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The relationship 
between the intensity 
of Gasterophilus intestinalis 
larvae infection and the serum 
and salivary humoral immune 
response in horses
Monika Pawlas‑Opiela1,2, Paulina Jawor1, Józef Galli1, Agnieszka Zak‑Bochenek1*, 
Michał Gorczykowski2, Joanna Galli1, Zenon Sołtysiak2,3 & Tadeusz Stefaniak1

Infection with Gasterophilus intestinalis (botfly) larvae often occurs in horses. The aim of the study was 
to isolate the larvae of G. intestinalis and evaluate the serum and salivary humoral immune response 
using self‑developed ELISA in G. intestinalis infected horses. Blood serum or saliva samples were taken 
from 125 infected horses and 54 uninfected slaughtered horses. The antigens from G. intestinalis 
larvae were used for development of ELISA in order to evaluate the intensity of G. intestinalis IgG, 
IgM, and IgA antibody reactivity in the serum or saliva of naturally infected horses and horses without 
larvae in the gastrointestinal tract (control group). Serum antibodies against second and third larvae’s 
stadium antigens reacted significantly more intensively in infected than in healthy horses in IgG 
(p ≤ 0.001; p ≤ 0.05, respectively) and IgA (p ≤ 0.05;p ≤ 0.001, respectively) classes. Salivary IgG and IgA 
specific’s antibody reactivity was significantly higher in horses with moderate (p ≤ 0.01) and severe 
infection (p ≤ 0.001) compared to the healthy horses. The determination of the G. intestinalis IgG and 
IgA antibody activity in saliva and serum may be used for detecting horses moderately and severely 
infested with larvae.

Botflies are parasites that, in their larvae instar, parasitize in Equidae, almost all over the  world1. The most 
popular species in Central Europe comprise Gasterophilus intestinalis (> 90%) and Gasterophilus nasalis (< 10%)2. 
Infections spread mainly in large horse groups, and diagnostic difficulties make it necessary to introduce routine 
deworming without making a  diagnosis1. Gasterophilosis may be associated with gastrointestinal complica-
tions (gastrointestinal ulcerations, colics, rectal prolapse, diarrhoea, and digestive disorders), due to L2 and L3 
 activity3,4 There is no confirmed relationship between the presence of botfly larvae and stomach ulceration in 
rural horses, however the third larvae instar (L3) may attach non-glandular part of the stomach mucosa causing 
 inflammation2,3,6. Clinical signs of infection may alsobe connected with the migration of the first larvae instar 
(L1) and the second larvae instar (L2) within the oral cavity, where profound damage of the epithelium and 
mucosa of the cavity, including the tongue and gums may  occur5,7. The observable signs, which are significant 
when a horse is designated for sport use, comprise excessive salivation, tenderness of the tongue, head shaking, 
difficulties in swallowing and  pain5,7. The diagnosis of botfly infestation is a significant clinical challenge. The L1 
invasion may also be found during oral inspection, where the larvae locate in the diastemas between premolar 
and molar teeth or on the basis of mucosal  damage7. Griss and Simhofer in endoscopic examinations of the oral 
cavities of the horses manifesting pain upon feeding, found the presence of larvae instar L2 located in the oral 
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 cavity5. L2 and L3 may be detected upon endoscopic  inspection8. The subject literature describes serological 
tests which allow for detecting, in the equine blood serum, IgG antibodies against G. intestinalis and G. nasalis 
antigens, whose reactivity varied with the season, which could be due to the immunogenicity of individual larval 
 instars9. A quick and early diagnosis has great significance on account of the risk of inducing, by developing 
larvae, clinical symptoms related to inflammation and pain in the gastrointestinal system; in sport horses, this 
can significantly affect the locomotory system and exercise  capacity3,4. The objective of this paper was to isolate 
the antigens from G. intestinalis larvae and then to develop the conditions for the ELISA to detect the antibodies 
against the isolated antigens of instars L2 and L3 G. intestinalis in IgG, IgM and IgA classes in blood serum and 
saliva of horses with various intensity of infection.

Results
As a result of the 1st step of presented studies, crude antigen from L3 (from 1 larva) was obtained with protein 
concentration of 3.2 mg/ml; as well as antigen from the anterior part of the L3 larva body with protein concentra-
tion of 1.8 mg/ml; antigen from L2 (from 1 larva) with protein concentration of 1.24 mg/ml and antigen from 
the anterior part of the L3 body with protein concentration of 0.6 mg/ml. The electrophoretic patterns of the 
proteins of the G. intestinalis L2 and L3 antigen, both from the anterior parts of the larva and the entire bodies, 
respectively were comparable and presented similar protein fractions with the same specific molecular weights 
ranging from ~ 23 to ~ 250 k-Da (Fig. 1). The largest fraction consisted the proteins with the molecular weight 
of ~ 70 k-Da. Remaining protein bands of slightly stronger staining than other fractions had the molecular weight 
of ~ 43 ~ 220 and ~ 23 k-Da. They manifested significantly larger density in the proteins isolated from the entire 
larvae than only from their rostral part. The protein pattern of the antigen with is presented on Fig. 1.

The reactivity of antibodies (IgG, IgM and IgA classes) against G. intestinalis in the serum from horses from 
2nd step of the study was presented in Table 1. The horse serum revealed the presence of IgG, IgM and IgA anti-
bodies against G. intestinalis antigens isolated from both developmental instars, i.e. L2 and L3. The reactivity of 
the antibodies in IgG class was significantly higher in the infected individuals in comparison with healthy ones, 
both against L2 (p ≤ 0.001) and L3 (p ≤ 0.05). The reactivity of specific antibodies in the IgA class was significantly 
higher in infected individuals in comparison with healthy ones, both against L2 (p ≤ 0.05) and L3 (p ≤ 0.001) 
antigens. No difference was found between the groups in serum IgM class antibody activity.

The reactivity of the saliva IgG, IgM and IgA antibody against G. intestinalis in respective groups from 3rd 
step of the study (I, II, III and IV) was presented in Table 2. ELISA performed on the horse saliva revealed a 
positive reaction in all the examined horse groups. In group III (51–150 larvae) the antibodies reactivity was 
significantly higher in IgG and IgA classes (p ≤ 0.01 and p ≤ 0.001) respectively in comparison with group I (in 
which no larvae were found). In group IV (> 200 larvae) the saliva Ab reactivity was significantly higher in all 
the examined classes, i.e. IgG (p ≤ 0.001), IgM (p ≤ 0.05) and IgA (p ≤ 0.001) in comparison with group I.

Discussion
The study of the immune response of animals with gastric myiasis caused by Hypoderma bovis, Oestrus ovis, 
Gasterophilus sp. show that larvae antigens that induce an immune response in the host are not connected 
with the surface structure of their bodies, but, instead, mostly with the gastric enzymes of the salivary gland 
 excretion9–15. Based on the observations of the above authors, and also on the fact that botfly larvae attach to the 
mucosal membranes of the host with their mouthpart, in our study it was decided to isolate the antigens from the 
anterior part of the body of the larvae and also from the entire larvae (mixture). The electrophoretic separation 

Figure 1.  Electrophoretic separation of the proteins of G. intestinalis antigen with SDS-PAGE method (all 
antigens presented on one blot). S—(molecular weight standard). 1—antigen obtained from the anterior part of 
the 3 L2 G. intestinalis larva. 2—antigen obtained from the entire L2 G. intestinalis larva. 3—antigen obtained 
from the anterior part of the 3 L3 G. intestinalis larva. 4—antigen obtained from the entire L3 G. intestinalis 
larva. (The raw version of blot is available in the Supplementary materials section).
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of the proteins obtained, both, from the anterior part of the body of the L2 and L3 and whole bodies L2 and L3, 
showed a similar results to the study of Roelstra et al.16. In the quoted study, thick bands were detected as well as 
at the level of molecular weight of approximately 17 kDa, but in that study gels were stained with silver which is 
much more sensitive than Coomassie  blue16. Some of the differences between this and our study may be due to 
different procedures in isolating antigens from the larvae.

In the current study there was no difference in serum IgM antibody reactivity between infected horses and 
those which had no larvae detected in the stomach. The lack of any difference between the control group and the 
group infected for the IgM call may result from an earlier contact with the parasite. Viviers et al. used the test 
of passive hemagglutination in the diagnostics of botfly infection in  horses17. They observed that in the serum 
of the foals infected experimentally with the larvae of G. intestinalis, hemagglutinating antibodies were present 
already in the third week after infection. However, in the case of G. nasalis infection, hemagglutinating antibodies 
were found in the foal serum 8 weeks after  infection17. A slow decrease in the level of antibodies was observed 
by the authors within a period of up to 12 weeks after  infection17. We do not know how long the horses had been 
infected with G. intestinalis before sampling, but serum IgG and IgA class were significantly higher compared to 
uninfected horses. The study carried out in horses by Sanchez-Andrade et al. showed some seasonal changeability 
of the serum IgG antibody titre against secretory antigens of L2 G. intestinalis (GphilL2ES) and L2 G. nasalis 
(GphnL2ES)9. In winter, an increase of reaction intensity was observed, which was most probably related to the 
presence of L2 and L3 in the gastrointestinal  tract9. However, that study did not relate seroprevalence to the actual 
degree of parasite invasion in the stomach and duodenum, as only an observation of Gasterophilus eggs attached 
to the hair and/or 3rd instar larvae in  faeces9. On the other hand, in the current study, the effect of seasonality 
was not determined, so it is not known to what extent there may be variation in the level of antibodies in horses 
throughout the year. The use of measurements of the specific antibodies with the ELISA is common in veterinary 
medicine. Sheep infection with Oestrus ovis larvae has become the subject of many  experiments14,18. Tabouret 
et al. used the ELISA for the diagnostics of Oestrus ovis infection in sheep and showed that the test sensitivity 
and specificity varied depending on the season of the year and the phase of the animal’s  infection14. The results 
of the studies performed by Suárez et al. showed that the presence of specific IgG serum antibodies is not always 
indicative of the ongoing invasion, as it may also be the result of an earlier contact of an animal with a  parasite18. 
Certainly, the intensity of the reaction and the isotype of the G. intestinalis antibodies depend on the moment 
of infection, the intensity of invasion and the individual properties of the horse (low–high responders), the type 
of anthelmintics used, and earlier contacts of the horses with the  parasite9.

Table 1.  Results of the 2nd Stage of the study: Mean reactivity (SD) of serum antibodies in classes IgG, IgM 
and IgA in the horses free from invasion and infected ones (> 50 larvae) with antigens isolated from L2 and 
L3 G. intestinalis in the ELISA test (A = 492 nm). Legend: L2—larval stage II, L3—larval stage III, statistical 
significance: *p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001, in comparison with the horses free from invasion.

Ig class The antigen used
Uninfected (n = 30)
mean (SD)

Infected (n = 30)
mean (SD)

IgM
L2 0.543

(0.13)
0.558
(0.14)

L3 0.541
(0.13)

0.560
(0.10)

IgG
L2 0.184

(0.08)
0.293***
(0.13)

L3 0.214
(0.10)

0.275*
(0.11)

IgA
L2 0.124

(0.02)
0.154*
(0.06)

L3 0.113
(0.03)

0.134***
(0.03)

Table 2.  Results of the 3rd Stage of the study: Mean reactivity (SD) of antibodies in saliva in IgG, IgM and 
IgA classes in horses free from invasion and manifesting diverse intensity of invasion u with antigens L3 G. 
intestinalis in the ELISA test (A = 492 nm). Legend: statistical significance: *p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001, in 
comparison with Group I.

Ig class

Group I 
Uninfected 
n = 24
mean (SD)

Group II 
(10–50 larvae) 
n = 15
mean (SD)

Group III (51–150 larvae) 
n = 20
mean (SD)

Group IV 
(> 200 larvae) 
n = 20
mean (SD)

IgM 0.225
(0.07)

0.292
(0.11)

0.294
(0.07)

0.354*
(0.11)

IgG 0.213
(0.07)

0.260
(0.06)

0.280**
(0.09)

0.393***
(0.11)

IgA 0.387
(0.14)

0.410
(0.14)

0.585**
(0.15)

0.919***
(0.25)
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The results of tests of saliva samples in which the ELISA test was used to measure the level of IgA, IgM and 
IgG antibodies specific for G. intestinalis L3 are promising. The highest intensity of reaction to the examined 
parasite antigens was observed in the IgA class which is the main immunoglobulin class in mucosal  secretions19. 
Significantly higher reactivity of both IgA and IgG antibodies in horse saliva was observed in horses in whose 
stomachs and duodenums more than 50 larvae were found; whilst in the base of IgM antibodies, the same level 
of reactivity was seen only in intensively infected horses (> 200 larvae). According to the literature, secretory 
IgA plays also an important role in fighting parasitic infections of the gastrointestinal  tract20. In sheep, it has 
been shown that salivary IgA directed against CarLA (the antigen present on the surface of 3 instar larvae of 
intestinal nematodes) connected with surface antigens, prevents the larvae settlement in the preferred places 
of intestinal  epithelium20. Significantly higher activity of IgA antibody was detected in the saliva of the horses 
with more than 50 G. intestinalis larvae found in their stomachs and also the lack of significant differences in 
the intensity of reaction of the IgA antibody against G. intestinalis in the saliva, observed between the horses in 
whose case low infection intensity was observed (10–50 larvae), and the horses free from any invasion, seem to be 
interesting from the point of view of diagnostic usefulness of this method in detecting high burden horses. From 
a diagnostic point of view, detecting specific IgA antibodies in saliva is used in human medicine for diagnosing 
protozoa invasion Naegleria fowleri21. So far, in the diagnostics of parasitic diseases of horses, serological tests 
to detect serum and saliva antibody may be used for the assessment of tapeworm  infections22. Both the tests 
based on processing serum and saliva are characterized by high sensitivity (85% and 83%) and specificity (78% 
and 85%, respectively)22. The commercially available test measuring the intensity of tapeworm infection, on the 
basis of saliva examination, is not only a non-invasive method, but also an easily applicable method since, saliva 
may be collected by the horse owner. In the case of the diagnostics of G. intestinalis stool analysis seems to have 
a low diagnostic  value22. Similarly as in the case of tapeworm diagnostics, the proposed test, based on detecting 
specific IgA in horse saliva as an indicator of G. intestinalis infections, seems to be a sensible completion of the 
diagnostic and decision-making process concerning deworming the herd. The obtained results illustrate the 
relationship between the intensity of horse infection with G. intestinalis larvae and the antibody activity in the 
horse serum and saliva (in particular IgA and IgG in saliva).We are aware of some limitations of this study. Some 
further studies of myasis in horses should definitely identify whether the evaluation of antibody reaction intensity 
in the horse saliva has any reference to the presence of the L1 and L2 in the oral cavity, which might complete the 
diagnostic methods applied when atypical pain symptoms of the dental system occur. Despite the fact that only 
horses with G. intestinalis were selected for the study, it cannot be ruled out that there is some cross-reactivity 
with other parasites will be present. Although more work is needed in order to ameliorate the limitations of this 
study, the Authors are confident that the salivary approach will give easy and fast prediction of Gasterophilus 
presence in the horses, and this seems to be a useful non-invasive parameter of intensity of infection.

Material and methods

Study design
The study was performed in three steps:

Step 1st: isolation of the G. intestinalis larvae from the gastrointestinal tract of 10 naturally infected horses 
upon slaughter. The larvae, isolated from the stomach and duodenum were placed in 0.9% saline solution. The 
development instar of the larvae was determined, with differentiation into immature – L2, and mature – L3 
[,23,24]. After a morphological assessment, the larvae were placed in 10% glycerol solution and then frozen in 
-20 °C for further assessment.

Step 2nd: the determination of the IgG, IgM and IgA antibody activity against the L2 and L3 antigens with 
the self-developed ELISA and then the determination of the activity of these antibodies in the serum collected 
from horses immediately after slaughter.

Step 3rd: the IgG, IgM and IgA antibody reactivity against G. intestinalis was determined in the saliva of 79 
horses with infection intensity determined post slaughter.

Material. All animal’s tissue have been collected post-mortem, immediately after the slaughter in the slaugh-
terhouse (does not require the approval of the ethics committee). All welfare guidelines complied with national 
legislation. All methods applied in the study were performed in accordance with the ARRIVE guidelines and 
regulations. The material for respective study stepa was collected once per month for 1 year. Between Janu-
ary and December 2006 in the horse slaughterhouse a post-slaughter assessment was performed in 513 horses 
of various sexes, whose average age was 4 years. Among the assessed horses, 263 individuals were uninfected 
and 250 were infected (which includes 216 individuals in whose cases solely G. intestinalis larvae were found). 
Finally, material from 125 infected horses and 54 uninfected horses were used for further analyzes, which was 
caused by limitations in obtaining complete material or equivocal results of macroscopic examination.

For 1st step of the study larvae were collected from stomach and duodenum from 10 individuals of infected 
horses. In 2nd step of the study, blood was obtained by a jugular vein puncture from 90 individuals immediately 
after slaughter and then, after the inspection of the gastrointestinal tract. Sixty individuals were selected from 
this group: 30 horses suggestive of a natural infection which was confirmed by the presence of at least 50 larvae 
in the stomach and duodenum after the slaughter and also 30 horses in whom no larvae were found in in the 
stomach, duodenum and rectum (the horses where the number of larvae was > 1 and < 50 were disqualified from 
further assessment). In step 3rd, saliva was collected from 110 horses after slaughter (separate individuals than 
in step 2nd). From this group, on the basis of post-slaughter assessment of the gastrointestinal tract, 55 infected 
individuals and 24 individuals free from infection were selected for assessment. The horses were divided into 
4 groups depending on the number of larvae in the stomach: I—without infection (24 horses); II—low level of 
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infection: 10–50 larvae in stomach (15 horses); III—moderate level of infection: 51–150 larvae in stomach (20 
horses); IV—severe level of infection – > 200 larvae in stomach (20 horses). Saliva was collected from horses 
with the use of Salivette [Salivette (cotton swab w/o preparation), Starstedt, 51.1534]  set25. On account of the 
work system in the slaughterhouse, it was impossible to collect, at the same time, saliva and blood from the horse 
whose gastrointestinal tract was then evaluated macroscopically. After the assessment of the segments of the 
gastrointestinal tract of the horses for the presence of botfly larvae, the animals were divided into infected and 
uninfected individuals (in step 2nd) and also to four specific groups (in step 3rd). No information was available 
about the medical history of the horses, the type of feeding or anti-parasitic treatment.

Methods
Antigen isolation. In order to perform the evaluation of the humoral immunological response of the 
horses, the antigen of G. intestinalis was isolated from L2 and L3, defined on the basis of the larvae character-
istics.23,24 On account of the fact that the botfly larvae are in contact with the mucosal membranes of the host 
with their mouthpart, it was decided to isolate a mixture of antigens coming both from the anterior part of the 
larvae body, i.e. the pseudocefalon and the first three trunk fragments and also the entire larvae. In the case of 
L2, the anterior body part was isolated from 3 larvae (the pseudocefalon, the first three trunk fragments) with a 
weight of about 80 mg and 1 whole larva was isolated separately (weight: 60 mg). In the case of L3, the anterior 
part of the body was collected from 3 larvae weighing 300 mg and 1 whole larva was isolated separately (weight: 
420 mg). The isolation of the antigen was carried out on the basis of the described  methods10,11. In order to iso-
late the antigen, the larvae were frozen in liquid nitrogen and then homogenized in a metal mortar. Then 4 ml 
10% sodium dodecyl sulphate (SDS) was poured over the suspensions created in this way. Then the mixture was 
incubated for one hour at room temperature, while being mixed and then the material was centrifuged with 
5300g for 15 min. Supernatants were then filtered through bacteriological filter papers with a pore diameter of 
0.20 μm, and then diluted in PBS buffer pH 7.4. The buffer was changed three times, every three hours. After the 
dialysis, the protein concentration was measured with colorimetiric method (Bicinchoninic Acid Kit for Protein 
Determination; Sigma, BCA-1) and then the sample was frozen in − 20 °C for further experiments.

Protein electrophoresis in polyacrylamide gel with SDS (SDS‑PAGE). The separation of protein 
fractions was performed in the Mini Protean II chamber (Mini Protean II chamber; Bio-Rad) with the use of 
10% polyacrylamide gel. Protein samples [5 μg] were placed with a buffer, at a ratio: 1:2. Then mixture was 
denaturized thermally for 5 min at 95 °C, and then centrifuged 1000g for 10 min in room temperature and sub-
sequently placed onto the gel. The electrophoretic separation was performed with a constant current of 20 mA 
per plate, till the moment when the dye front started to get into the separating gel; then the separation was 
continued with a current of 30 mA per plate. The separation was stopped once the dye front left the gel. After 
the electrophoresis, the gel was stained for 12 h in the Coomassie blue 0.1% (Coomassie blue 0.1% R250; Sigma-
Aldrich). After staining, the gel was placed on a wash solution consisting of 40% methanol and 10% acetic acid 
on the laboratory shaker until the moment when the background was removed.

Detecting antibodies against the obtained G. intestinalis antigens in blood serum and saliva 
using ELISA. The ELISA was performed in two variations on flat-bottom ELISA microplates (Nunc Max-
iSorp flat-bottom; Invitrogen, 44-2404-21) with a well volume of 350 ul In the case of serum, the plates were 
coated with a mixture of antigens isolated from the L2 and L3. In the case of the saliva analysis, the plates were 
coated with a mixture of antigens isolated only from the L3 (due to the limited volume of saliva).

The formerly extracted G. intestinalis antigen at a concentration of 10 μg/ml in 0.05 M bicarbonate buffer 
pH 9.6 was poured (50 μl/well) and then incubated at a temperature of 37 °C for 3 h. Wells coated with bovine 
albumin (1 mg/ml of 0.05 M bicarbonate buffer system with pH 9.6) were used as the negative control. Then the 
plates were incubated overnight at 4 °C. Then 50 μl serums diluted 1:100 in PBS buffer with 0.05% Tween, pH 
7.4 (TPBS). TPBS or 50 μl saliva samples diluted 1:10 in TPBS, were added to the wells, with two-fold repetitions 
for each one sample. Then the microplates were incubated for 2 h on the laboratory shaker 50 RPM at room 
temperature. For the detection of specific anti-G. intestinalis antibodies of IgG, IgM and IgA class in serum and 
in saliva, conjugated anti-horse IgG (Goat Anti-Horse IgG Antibody, HRP Conjugated; Novus Biologicals), 
anti-horse IgM (Goat Anti-Horse IgM Antibody, HRP Conjugated; Novus Biologicals) and anti-horse IgA (Goat 
Anti-Equine IgA Antibody, HRP Conjugated; AbD Serotec) antibodies were used as detection antibodies (diluted 
1:20,000 with TPBS).The incubation was carried out on the laboratory shaker for 90 min at room temperature. 
After the steps of the coating and blocking, first and second antibody, the plates were rinsed three times with 
150 μl TPBS buffer with the use of a multichannel pipette. An enzymatic reaction was induced by placing 100 μl 
of the substrate solution (5 mg o-phenylenediamine in 10 ml 0.05 M of citrate–phosphate buffer, pH 5.0 and 
3 μl  H2O2). The incubation was carried out at room temperature in a dark for 15 min. The reaction was blocked 
by adding 25 μl 2 M of sulphuric acid. The absorbance values were read (Spektra II reader; SLT Labinstruments, 
Austria) with a wavelength of 492 nm.

Statistical analysis. Data presented in the tables are means (± SD) (standard deviation). The threshold of 
statistical significance was set at p ≤ 0.05. Differences in reactivity of IgG, IgM and IgA anti-L2 and L3 antibodies 
between healthy and infected horses were tested using Student’s t-test. One-way ANOVA and Tukey Unequal 
N HSD as post hoc analysis, were used to evaluate the effect of the intensity of G. intestinalis infection on the 
reactivity of antibodies in horses.
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Data availability
The data that support the findings of this study are available from the corresponding author upon reasonable 
request.
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