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Abstract

:

In contrast to birds, the relationship between migration and immunity has been scarcely studied in bats. We examined how the expression of the humoral portion of the constitutive immunity varied in a bat with partial, sex-biased migration: the lesser long-nosed bat (Leptonycteris yerbabuenae (Phyllostomidae)). The lesser long-nosed bat is a nectarivorous species distributed in the arid and semi-arid regions of North and Central America. We evaluated the bacteria-killing abilities (BKAs) of the plasma of male and female lesser long-nosed bats on the Pacific coast in different periods of the year. Because adult males are resident, they were used to explore the effect of reproductive activity on BKA, and we predicted higher values in mating males (i.e., individuals presenting scrotal testicles and a fresh dorsal patch). In contrast to males, most females migrate to cactus deserts in northern Mexico during pregnancy and lactation, and then return to the dry forests of west-central Mexico to mate. We predicted that the combined effect of breeding and migration would have an adverse effect on BKA; therefore, migratory pregnant and lactating females were expected to exhibit a lower BKA than mating females in west-central Mexico. We compared the BKAs of females captured in October and December in central Mexico, and we predicted that migratory females that had recently arrived in October should exhibit a lower BKA than females captured two months later. In addition, we compared the BKAs between lactating females and young in northern Mexico and predicted lower values in recently born individuals. We found that the BKAs of males were higher in reproductive individuals than in non-reproductive individuals. We found a significant difference in the BKAs between females at the two extremes of their migratory range: the values of pregnant females in Sonora and females in December were higher than those of females captured in October. Finally, we found no difference in BKAs between lactating females and young individuals. Our findings indicate that the basal levels of the innate humoral component are heightened in mating males, that this response is reduced in females that recently returned to their mating grounds, and that the constitutive immunity of young individuals matures early, probably in anticipation of the potential to encounter pathogens during their migration to west-central Mexico.
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1. Introduction


Migration is the seasonal movement of animals from one habitat to another in search of food, better environmental conditions, or reproductive needs [1]. Migratory habits might allow animals to escape from infected habitats or individuals, remove infected individuals, and recover from infection [2,3,4]. Even if migration enables animals to reduce their pathogen exposure, several studies have shown that migratory species harbor a greater diversity of pathogens than non-migratory species [5,6]. There is therefore a close relationship between migration and the way in which animals deal with infectious agents. Migrating animals face a conflict between the allocation of the resources needed to move to a new site and the allocation of the resources needed to maintain and activate their immune system [7]. Vertebrates are equipped with innate and adaptive immunity to fight pathogens, but both components differ in the way they execute the recognition of danger signals. Innate immunity is the first line of defense against new pathogens, and adaptive immunity is more effective at defending against pathogens to which the animal has already been exposed. Migratory individuals are expected to maintain a strong innate response because they are potentially exposed to a high diversity of pathogens [8].



Although migration is an extensive phenomenon found among mammals [9], the effects of this life strategy on immunity have been scarcely studied. Bats are ideal organisms for studying the relationship between the immune system and migration since several bat species have independently adopted the migratory strategy [10,11]. Bats are associated with a wide variety of infectious agents [12,13], and they have immune adaptations that allow their coexistence with infectious agents that are lethal to other mammals [14,15]. Given that migratory bats are probably exposed to a higher diversity of infectious agents than non-migratory bats, the immune systems of both groups might be under different selective pressures [5,16]. The context under which the immunity of migratory bats is tuned to confront pathogens is further complicated because in some species, migratory individuals must face the additional costs of reproductive activities [10]. In contrast to birds [17,18,19,20], only a couple of studies have examined the relationship between migration and the immune system in bats [21,22]. Nathusius’ pipistrelle (Pipistrellus nathusii) presents higher baseline lymphocyte levels, lower neutrophil levels, and similar haptoglobin levels during its migration period compared to the levels during its pre-migration period, but its baseline plasma haptoglobin levels increase significantly only in migratory bats after an immune challenge [21]. Migratory male silver-haired bats (Lasionycteris noctivagans) have lower IgG levels, higher neutrophil levels, and higher neutrophil/lymphocyte ratios than resident males, yet the bacteria-killing ability (BKA) is similar between the migratory and resident males [22]. Similarly scarce are studies examining the link between reproductive activity and the immune response in bats in general [22,23,24,25]. The inflammatory responses of Myotis myotis [23] and M. vivesi [24] and the BKA of M. vivesi [24] are lower in pregnant females, and females have higher IgG concentrations during pregnancy and higher hemolysis during lactation in Myotis daubentonii [25]. Non-reproductive males have higher concentrations of white blood cells in M. daubentonii [25], higher inflammatory responses in M. vivesi [24], and lower BKAs in Desmodus rotundus [26] than reproductive males.



We explored the relationships between the constitutive innate humoral immunity and the migratory condition and reproductive activity of male and female lesser long-nosed bats (Leptonycteris yerbabuenae (Phyllostomidae)). The lesser long-nosed bat is a nectarivorous species distributed in the arid and semi-arid regions of North and Central America [27]. The population genetic structure of L. yerbabuenae is strongly influenced by the migratory habits of females and the philopatric tendency of males [28,29,30,31]. Individuals of the lesser long-nosed bat along the Pacific coast present a sex-biased migration that is synchronized with reproductive activity. Pregnant females of this species migrate around 1500 km along the Pacific coast to northern Mexico and the south-western USA in spring–summer, where they have their young, while males and some females remain throughout the year in west-central Mexico [32]. We evaluated the BKAs of plasma of male and female lesser long-nosed bats on the Pacific coast in different periods throughout the year. The BKA of plasma measures the capacity of the humoral component of the blood (specifically the complement system) to inhibit the growth of a certain microorganism [33,34,35,36], and it is thus a critical element, as the first line of defense against potential pathogens. Because adult males are resident, they were used to explore the effect of reproductive activity on BKA. In general, testosterone functions as an immunosuppressor [37], but BKA and its main associated immunological component, the complement system, are upregulated by testosterone [38,39]; therefore, we hypothesized that BKA would be lower in non-reproductive males than in mating males. In contrast to males, most females migrate to cactus deserts during pregnancy and lactation, and then return to dry forests to mate. Conflicting predictions arise for the effect on the immune system of these females: physiological changes during pregnancy can increase the complement activity [40,41], but the high nutritional demands of pregnancy could be detrimental to immune function [42,43]. Additionally, these females must maintain a strong immune system to confront the diversity of the potential pathogens found during their journey [44]. We compared the BKAs of females on the two legs of their migratory journey. We hypothesized that the combined effect of breeding and migration would have an adverse effect, resulting in a lower BKA when they migrated north to give birth than in females that returned to mate to west-central Mexico. We also expected that non-pregnant or lactating females that recently arrived in west-central Mexico would exhibit lower BKA values than females captured a few months after their arrival. We took advantage of the presence of young born in northern Mexico to test the hypothesis that their immune system was still immature [45] and that their BKA would therefore be lower than in lactating females. Finally, we measured the BKA of females that did not migrate to the north to breed, but we did not formally compare them with the migratory females due to the small sample size.




2. Materials and Methods


2.1. Study Sites and Sample Collection


We followed the guidelines of the American Society of Mammalogists [46] to capture and handle bats. Individuals of L. yerbabuenae were captured in west-central Mexico in a cave located on Don Panchito Island, ~1 km off the coast of Chamela, Jalisco (19°32′08.4″ N, 105°05′18.8″ W), in March 2019 and 2020 and in May, October, and December 2019 (Figure 1). The population of L. yerbabuenae on Don Panchito Island has seasonal changes in its size and composition [32,47]. During October–January, the population is at its largest number and is equally composed of males and females. In February, most adult females migrate to northern Mexico and the south-western USA to give birth. The remaining population in west-central Mexico is nearly exclusively composed of males throughout August, although some females remain in the cave. Lactating females have been reported in the cave at Don Panchito Island in January–July [32,47], but is it uncertain if they are part of the resident population of this cave or if they originate from other caves in the region. In September, the size of the population increases abruptly with the return of the females from the north to mate with the resident males [32,47]. Individuals in northern Mexico were collected in Mariana cave near Carbó, Sonora (29°35′25.9″ N, 110°48′8.9″ W), in May and July–August 2019 (Figure 1). The population in this cave is exclusively composed of pregnant and lactating females with their young. We cannot be certain that females migrate specifically between Don Panchito Island and Mariana cave, but we assumed that the study sites are representative of the general migratory range of L. yerbabuenae in this part of its distribution. We captured bats with mist nets placed near the entrances of both caves. We recorded the sex, age category (adult or subadults), reproductive condition, and body mass (Ohaus, Parsippany-Troy Hills, NJ, USA, ±0.1 g) of captured individuals and placed each bat in an individual cloth bag. We estimated the age category of a bat by examining the epiphyseal–diaphyseal fusion of the 4th metacarpal–phalangeal joint: bats with open joints were classified as subadults, and bats with fused joints were classified as adults [32,48]. Young individuals that were recently born in Sonora were distinguished from older subadults because they presented short grayish hair, a broad epiphalangeal suture, and a smaller body size. Males of L. yerbabuenae and its congener L. curasoae develop a dorsal patch during the mating season [49], and the odor released by this structure is involved in mate choice by females [50]. Adult males on Don Panchito Island only produce semen and present dorsal patches in September–January [51]. Therefore, we classified adult males as reproductive when they presented a fresh dorsal patch and scrotal testicles and as non-reproductive when they presented inguinal or scrotal testicles with no dorsal patch or with a dry dorsal patch (Figure 2). We classified females as pregnant by palpating their abdomens and as lactating if they presented conspicuous, pink, hairless nipples that released milk after being pressed. Females with dark and keratinized nipples were considered post-lactating. We punctured the antebrachial vein of each bat with a needle (30G × 1/2″) to collect ~100 μL of blood with a micropipette with a sterile tip that was previously treated with heparin (Inhepar®, 5000 Ul/mL). The blood was placed in sterile heparin-impregnated Eppendorf tubes and centrifuged at 6000 rpm for 4 min, after which the plasma fraction was separated, placed in cryotubes submerged in liquid nitrogen, and transported to a laboratory, where the samples were maintained at −70 °C. Analyses of the BKA of bat plasma are resilient to the stress caused by manipulation before the samples are collected [52,53], and our samples were collected, on average, in less than half an hour after capture.




2.2. Measurement of Bacteria-Killing Ability


We measured the BKA of plasma with Escherichia coli (ATCC #8739; Microbiologics, St. Cloud, MN, USA) using the spectrophotometric method described by Liebl and Martin [54] and French and Neuman-Lee [55] with some modifications. This Gram-negative bacteria stimulates the constitutive immune response [33], and it has previously been used in several bat studies [24,25,26,56,57,58]. The constitutive immunity is a combination of the humoral (e.g., natural antibodies, complement, and acute phase proteins) and cellular components (e.g., macrophages, heterophils, and thrombocytes) of the immune system that establish the first line of defense against invading pathogens. All the procedures were conducted in a laminar flow hood using ethanol-sterilized and/or autoclaved equipment and disposable materials. Lyophilized pellets of E. coli were reconstituted in a phosphate-buffered solution (PBS) and diluted to a working concentration of 105 bacteria/mL. Plasma samples were thawed only once, and they were used immediately. We used 96-well conical-bottom cell culture microplates (Sarstedt, Nümbrecht, Germany, 83.3926.500) to plate 9 replicates of positive controls (18 µL of 0.01 M sterile PBS; Sigma Aldrich, St. Louis, MO, USA), 6 replicates of negative controls (18 µL of PBS), 9 replicates of an antibiotic control (2 µL of ampicillin at a concentration of 0.05 µg/mL in 16 µL of PBS), and 3 replicates of each sample (2 µL of plasma diluted in 16 µL of PBS). We then added 4 µL of a bacterial suspension with a concentration of 105 bacteria/mL to all wells except the negative controls. The plate was covered while still in the hood and incubated at 200 rpm and 37 °C for 30 min. After this initial incubation, 128 µL of nutrient broth (BD 234,000) was added to each well, and the absorbance of the plate was recorded at a wavelength of 600 nm (Epoch Microplate Reader, Biotek, Winooski, VT, USA). Following this measurement, the plate was incubated for a second time at 200 rpm for 12 h at 37 °C. Then, we measured the absorbance at 600 nm (Epoch Microplate Reader, Biotek). The first set of absorbance measurements was the initial absorbance (IA), and the second set was the final absorbance (FA) of the samples and controls. The negative control was used to ensure that there was no contamination, and the antibiotic control was used to verify that the bactericidal action could be evaluated with the assay, but they were not used in the final calculation of BKA. The calculation of plasma BKA was determined as the percentage of bacteria eliminated by the plasma in relation to the positive control, using the mean of the replicates for each parameter, with the following formula:


   BKA     %  =   1 −   FAplasma −    IAplasma       FApositive   control  −  IApositive   control        × 100  












2.3. Data Analyses


All analyses were conducted in R [59]. We compared variables with deviance analyses using the ANOVA function in the car package [60]. We used the fitdistrplus package [61] to identify the probability function that best fit the data. Accordingly, we used a general linear model with a lognormal distribution to compare the body masses and used a generalized linear model with a zero-inflated beta distribution to compare the BKAs (Statistical models, Supplementary Materials S1). We used the glmmTMB package for the BKA comparisons [62]. Post hoc comparisons were made, when appropriate, with Tukey’s tests using the multcomp package [63]. For adult males, we compared the body mass and BKA values of individuals with inguinal or scrotal testicles captured in March and May, individuals with scrotal testicles but with no dorsal parches captured in October, and individuals with scrotal testicles and fresh dorsal patches captured in December. We pooled the males from March 2019, May 2019, and March 2020 into a single group (March–May) because there were no significant differences in body mass and BKA among them (results not shown). Adult males that appeared to be in a post-mating stage (i.e., individuals with dry dorsal patches and scrotal testicles captured in December) were not included in the comparison due to the small sample size. For adult females, comparisons were made considering both the reproductive and migratory status; accordingly, we compared pregnant and lactating individuals collected in Sonora in May and July–August and individuals captured in Jalisco with no external signs of pregnancy or lactation captured in October and December. Adult females captured in October and December had no external signs of pregnancy or lactation and were classified as non-reproductive. However, it is possible that these females were in the pre-mating or mating stages based on reports about this population [51]. We did not include post-lactating and non-reproductive females captured in Sonora or lactating, post-lactating, and non-reproductive females captured in Jalisco in March–May in the comparison due to their small sample sizes. We detected outliers using Cook’s distance and removed them from the analyses (3 adult females and 2 adult males for the BKA comparisons and 1 adult male for the body mass comparison). We did not include body mass as a covariate in the BKA comparison of males because the assumption of the independence of the covariate and the treatment effect [64] was not met (see Section 3). Because the mass of the pregnant females was affected by the mass of their fetus, we did not include them in the body mass comparison, and we did not include body mass as a covariate in the BKA comparison of females. A previous bat work reported significant differences in BKAs between sexes [25]; however, we did not compare the BKA values of non-reproductive adult males and females collected in the same period at the same site (March and May in Jalisco) because the sample size for females was low. We compared the body masses and BKAs of young individuals and lactating females collected in May–August in Sonora. We did not compare the age categories in Jalisco because the sample size of the subadult individuals was small for any given period (March 2019: n = 3; March 2020: n = 4; May 2019: n = 2; December 2019: n = 4). All models were validated with residual analyses using the DHARMa package [65].





3. Results


3.1. Reproductive Status and Body Mass


All adult males captured in March 2019 (n = 10) and 2020 (n = 15) had inguinal testicles, and adult males captured in May had inguinal (n = 17) or scrotal testicles (n = 5), males in October had scrotal testicles but no dorsal patches (n = 13), and males captured in December presented scrotal testicles with fresh (n = 7) or dry dorsal patches (n = 3). There were significant differences in body mass among adult males (F2, 60 = 6.43, p = 0.003, n = 63; Figure 3A): reproductive males were heavier than non-reproductive males in March–May (p = 0.001) and non-reproductive males in October (p = 0.021), and no difference was found between the last two groups (p = 0.785). Most adult females in Jalisco were captured in October and December with no external signs of pregnancy or lactation, and a small number of lactating (n = 2), post-lactating (n = 1), and non-reproductive females (n = 4) were captured in March and May. Most adult females captured in Sonora were pregnant in May (n = 10; lactating: n = 6), and most were lactating in July–August (n = 13; pregnant: n = 1; post-lactating: n = 4; non-reproductive: n = 4). There were significant differences in body mass among adult females (F2, 37 = 29.2, p < 0.001, n = 40; Figure 3B): lactating females in May and July–August were heavier than females in Jalisco in October (p < 0.001) and December (p < 0.001), with no significant difference between the last two groups (p = 0.44). Young individuals (n = 18) were captured in July–August in Sonora. Body mass was significantly different between young and adult females (F2, 34 = 34.4, p < 0.001, n = 37; Figure 3C): lactating females had a higher body mass than young males (p < 0.001) and young females (p < 0.001), but body mass did not differ between the sexes in young bats (p = 0.27). The body mass values of groups not included in the comparisons due to small sample sizes are shown in Table 1.




3.2. Bacteria-Killing Ability


There were significant differences in BKA among adult males (χ22 = 8.69, p = 0.013, n = 62; Figure 4A): reproductive males had higher values than non-reproductive males in March–May (p = 0.049) and non-reproductive males in October (p = 0.009), with no difference between the last two groups (p = 0.337). There were significant differences in BKA among adult females (χ23 = 9.17, p = 0.027, n = 48; Figure 4B): females that had recently arrived in Jalisco in October had lower values than pregnant females in Sonora (p = 0.021) and females captured a few months after their arrival at Jalisco (p = 0.046); no other pairwise comparison among females was significantly different (p ≥ 0.114). Finally, the BKA values of young male and female individuals and lactating females were not significantly different (χ22 = 1.80, p = 0.41, n = 37; Figure 4C). The BKA values of groups not included in the comparisons due to small sample sizes are shown in Table 1.





4. Discussion


4.1. Male BKA


Reproductive male lesser long-nosed bats had higher BKA values than non-reproductive adult males, which might be explained by several factors. First, males with fresh dorsal patches and scrotal testicles were probably mating because spermatogenesis occurs along with these two externals indicators of reproductive activity [51]. Thus, it is possible that the increase in testosterone concentration that mating males experience potentiates BKA [38,39,66,67]. This increase in BKA could be a consequence of an enhancement in complement activity since testosterone increases the production of molecules associated with this immune component [38,39,68]. In line with this idea, reproductive male vampire bats exhibit higher BKA values than non-reproductive males [26], although BKA does not vary with reproductive activity in male Daubenton’s bats [25]. This discrepancy suggests that the effect of the reproductive season on the immune system in bats is not widespread. To corroborate the possible effect that testosterone may have on the immune system in bats, it is essential to evaluate the activity of the immune system and the levels of this hormone in both reproductive and non-reproductive cohorts.



Second, males with fresh dorsal patches had higher body masses than non-reproductive and scrotal males, indicating that their stronger immune response might also be related to a better body condition. Mating in our focal population occurs during the peak of flower resource availability [32,47], which is reflected in the higher body masses of males. Given that some components of the immune system are costly in terms of energetic resources [42,43], the superior body condition of mating males might enable them to show a stronger BKA.



Finally, the increase in population density and of interindividual contacts during the mating season might expand the risk of transmission of pathogenic microorganisms [69,70]. This aspect becomes particularly relevant for mating male lesser long-nosed bats, considering that the microbiota present in the dorsal patch include pathogenic bacteria [71]. This scenario might strengthen the complement system [72,73], leading to differences in BKA values between reproductive and non-reproductive individuals of lesser long-nosed bats. The lower ectoparasite load presented by males developing the dorsal patch relative to males with no patch [74,75,76] adds support to this idea, as the complement system can target ectoparasites [77]. Recent work with other elements of the immune system shows that male southern long-nosed bats (L. curasoae) and lesser long-nosed bats with dorsal patches have a higher inflammatory response than males with no patch [78]. We also captured individuals with scrotal testicles and dry dorsal patches, probably representing post-mating males. Although not formally compared due to their small sample size, males with dry patches had lower BKA values than males with fresh patches, furthering supporting our view that BKA increases during mating. Further work including larger sample sizes of males with fresh dorsal patches and dry dorsal patches is warranted to test the relationship of this structure and the strength of the immune response in long-nosed bats.




4.2. Female BKA


In contrast to males, the BKA of most adult female lesser long-nosed bats was susceptible to the effects of migratory movements in addition to reproductive activity. We found a significant difference in the BKA values between females in the two extremes of their migratory range: the values of pregnant females at their northern breeding grounds were higher than those of females that were captured shortly after returning to west-central Mexico. These results contradict our initial hypothesis that the energetic cost of migration and gestation would lead to lower BKA values in females that migrated to the north. Unlike our findings, previous work showed that BKA does not vary among the reproductive categories in female Daubenton’s bats [25], which contrasts with the finding of lower BKA values in pregnant fish-eating Myotis than in females in other reproductive categories [24]. No previous work has tested changes in BKA values in migratory female bats, but BKA does not differ with migration status in male silver-haired bats [22]. It thus appears that the costs of migration and reproductive activity do not have a detrimental effect of the bactericidal activity of pregnant females, perhaps because the physiological rearrangement of gestation [40,41,79,80] and the high availability of resources during this season [81,82,83,84] may increase their capacity to mount a strong BKA [85]. Similarly, lactation did not appear to have a negative effect on BKA in lesser long-nosed bats, which was congruent with observations in Daubenton’s bats [25] and other terrestrial mammal species [86].



Migration can adversely affect the immune system, although we were not able to fully test this idea due to the low capture rate of females that that did not migrate and remained residents in west-central Mexico. For instance, the BKA of migratory common blackbirds (Turdus merula) is lower than in resident conspecifics [19,20]. It is evident though that the returning journey to west-central Mexico takes a toll on BKA, which is also reflected in the lower body mass of females shortly after their arrival. Female lesser long-nosed bats migrate along a nectar corridor that is predominantly determined by the presence of cactus species [84], and they might depauperate their body reserves when they return to west-central Mexico if they encounter lower densities of blooming cacti [81,82,87]. BKA is positively related to the energy reserves of migratory vertebrates [88], and it might be a factor determining the lower BKA of returning females. However, differences in body mass do not fully explain the lower BKA of females in October because females captured two months later had significantly higher BKA, yet their body masses did not differ. Other physiological factors associated with migration, such as the antioxidant capacity [20], might have played a role in the extent to which BKA varied among females in our study. The increase in BKA in December might have been the result of a higher rate of inter-individual contacts during mating, favoring their exposure to infectious agents and heightening BKA [69,70]. The presence of resident and migratory females in our focal population of lesser long-nosed bat offers an excellent model for further testing these ideas.




4.3. BKA of Young and Lactating Females


Immunity is an evolving system in which young individuals experience immune maturation [45]. A few bat studies have examined the effect of age on immunity, with contrasting findings. The white blood cell count decreased, the IgG concentration increased, and the bactericidal activity did not change with age in greater sac-winged bats (Saccopteryx bilineata) when comparing individuals that were at least 1 year old [56]. The leucocyte profile varied with age in the Egyptian rousette bat (Rousettus aegyptiacus), with higher abundances of neutrophils, CD3+ T cells, and CD206+ mononuclear myeloid cells in adults and higher abundances of CD79a+ B cells and CD11b+ T cells in juveniles [89]. Previous work with birds has found that BKA [90] and other elements of the constitutive immune system [91] increase with age in nestlings, eventually reaching the levels found in adults. In contrast, young male and female lesser long-nosed bats had similar BKA values to lactating females. The young individuals in our study were probably no older than 2–3 months and, although they were flying independent of their mothers, we were not certain that they were already weaned. It is thus likely that the young BKA was passively determined by the milk obtained from their mothers [92]. In sum, our findings indicate that the constitutive immune system of young lesser long-nosed bats matures early in life, probably in anticipation of their potential exposure to pathogens during their migration to central Mexico.




4.4. Concluding Remarks


We found compelling evidence showing that BKA varies throughout the year in male and female lesser long-nosed bats in response to different factors. Interestingly, interindividual variation was large in all examined groups, including individuals with ~100% bactericidal activity and individuals with no bactericidal activity or almost no bactericidal activity. It is beyond the scope of this study to uncover what drives interindividual variation in plasma BKA, but factors intrinsic to the individuals may contribute to the observed results. For instance, variation in BKA in vampire bats (D. rotundus) is determined by the abundance of some core microbiota members [93], and recent work has shown that DNA methylation profiles match the chronological ages of bats (including the lesser long-nosed bat [94]). Populations of migratory bats are composed of individuals of different ages that probably have contrasting microbiota compositions, and further work can easily incorporate these elements to understand interindividual variations in immune responses during the migratory cycle that cannot be attributed to other factors.
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Figure 1. Geographical distribution of the lesser long-nosed bat (Leptonycteris yerbabuenae) [26], with sample collection sites in Mexico during 2019–2020. 
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Figure 2. Male lesser long-nosed bats (Leptonycteris yerbabuenae) captured in west-central Mexico presenting different stages of development of their dorsal sebaceous patches. (A) shows a male with a fresh dorsal patch characterized by the irritation of the tissue and the presence of body fluids in the hair surrounding the patch. (B) shows a male with a dry dorsal patch in which there are no signs of body fluids in the surrounding hair and there is no tissue irritation. 
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Figure 3. Body masses of lesser long-nosed bats (Leptonycteris yerbabuenae) for (A) non-reproductive (NR) adult males in March 2019 and 2020 and May 2019 (inguinal or scrotal testicles and no dorsal patches), October 2019 (scrotal testicles and no dorsal patches), and reproductive males in December 2019 (males with scrotal testicles and fresh dorsal patches) captured in west-central Mexico; for (B) lactating females captured in northern Mexico in May and July–August 2019 and adult females with no apparent signs of pregnancy or lactation (NR) captured in west-central Mexico in October and December 2019; and for (C) lactating females and young males and females captured in northern Mexico in July–August 2019. Pregnant females captured in northern Mexico were not included in the comparison because their body mass included the mass of the fetus. Values are means ± standard deviations. Significant differences in pairwise comparisons are shown (p ≤ 0.05 *, p ≤ 0.01 **, p ≤ 0.001 ***) based on a general linear model with a lognormal distribution. 
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Figure 4. Bacteria-killing ability (BKA) in plasma of lesser long-nosed bats (Leptonycteris yerbabuenae) for (A) non-reproductive (NR) adult males in March 2019 and 2020 and May 2019 (inguinal or scrotal testicles and no dorsal patches), in October 2019 (scrotal testicles and no dorsal patches), and reproductive males in December 2019 (males with scrotal testicles and a fresh dorsal patches) captured in west-central Mexico; for (B) pregnant and lactating females captured in northern Mexico in May and July–August 2019 and adult females with no external signs of pregnancy or lactation (ANR) captured in west-central Mexico in October and December 2019; and for (C) lactating females and young males and females captured in northern Mexico in July–August 2019. Values are medians (squares), interquartile ranges (boxes), and 5–95% percentiles (whiskers). Significant differences in pairwise comparisons are shown (p ≤ 0.05 *, p ≤ 0.01 **) based on a generalized linear model with a zero-inflated beta distribution. 
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Table 1. Bacteria-killing abilities (BKAs; median, interquartile range) and body masses (mean ± SD) of lesser long-nosed bats (Leptonycteris yerbabuenae) not included in the statistical models due to small sample sizes. Individual values are shown when n < 3. Non-reproductive adult males in December 2019 presented scrotal testicles and dry dorsal patches.
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	Age/Sex
	Reproductive Traits
	Site
	Month/Year
	BKA (%)
	Body Mass (g)
	n





	Adult male
	Non-reproductive
	Jalisco
	December 2019
	16.41, 12.89–77.72
	27.6 ± 5.7
	3



	Adult female
	Lactating
	Jalisco
	May 2019
	47.99
	29.0
	1



	Adult female
	Lactating
	Jalisco
	March 2020
	24.28
	25.9
	1



	Adult female
	Post-lactating
	Jalisco
	March 2020
	12.77
	23.8
	1



	Adult female
	Non-reproductive
	Jalisco
	May 2019
	3.19, 99.63
	24.0, 25.0
	2



	Adult female
	Non-reproductive
	Jalisco
	March 2020
	94.05, 96.23
	23.5, 27.0
	2



	Adult female
	Non-reproductive
	Sonora
	May 2019
	96.66, 23.71–99.90
	22.5 ± 1.0
	3



	Adult female
	Non-reproductive
	Sonora
	July 2019
	0
	27.5
	1



	Adult female
	Post-lactating
	Sonora
	July 2019
	97.35, 23.71–99.90
	27.2 ± 2.0
	4



	Subadult male
	Non-reproductive
	Jalisco
	March 2019
	97.33, 52.23–99.90
	23.3 ± 2.3
	3



	Subadult male
	Non-reproductive
	Jalisco
	December 2019
	37.07
	23.3
	1



	Subadult male
	Non-reproductive
	Jalisco
	March 2020
	4.54, 0–71.43
	23.4 ± 1.6
	4



	Subadult female
	Non-reproductive
	Jalisco
	December 2019
	88.36, 74.32–99.90
	23.8 ± 1.6
	3
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