, 0.15 M NaCl, and 1 mM 

CaCl2 (pH 8) buffer for analysis via a SPECTRA MAX spectrophotometer (Molecular 

Devices, Sunnyvale, CA, USA) at a wavelength of 425 nm. The measurements were per-

formed throughout the incubation time (90 min) with five-minute intervals between 

readings.  

 

2.2. Pharmacological Assay and Biochemical Assays. 

2.2.1. Paw Edema. 

Female Swiss mice (20–25 g, n = 5) were obtained from the Multidisciplinary Centre for 

Biological Research (CEMIB) of the State University of Campinas (UNICAMP). The ani-

mals were maintained under standard conditions (25 °C; 12-h light/dark cycle) with food 

and water available ad libitum. In vivo experimental models were performed to evaluate 

the acute inflammation inhibition induced by purified BthTX-II, using randomly chosen 

mice (Mus musculus). Animals were treated with 50 μL of PRXs’ inhibitor which are 

administered through peritoneal injection on animals 30 minutes prior edema assay. 

Paw edema was induced by the single subplantar injection of sPLA2 and this procedure 

was made to evaluate the previous incubation of these inhibitor on the BthTX-II injec-

tion. Each site received an injection of 20 μL of sample (0.5 mg/mL); therefore, each site 

received 10 μg per paw and saline solution (0.9% NaCl) was used as the negative con-

trol. In total, 8 groups were included: saline, BthTx-II, BthTx-II + ADNT 30´(Adenan-

thin), BthTx-II + ConA (Conoidin A) 30´, BthTx-II + MJ33 30´, ADNT, ConA, MJ33. The 

monitoring of edema volume was performed using the LE7500 Digital Plethysmometer 

(Panlab, Harvard Apparatus, Cornellà, Spain) and the results were expressed as edema 

in microliter and interval time. Paw edema volumes were measured immediately before 

injection and at selected time intervals afterwards (0, 30, 60, 120, 180, 240, 300, 360, 420 

and 480 min) Results are expressed as the increase in paw volume (microliters), calcu-

lated by initial volume subtraction and each treatment was performed for n = 5. After the 

tests, rats were anesthetized and sacrificed by cervical dislocation. In vivo experiments 

were performed according to the institutional rules and they were approved by ethics 

committee from UNESP, number 008-CEUA. 
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2.2.2. Biochemical Determination. 

Animals were also used for enzymes quantification carried out with commercial 

kits. Blood was collected from mice with heparin, before being centrifuged. Plasma was 

separated and stored at −80 °C for use in the COX-2, MDA, protein carbonylation and 

assays (Abcam, Cambridge, MA, USA). Gastrocnemius muscle from the mouse’s right 

foot was collected and stored at −80 °C for prostaglandin E2 (PGE2) quantification. 

 

2.2.2.1. Evaluation of COX-2 Levels. 

COX-2 levels were analyzed using an enzyme-linked immunosorbent assay 

(ELISA) kit (ab210574; Abcam, Cambridge, MA, USA), according to manufacturer’s 

guidelines. 

 

2.2.2.2. PGE2 quantification. 

PGE2 were determined using an ELISA kit (ab133021; Abcam, Cambridge, MA, 

USA), according to manufacturer’s guidelines. 

 

2.2.2.3. Protein carbonylation Quantification. 

Protein carbonylation was determined by ELISA for quantitative determination of 

carbonylated protein levels in plasma (ALX-850-312-KI01, Enzo Life Science, New York, 

NY, USA), according to manufacturer’s guidelines. 

 

2.2.2.4. Free Thiol Quantification. 

Free thiol content was determined in plasma using MET 5053 (Total Thiol Assay Kit 

(Colorimetric), Cell Biolabs, Inc., San Diego, CA, USA), according to manufacturer’s 

guidelines. 

 

2.2.2.5. Lipid Peroxidation Determination (MDA). 

The extent of lipid peroxidation was determined monitoring MDA levels using an 

ELISA kit (ab118970; Abcam, Cambridge, MA, USA), according to manufacturer’s 

guidelines.  

 

2.2.2. Myonecrosis evaluation. 

Myotoxic activity was evaluated through creatine kinase released (CK) on plasma. 

Damage muscle cells released creatine kinase (CK) and levels were measured using a 

commercial CK-NAc kit (Laborlab, London, UK). Briefly, in the right gastrocnemius 

muscle was injected 20 μL of BthTx-II sample (at 1 mg/mL), whereas control group re-

ceived an equal volume of 0.15 M NaCl. After 30minutes, the animals were anesthetized, 

and samples were collected from the abdominal cavity into tubes containing heparin as 

an anticoagulant. The plasma was stored at −10 °C for a maximum of 12 h before the as-

say. CK levels were determined with 40 μL of plasma, which was incubated for 3 min at 

37 °C with 1.0 mL of the reagent according to the protocol kit. Resulting activity is ex-

pressed in U/L. Animals were treated with 50 μL of PDXs inhibitor which are adminis-

tered through peritoneal injection on animals 30 minutes prior edema assay that per-

formed on posterior paw oedema was induced by the single subplantar injection of 

sPLA2 and this procedure it was made to evaluate the previous incubation of these in-

hibitor on the BthTx-II injection.  Each treatment was conducted for n = 5. After the 

tests, mice were anesthetized and sacrificed via cervical dislocation. Experiments were 

performed according to the institutional rules and they were approved by ethics com-

mittee from UNESP, number 008-CEUA. 

2.2.3. Treatment of animals with inhibitors. 
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A total of 50 μL (1 mmol/ mL, stock solution) of Adenanthin (ADNT, Chem Faces, 

Wuhan, Hubei PRC); MJ33 (as the lithium salt, Cayman Chemical Cat No 90001844, Ann 

Arbor, Michigan, USA) and Conoidin A (ConA, Cayman Chemical Cat No 90001844, 

Ann Arbor, Michigan, USA) were dissolved in DMSO at first time and diluted in saline 

to final DMSO concentration of 3% and 1mmol/ mL. Each inhibitor (ADNT, MJ33 and 

ConA) was injected intraperitoneally 30 min before the application of BthTx-II. Animals 

were treated with 50 μL of PRXS inhibitor which are administered through peritoneal 

injection on animals 30 minutes prior edema and myonecrosis. In addition, all negative 

controls were performed using saline. 

 

2.3. Mouse Red Blood Cells: Hemolysis, Lipid peroxidation and Oxidation. 

2.3.1. Isotonic hemolysis. 

Mouse Red Blood Cells was supplied as a 10% suspension of murine red blood cells in 

Alsever's solution (MOUSE RED BLOOD CELLS, 88R-M001, Fitzgerald Industries Inter-

national, North Acton, MA, USA). These erythrocytes were suspended in PBS (hemato-

crit of approximately 1%) and treated with ADNT (0.1 mmol/mL, 30 minutes before) or 

phosphate buffered saline solution (PBS), in the presence of various BthTx-II concentra-

tions (5-80 µg/ mL) plus 1.5 mM of lecithin, at 37 C for 60 min in a Dubnoff shaking ap-

paratus. Aliquots were withdrawn after one hour, centrifuged and assayed for Hb in the 

supernatant. Hb concentration was determined spectrophotometrically at 540 nm.  

 

2.3.2. Lipid peroxidation of membrane. 

Erythrocyte membrane lipid peroxidation were carried out with erythrocyte’s sus-

pension containing 0.5 mM of Hemoglobin (Hb) treated with ADNT (0.1 mmol/ mL, 30 

minutes before) or not, in the presence of various sPLA2 concentration (5-80 µg/mL) 

with 1.5 mM of lecithin. After 60 min at 37 C, 0.5 ml of 25% trichloroacetic acid (TCA) 

was added to 1 ml of suspension and the mixture was centrifuged at 1100 g for 5 min. To 

1 ml of the resulting supernatant, 1 ml of 1% thiobarbituric acid (TBA) in 0.05M NaOH 

was added, followed by boiling for 15 min. The formation of TBA-reactive substances 

(TBARS) was used as a measure of lipid peroxidation. TBARS concentration was deter-

mined using an  of 156 mM-1 cm-1 at 532 nm. 

 

2.3.3.  Hb oxidation 

For Hb oxidation, distinct concentrations of BthTx-II were added to 40 µM of he-

moglobin previously incubated with ADNT (in 0.1 M phosphate buffer, pH 7.4). The 

extent of Hb oxidation was measured after 15 min incubation at 37 C using a Hitachi U-

2000 spectrophotometer.  Relative proportions of oxyHb, metahemoglobin (metHb) and 

hemichrome (Hemi) were calculated using following the equations. 

 

Equation:      [OxyHb] =  119A577 -  39A630 -  89A630 

              [MetHb] =   28A577 + 307A630 -  55A560 

              [Hemi] = -133A577 - 114A630 + 233A560 

 

2.3.4. Free Thiol measurement. 

Free thiol content was determined using MET 5053 (Total Thiol Assay Kit (Colori-

metric), Cell Biolabs, Inc., San Diego, CA, USA), according to manufacturer’s guidelines.  

Aliquots with 50 µL of 40% suspension of red blood cell in PBS were used. The GSH 

concentration was expressed in nmols/mg protein. 

 

 

2.4. Statistical Analysis. 
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Results are reported as the means ± SD of replicated experiments. The significance 

of differences between means was assessed by an analysis of variance (ANOVA) fol-

lowed by Dunnett’s test when several experimental groups were compared to the con-

trol group. The confidence limit for significance was 5%. 

 

 

 

 

3. Results 

3.1. Edema and biochemical profile of BthTx-II without any treatment. 

 Figure 01 shows the sPLA2-induced edema of Bothrops jararacussu sPLA2 (BthTx-II). 

The purified BhTx-II reveals a typical acute edema profile, which in 30 minutes exhibits a 

swelling value of 0.20 ± 0.046 (n = 5 and * P≤ 0.05) followed by a maximum edema peak in 

60 minutes with a swelling value of 0.24 ± 0.033 (n = 5, and * P≤ 0.05). At 240 minutes, the 

edema value is close to the saline-induced edema, as shown in the graph of Figure 1A.  

At 30 minutes after the  BthTx-II injection, COX-2 levels were evaluated and results 

highlight an increased level of COX-2,which was 28.56 ± 1.21 ng/ mL (n=5, and *P≤ 0.05).In 

contrast, the COX-2 expression obtained at 60 minutes, which means at the edema peak, 

achieves values close to negative control,  which was 9.65 ± 2, 07 ng / mL (n = 5, and * P≤ 

0.05) (Figure 1B). Evaluation of PGE2 values were performed revealing a high level at 30 

minutes, however this concentration decreases close to the negative control values until 

edema process ends (Figure 1C). These data suggest the Araquidonic acid (AA) mobiliza-

tion and the consequent increase of COX-2 and PGE-2 expression occur before the edema 

peak induced by BthTx-II.  

Malondialdehyde (MDA) was selected as a marker to evaluate lipid peroxidation and 

figure 1D shows the MDA concentration values at 30 minutes and 60 minutes were 27.3 ± 

1.43 nmols/ mg (n=5, and *P≤ 0.05) and 18.8 ± 1.83 nmols/ mg (n=5, and *P≤ 0.05), respec-

tively. Another parameter that was selected for this work was the proteins carbonylation 

increasing, which indicates the decrease in the antioxidant capacity. Figure 1E reveals a 

transient increase in the concentration of proteins carbonylation concentration, however, 

with values close to the observed in control.   

The amount of free thiol was demonstrated in figure 1F, exhibiting the free thiols 

numbers for the treatment with saline, at 30, 60 and 240 minutes was approximately 27 

mmols/ mg of protein throughout the observation period. In the case of BthTx-II treat-

ment, a significant decay in the free thiols concentration is observed over the times of 30 

and 60 minutes and the concentrations of thiol return close to the values observed in the 

control at 240 minutes. Thiol content quantity that exists in small molecules such as free 

cysteine, glutathione, cysteine residues, and peroxyredoxins are included in the family of 

heme-free thiol peroxidase as well as in glutathione peroxidases (GPx). Thus, monitoring 

free thiol amount present in a sample can indirectly measure the thiol-dependent antiox-

idant system recruitment.   

 

3.2. Edema and Myonecrosis profiles of BthTx-II under treatment with PRXs in-

hibitors. 

Figure 2A displays the edema profile induced by sPLA2 BthTx-II, which was ana-

lyzed in time intervals from 0 to 480 minutes. In the period of 30 and 60 minutes (recent 

phase) we observed an increase in edema values, which reached the maximum value at 

60 minutes. In addition, figure 2A shows that after 180 minutes a marked decrease in 

edema is observed in the late phase. 300 minutes after edema induction, the values de-

creased close to the negative control levels. 

Preprints (www.preprints.org)  |  NOT PEER-REVIEWED  |  Posted: 3 May 2021                   doi:10.20944/preprints202105.0012.v1

https://doi.org/10.20944/preprints202105.0012.v1


 7 of 17 
 

 

 

 

 
 

Figure 1. BthTx-II edema profile and the COX-2, PGE2, MDA, carbonylation and cys free 

content. Figure 1A shows the induced edema profile expressed as paw swelling volume 

(mL) measured for 480 minutes. All observations were made using an n=5 and the asterisk 

indicates *P≤ 0.05 of five observations.  Figure 1B exhibits 5 panels (1B -1F), which were 

obtained from the animals’ blood treated with BthTx-II in the same edema test conditions. 

and the blood collection at the intervals indicated from an n=5 animals for each collection 

time, adding a total of 15 animals. Samples were collected at 30, 60 and 240 minutes to 

evaluate at each point the COX2, PGE2, MDA, carbonylation of proteins and free thiols. 

The edema profile induced by BthTx-II in animals treated with ADNT reveals a 

markedly increased edema in all the time intervals, mainly after 120 minutes. Bothrops 

jararacussu sPLA2 induced swelling with values of 0.26 ± 0.021 mL (n = 5) and 0.28 ± 0.067 

mL (n = 5) at 30 and 60 minutes respectively while the swelling values induced by BthTx-
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II for untreated animals showed swelling values of 0.20 ± 0.046 mL (n = 5, * P≤ 0.05) and 

the highest peak at 60 minutes of the edema experiment with a swelling value of 0.24 ± 

0.033 mL (n = 5, * P≤ 0.05).According to figure 2A, the values of edema induced by BthTx-

II previously treated with ADNT do not show a swelling decreasing tendency  even after 

480 minutes and showed a value of 0.25 ± 0.028 mL / mg (n = 5, * P≤ 0.05). On the other 

hand, the swelling induced by BthTx-II in the untreated group the edema value decreases 

until to the same value found in the control.  

Furthermore, figure 2A reveals that animals treated with the inhibitor ConA, which 

is a covalent inhibitor of peroxiredoxins II and I did not affect the edematogenic activity 

of sPLA2 BthTx-II and all swelling values were statistically equal edema values of un-

treated animals (Figure 1A). Besides, in addition, the edematogenic effect induced by 

BthTx-II in a group of animals previously treated with MJ 33 inhibitor, which is a potent 

inhibitor of Prdx6 PLA2 activity, significantly decreased the edema values induced by 

untreatedgroup. MJ 33 administration was able to reduce edema values at 30, 60 and 120 

minutes besides to reduce edema peak of BthTx-II.  Figure 2B exhibits BthTx-II myotoxic 

activity profile of untreated and treated groups with ADNT, ConA and MJ33.CK values 

in untreated animals were 315 ± 18.34 U/L (n=5, and *P≤ 0.05) while animals treated with 

ConA did not affect BthTx-II myotoxic effect. On the other hand, the treatment with 

ADNT, reveals that BthTx-II features a myotoxic activity two times higher than sPLA2 in 

untreated animals. These results suggest that the antioxidant thiol-dependent system also 

plays a crucial role controlling the cellular oxidative stress levels.  Moreover, conA treat-

ment had no significant effect on BthTx-II myotoxic activity. Nevertheless, results from 

animals treated with MJ33 reduced the myotoxic capacity of BthTx-II revealing a CK value 

of 235 ± 11.24 U/L (n=5, and *P≤ 0.05) highlighting a decrease of approximately 25% of the 

myotoxic activity. 

 

 

3.3. Hemolysis Mouse Red Blood Cells and ADNT. 

 BthTx-II hemolytic activity exhibits a dependent dose profile with doses of 5, 10, 20, 

40 and 80 micrograms/mL. According to figure 3A, at 80 µg/mL was observed the highest 

percentage values of hemolysis (93.6% ± 3, n=12, and *P≤ 0.05). This value was obtained 

with 80 micrograms/ mL for red blood cells treated with PBS. However, animals treated 

with ADNT revealed the highest percentage of hemolysis at 40 micrograms/ mL. Figure 

3B displays the levels of TBARS, which increased in a dose-dependent manner, reaching 

a maximum of 23.6 ± 2.7 nmols/ mg of protein (n=12, and *P≤ 0, 05) in the control group 

(PBS).). Moreover, in the ADNT treatment, TBARS concentration reached maximum val-

ues with a BthTx-II concentration of 80 micrograms/ mL.  Figure 3C displays the methe-

moglobin concentration which also followed the same dose-dependent trend, reaching 

the maximum peak at 80 micrograms/mL of BthTx-II with a value of 19.2 ± 0.6 nmol/ pro-

tein (mg) (n=12, and *P≤ 0.05) in the PBS treatment. Higher values were observed in the 

treatment with ADNT, which achieved approximately 35 nmol/ protein (mg). The free 

thiol levels were also evaluated, revealing a dose-dependent decay of these molecules 

(figure 3D).  These assays highlight most samples incubated with ADNT in comparison 

to PBS showed results considerably higher with the incubation of PRXs inhibitor.   
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Figure 2. Paw edema assay with animals treated with peroxiredoxins inhibitors and 

creatine kinase values of each treatment. Figure 1A shows the paw edema evaluation 

treated with ADNT, ConA and MJ33, which are PRXs inhibitors. These compounds were 

injected 30 minutes before sPLA2 application. The results are expressed as means ± stand-

ard deviation (n = 5). Significant differences are marked with asterisk indicates *P≤ 0.05 of 

five observations. Figure 1B exhibits the myotoxicity of the groups treated with these in-

hibitors, which were applied 30 minutes before injection of sPLA2 in the gastrocnemius 

muscle. The results are expressed as means ± standard deviation (n =5). Significant differ-

ences are marked with (*) asterisk indicates *P≤ 0.05 of five observations. 
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Figure 3. Dose response effect profile of different BthTx-II concentration on the mouse 

indirect hemolysis in red blood cells treated with Adenanthin (Adn) or not. Figure 7A and 

7B exhibit an indirect hemolysis, which follows a dose response curve proportional to 

BthTx-II concentration. Both figures reveal this indirect homolysis occurs through the TBA 

increasing, which is an indirect form of lipid peroxidation. TBA reactive substances 

(TBARS) concentration was measured at 532 nm. Figure 3C shows that methemoglobin 

(MetHb) is formed by the reversible oxidation of heme iron to the ferric state (Fe3+). Nor-

mally, a small amount of methemoglobin is continuously formed by oxidation of iron dur-

ing normal oxygenation and deoxygenation of hemoglobin. However, in the presence of 

increasing doses of BthTx-II occurs an MetHb rise, which is observed due to the increased 

TBA and indirect hemolysis. Aliquots of ADNT incubated with mouse erythrocytes were 

more susceptible to indirect hemolysis. The results are expressed as means ± standard 

deviation (n = 5). In panel 3D reveal the possible participation of the dependent thiols 

enzymes in the protection of the oxidative stress, a process significantly increased due to 

the Bothrops jaracussu sPLA2 activity 
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4.Discussion. 
 The role of oxidative stress on the course and complications of pathological events 

arising from ophidic accidents has already evidenced, however poorly understood. Bio-

medical, clinical and laboratory studies indicate the envenomation leads to a systemic and 

pronounced oxidative stress measured on patients blood [28-30].  Besides that, some in-

vestigations indicate the toxicity induced by snake venom increases the reactive oxygen 

species and hidrogen peroxide, which is an essential element on the pharmacological pro-

cess induced by snake venom and its toxins. Hence, the production of these molecules can 

possibly be related to the increasing cytotoxic and necrotizing snake venom potential [31-

34, 8, 3]. 

The findings presented in this work confirm several studies that report the essential 

role of oxidative stress during the pathophysiological action of snake venom. Further-

more, our investigation focused on mainly on paw edema, a crucial model for the acute 

inflammation study, which is a common condition after the bite of poisonous snakes. Data 

presented in figure 1 suggest essential aspects in the evolution of the course and edema 

induced by BthTx-II, which seems to be the relationship between AA production and the 

increase in cellular oxidative stress evidenced by the high concentrations of MDA and 

protein carbonylation. In addition, the biochemical results indicate that the AA pathway 

metabolites and markers related to oxidative stress appear before the edema peaks (Figure 

1, a, b and c). Besides that, the lasting phase of edema resolution involves a significant free 

thiols mobilization during the first 120 minutes, exhibiting the greatest peak at 60 minutes 

(figure 1 F) and at 240 minutes the thiols levels were significantly lower than at 30 minutes. 

Research reveals during the inflammatory process it is generated a significant in-

crease in cellular oxidative stress, besides and that the thiols concentration in cells plays a 

fundamental role on the thiol-dependent antioxidant enzymes maintenance to control cel-

lular oxidative stress [35] and mainly enzymes such as GHS [36].  Our results also show 

the thiols mobilization, which displayed an important role to resolute the acute inflam-

mation induced by BthTx-II.  

Data presented in figure 2 suggests that the thiol-dependent antioxidant system 

would also play a significant role controlling the oxidative stress and decreasing it, help-

ing to control and decrease paw edema. In this process peroxiredoxins could play a crucial 

role. in the oxidative stress control related to AA and its metabolites. Their activity can 

also support cells to regulate the AA and its derivatives oxidation and when this system 

fails, markers related to lipid liporoxidation may appear in the circulation [37-40]. In con-

trast to catalases and superoxide dismutases, peroxidases use a thiol-based reaction mech-

anism to detoxify hydroperoxides and their reduced state needs to be restored through 

the GSH / GR or Trx / TrxR system under NADPH consumption (or in a special case,  

NADH) [41,22].  

Our research indicates that animals treated with ADNT, ConA and MJ33 inhibitors 

show promising results. ADNT is reported in the literature as a non-specific inhibitor for 

peroxiredoxin I / II, which can also inhibit several free thiols including thioredoxin and 

thioredoxin reductase besides to reduce the glutathione levels in erythrocytes through 

glutathione inhibition [42, 43, 44]. On the other hand, ConA is being sold as a covalent 

inhibitor of peroxiredoxin II, however, other reports show that this compound can also 

inhibit peroxiredoxin I. The results in Figure 2A reveal that animals pretreated with Con 

A did not alter the edema profile induced by BthTx -II. Contrasting, animals pretreated 

with ADNT developed a persistent edema over 360 minutes, which only started to show 

a slight decrease in swelling after 420 minutes. Moreover, these results suggest that perox-

iredoxin I or II alone would not play a crucial role controlling oxidative stress induced by 

sPLA2 BthTx-II. ConA results support this idea once although itwould be a specific inhib-

itor for peroxiredoxin II and I, it could be part of the thiol-dependent enzymes chain that 

are crucial to control the edema process. 

Several studies also state that PRXs present a dual role which would be the antioxi-

dant role besides to act as a chaperone in its dimeric form. As a chaperone, PRXs are 
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crucial to assist denatured proteins [45,46] and Trxs display an essential role in the transi-

tion from chaperone function to peroxidase [46]. Studies describe the Trxs system, as a 

system that is composed by NADPH, thioredoxin reductase (TrxR), and thioredoxin and 

it is a key-antioxidant-system crucial to defend cells against oxidative stress. This activity 

occurs through its disulfide reductase activity regulating protein dithiol/disulfide balance. 

Additionally, this system together with the glutathione-glutaredoxin (Grx) system, 

(NADPH, glutathione reductase, GSH and Grx) control the cellular redox environment. 

Other investigations also show that ADNT acts as a generic inhibitor of several thiol-de-

pendent enzymes including Trxs, TrxR and GSH [43, 44]. Thus, these results with ADNT 

and Con A suggest that the dependent thiol enzymes could assume a yet undescribed and 

unknown role of an important source of antioxidant agents controlling the acute inflam-

mation and myotoxicity induced by BthTx-II. 

PRDX6 belongs to PRDXs and is the only bifunctional enzyme that acts as glutathione 

peroxidase and phospholipase A2 (PLA2). As a PLA2, this enzyme can hydrolyze phos-

pholipids through H2O2, short chain hydroperoxides and phospholipids reduction [47]. 

Furthermore, PRDX6 also regulates several enzymes from NADPH oxidases (NOXs) fam-

ily that play a role regulating the activation of the cell oxidative stress, proinflammatory 

pathways and routes related. Studies with MJ33 inhibitor, highlight PRDX6 inhibition 

leads to a remarkable decrease in inflammatory activity [48, 49], however, it had never 

been observed in the acute edema induced by BthTx-II.  In this study figure 2A clearly 

reveals animals previously treated with MJ33 significantly decreased BthTx-II-induced 

edema. Besides that, our results suggest that AA generation is intricately linked to in-

creased oxidative stress, since it is a strong regulator of NOXs activity [8, 50]. Furthermore, 

PRDX6 plays an important role mediating edema early stages through another route that 

would reinforce the oxidative stress during edema. 

Further investigations reveal that extracts from plants and their antioxidant compo-

nents can neutralize the myotoxic effects induced by certain toxins such as BthTx-II [51, 

52]. This enzyme is known to causes evident muscle tissue damage characterized by dis-

tinct ultra-structural modifications, which can be measured through the CK levels. Nev-

ertheless, many studies have shown that natural compounds are able to induce a strong 

decay of myotoxic activity and the reason for this would be the interaction of compounds 

with myotoxic sPLA2 [53]. 

All these studies do not show another possible action of the compounds which is to 

strengthen antioxidant defenses and their importance on myotoxicity induced by sPLA2 

such as BthTx-II. Our results display that myotoxicity induced by BthTx-II in groups of 

animals treated with ADNT shows that the average CK values were two times higher than 

the group that received saline (Figure 2-b). These results reinforce the role of thiol-de-

pendent enzymes as an essential agent in the myotoxicity control once their neutralization 

resulted in a significant increase in CK values. Moreover, treatment with Con A inhibitor 

shows that PRXs have not changed the myotoxic activity of BthTx-II.  Despite the role of 

reactive oxygen species (ROS) in myotoxicity, this is not considered an important aggra-

vating factor in this case. Studies highlight the increased oxidative stress is related to rise 

the myotoxicity and induces increased SOD, CAT and GPX [54, 55].  Even though MJ33 

showed a statistically significant decrease among the inhibitors tested, in practice, its val-

ues were remarkably close to the group of animals that received only saline. 

Figure 3 displays that erythrocytes treated with ADNT are highly susceptible to the 

hemolytic action of BthTx-II and this is since snake venoms and their fractions such as 

PLA2 can cause hemolysis by increasing cellular oxidative stress [56, 57]. In addition, 

ADNT activity on these already well-known antioxidants thiol-dependent system and 

their inhibition effects reveal their crucial participation in the erythrocytes protection 

against the effects of oxidative stress by these proteins [58, 43, 59, 14]. It is well known that 

snake venoms and their fractions such as PLA2 can lead to hemolysis due to the increase 

of cellular oxidative stress [56, 57] and PRXs have an essential role in the erythrocytes 

protection against the oxidative stress effects induced by these proteins [58, 43, 59, 14]. 
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Our results exhibited in the figure 2 that thiol-dependent enzymes are involved in the cell 

protection against the edema and myotoxicity induced by BthTx-II, besides, PRXs I and II 

are not the unique important elements. Moreover, our hemolytic results emphasize that 

erythrocytes treated with ADNT are highly susceptible to the BthTx-II hemolytic effect, 

highlighting the participation of PRXs I and II in this process. 

 

5. Conclusions 

BthTx-II is a myotoxic and edematogenic phospholipase A2 (PLA2) D49, which in-

duces an increase in peak expression of cyclooxygenase -2 (COX-2), prostaglandin E2 

(PGE2), a peak concentration of malondialdehyde (MDA) and protein carbonylation in 

the early phase of BthTx-II-induced edema. The late phase and the decrease in edema in-

duced by this protein could involve the thiol-dependent antioxidants mobilization. Thus, 

edema and other activities such as myotoxicity and erythrocyte hemolysis, strongly in-

clude an increase in cellular oxidative stress in the early phase. In this way, this study 

aimed to evaluate the peroxiredoxins enzymatic system, which is one of the most essential 

defenses to neutralize lipid peroxidation. Lipid peroxidation is one of the main products 

found in patients bitten by Bothrops sp and Crotalus durissus sp snakes as indicated in 

the little available biomedical and clinical literature. In this work we investigated the ac-

tion of commercial inhibitors such as Adenantine (ADNT) which is an inhibitor of perox-

yredoxin 1 (PRDX1) and peroxyeredoxin 2 (PRDX2), Conoidin A (Con A) which is a co-

valent inhibitor of peroxyeredoxin II and MJ33 which is an inhibitor of peroxyeredoxin 6. 

All these inhibitors were used at the same concentration and injected 30 minutes before 

sPLA2 application (0.5 mg/mL).  ADNT boosted the edematogenic and myotoxic effects 

of BthTx-II compared to BthTx-II without any prior treatment. In addition, ADNT also 

induced a significant increase in BthTx-II-induced hemolysis and involved an increase in 

cellular oxidative stress, as in edema and myotoxicity. The results with the peroxiredoxin 

6 inhibitor suggest that calcium-independent cytosolic PLA2 plays a relevant role in initi-

ating the inflammatory and myotoxic activities of BhTx-II. Furthermore, the Con A treat-

ment results suggest that PRDXs would not be the only proteins involved in protecting 

against BthTx-II-induced oxidative stress. However other enzymes such as thioredoxin 

(TXN), thioredoxin reductase (TXNRD) and other glutathione (GSH)-related antioxidant 

defenses could play an essential role controlling and defining the end of edema on the late 

phase of PLA2 BthTx-II-induced process. 
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