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Introduction

In the co-evolutionary "arms race" between pathogens and hosts, pathogens are expected to have the upper hand because they generally evolve faster than their hosts [START_REF] Ebert | Sex against virulence: the coevolution of parasitic diseases[END_REF]. As a result, most pathogens are well adapted to local host populations, i.e., they have higher mean fitness when challenging local (sympatric) hosts than foreign (allopatric) ones [START_REF] Niemi | Spatial variation in resistance and virulence in the host-pathogen system Salix triandra-Melampsora amygdalinae[END_REF][START_REF] Roslin | Spatial population structure in an obligate plant pathogen colonizing oak Quercus robur[END_REF][START_REF] Thrall | Local adaptation in the Linum marginale-Melampsora lini host-pathogen interaction[END_REF]. Such pathogen local adaptation is common but not universal in all host-pathogen systems (e.g., [START_REF] Parker | Disease impact and local genetic diversity in the clonal plant Podophyllum peltatum[END_REF][START_REF] Ericson | The rust pathogen Triphragmium ulmariae as a selective force affecting its host, Filipendula ulmaria[END_REF]. Successful pathogen local adaptation depends, among other things, on the pathogen's ability to quickly generate novel infection types, either by mutation and recombination [START_REF] Gandon | Local adaptation, evolutionary potential and host-parasite coevolution: Interactions between migration, mutation, population size and generation time[END_REF][START_REF] Gibson | Liaisons dangereuses: sexual recombination among pathogenic trypanosomes[END_REF][START_REF] Tinline | Parasexuality in plant pathogenic fungi[END_REF] or by acquiring them through lateral gene transfer [START_REF] Ochman | Lateral gene transfer and the nature of bacterial[END_REF] and migration of individuals [START_REF] Gandon | Local adaptation and gene-for-gene coevolution in a metapopulation model[END_REF]. Since pathogen local adaptation is a result of co-evolutionary processes, evolutionary potential of pathogens has to be evaluated in relative terms compared to their particular hosts [START_REF] Greischar | A synthesis of experimental work on parasite local adaptation[END_REF][START_REF] Lion | Evolution of spatially structured host-parasite interactions[END_REF]. Limited evolutionary potential of pathogens can even lead to so-called pathogen local maladaptation, i.e., a situation when pathogens have higher fitness on allopatric than sympatric hosts [START_REF] Buckling | Antagonistic coevolution between a bacterium and a bacteriophage[END_REF][START_REF] Kaltz | Local maladaptation in the anther-smut fungus Microbotryum violaceum to its host plant Silene latifolia: evidence from a cross-inoculation experiment[END_REF][START_REF] Oppliger | Parasite local maladaptation in the Canarian lizard Gallotia galloti (Reptilia: Lacertidae) parasitized by haemogregarian blood parasite[END_REF].

Local maladaptation was documented in one of the most studied wild plant pathogens, the anther smut fungus Microbotryum lychnidis-dioicae infecting Silene latifolia [START_REF] Feurtey | Strong phylogeographic co-structure between the anther-smut fungus and its white campion host[END_REF][START_REF] Kaltz | Local maladaptation in the anther-smut fungus Microbotryum violaceum to its host plant Silene latifolia: evidence from a cross-inoculation experiment[END_REF]. Although anther smut fungi constitute a complex of closely related cryptic species specialized on different hosts (Le [START_REF] Gac | Phylogenetic evidence of host-specific cryptic species in the anther smut fungus[END_REF][START_REF] Refrégier | Cophylogeny of the anther smut fungi and their caryophyllaceous hosts: prevalence of host shifts and importance of delimiting parasite species for inferring cospeciation[END_REF], their life cycle and mating system remain the same across the species complex (e.g. [START_REF] Alexander | Disease spread and population dynamics of anther-smut infection of Silene alba caused by the fungus Ustilago violacea[END_REF][START_REF] Marr | Spatial and temporal pattern of a pollinator-transmitted pathogen in a long-lived perennial, Silene acaulis[END_REF][START_REF] Bruns | Transmission and temporal dynamics of anther-smut disease (Microbotryum) on alpine carnation (Dianthus pavonius)[END_REF]. Several characteristics of their life cycle and mating system are likely to severely reduce the evolutionary potential of all anther smut fungi in comparison to their hosts (reviewed in Kaltz & Shykoff, 1998). First, predominant selfing in their mixed mating system decreases the benefits of sexual recombination [START_REF] Giraud | Selfing propensity under choice conditions in a parasitic fungus, Microbotryum violaceum, and parameters influencing infection success in artificial inoculations[END_REF], whereas host plants are mostly outcrossing.

Second, the pathogen latency period of up to several months usually allows only one generation per season, leading to comparable generation times of pathogens and hosts [START_REF] Alexander | Genotypic variation in plant disease resistance-physiological resistance in relation to field disease transmission[END_REF]. Third, gene flow of anther smut fungi is more restricted than gene flow of the hosts, because anther smut fungi are transmitted only during pollination and never via seeds of the host plants [START_REF] Alexander | Genotypic variation in plant disease resistance-physiological resistance in relation to field disease transmission[END_REF][START_REF] Baker | Infection of species of Melandrium by Ustilago violaceae (Pers.) Fuckel and the transmission of the resultant disease[END_REF]. Moreover, these limitations of the rate of pathogen evolution are complemented with strong selection pressure on the evolution of host resistance because the anther smut fungi severely reduce host fitness by castrating infected plant's flowers [START_REF] Alexander | Disease spread and population dynamics of anther-smut infection of Silene alba caused by the fungus Ustilago violacea[END_REF].

Pathogen local maladaptation can manifest in multiple components of pathogen fitness, from the simple ability to infect locally abundant host genotypes, through the efficient use of host resources for their own reproduction, to the manipulation of host phenotype to ensure transmission to new hosts (cf. aggressiveness sensu [START_REF] Burdon | Diseases and plant population biology[END_REF]. In pollinator-transmitted pathogens such as anther smut fungi, the effective transmission depends largely on pollinator behaviour and preferences [START_REF] Biere | Anther smut transmission in Silene latifolia and Silene dioica -impact of host traits, disease frequency and host density[END_REF][START_REF] Thrall | Host-pathogen dynamics in experimental populations of Silene alba and Ustilago violacea. I. Ecological and genetic determinants of disease spread[END_REF], therefore, the manipulation of host floral display and phenology is a frequent phenomenon [START_REF] Mcart | Arranging the bouquet of disease: Floral traits and the transmission of plant and animal pathogens[END_REF]. In particular, the earlier onset of flowering of infected plants could greatly increase opportunities for pathogen transmission by extending the transmission window in terms of days within a season (Shykoff & Kaltz, 1998) and also in terms of the number of seasons the infected plant flowers [START_REF] Shykoff | Effects of the anther smut fungus Microbotryum violaceum on host life history patterns in Silene latifolia (Caryophyllaceae)[END_REF], since the infection does not have a negative effect on the life span of infected plants [START_REF] Buono | Influence of multiple infection and relatedness on virulence: Disease dynamics in an experimental plant population and its castrating parasite[END_REF]. The existence of pathogen local maladaptation has been investigated in anther smut fungi only in the terms of infection success [START_REF] Feurtey | Strong phylogeographic co-structure between the anther-smut fungus and its white campion host[END_REF][START_REF] Kaltz | Local maladaptation in the anther-smut fungus Microbotryum violaceum to its host plant Silene latifolia: evidence from a cross-inoculation experiment[END_REF] despite the evidence for the differential ability of host manipulation by individual strains infecting Silene latifolia (Shykoff & Kaltz, 1998). If the success of host manipulation depends on the allopatric/sympatric origin of anther smut strains, then it can be interpreted as another component of pathogen local maladaptation.

Since the co-evolutionary processes behind local adaptation and maladaptation are necessarily dynamic, detecting them by a static snapshot of pathogen and host populations might be difficult [START_REF] Greischar | A synthesis of experimental work on parasite local adaptation[END_REF]Kaltz & Shykoff, 1998). However, important insights can be gained by comparing snapshots of similar host-pathogen systems allowing us to detect which evolutionary and life history traits of the species are associated with local adaptation or maladaptation. In the case of anther smut fungi, a useful comparison can be made between the fungi infecting Dianthus hosts and the fungi infecting Silene hosts. The first group diversified much more recently than the second group [START_REF] Kemler | Contrasting phylogenetic patterns of anther smuts (Pucciniomycotina: Microbotryum) reflect phylogenetic patterns of their caryophyllaceous hosts[END_REF], most probably reflecting similarly young diversification of Dianthus species [START_REF] Valente | Unparalleled rates of species diversification in Europe[END_REF]. Correspondingly, the host specialisation of anther smut fungi is much less pronounced in Dianthus hosts compared to Silene hosts [START_REF] Kemler | Contrasting phylogenetic patterns of anther smuts (Pucciniomycotina: Microbotryum) reflect phylogenetic patterns of their caryophyllaceous hosts[END_REF][START_REF] Petit | Co-occurrence and hybridization of anther-smut pathogens specialized on Dianthus hosts[END_REF]. To the best of our knowledge, no study has investigated whether local (mal)adaptation follows the same patterns as host-specialisation (albeit at different time scales). If local maladaptation can be found even in anther smut fungi infecting Dianthus hosts, we could conclude that it is indeed a pervasive feature of anther smut fungi, most likely based on their highly automictic mating system and limited gene flow.

In this study, we bring together two components of local maladaptation of anther smut fungi that have been studied separately so far, i.e., infection success and host manipulation. Based on the generally reduced evolutionary potential of anther smut fungi compared to their hosts, we expected the pathogen to be locally maladapted in both studied components. We performed a full cross-inoculation experiment using Dianthus carthusianorum and its anther smut fungus Microbotryum carthusianorum from three populations and we compared pathogen performance on allopatric and sympatric host plants. We asked two main questions:

1) Is infection success in allopatric host-pathogen combinations higher than in sympatric combinations? 2) Is the pathogen able to accelerate host flowering, and if so, does allopatric infection lead to stronger manipulation than sympatric infection? In addition to our main questions, we address the generality of maladaptation of anther smut fungi by focusing on the anther smut species infecting the evolutionary young host D. carthusianorum as opposed to the predominantly studied pathogens specialized on the genus Silene.

Materials and methods:

Study organisms

Dianthus carthusianorum L. (Caryophyllaceae) is a perennial plant growing in dry grasslands, on sandy or rocky soils, throughout Central Europe [START_REF] Kovanda | Dianthus[END_REF]. Individuals form rosettes of grass-like leaves, which produce flowering shoots with compact inflorescences of dark pink flowers blooming from June to September [START_REF] Kovanda | Dianthus[END_REF]. Flowers are protandrous and mostly outcrossing, although selfing can occasionally occur [START_REF] Bloch | Pollination crisis in the butterfly-pollinated wild carnation Dianthus carthusianorum?[END_REF]. Main pollinators are diurnal Lepidoptera [START_REF] Bloch | Pollination crisis in the butterfly-pollinated wild carnation Dianthus carthusianorum?[END_REF].

The anther smut pathogens are basidiomycete fungi from the cryptic species complex in the genus Microbotryum that are specialised on one or several host species from the family Caryophyllaceae (Le [START_REF] Gac | Phylogenetic evidence of host-specific cryptic species in the anther smut fungus[END_REF][START_REF] Refrégier | Cophylogeny of the anther smut fungi and their caryophyllaceous hosts: prevalence of host shifts and importance of delimiting parasite species for inferring cospeciation[END_REF]. Co-occurrence of more Microbotryum species in Dianthus populations has been reported in the Alps [START_REF] Hood | Sympatry and interference of divergent Microbotryum pathogen species[END_REF][START_REF] Petit | Co-occurrence and hybridization of anther-smut pathogens specialized on Dianthus hosts[END_REF]. However, a recent genotying study has found only one Microbotryum species across sites in the study area in Central Europe (see below) as well as in several surrounding countries (Cornille et al., in prep, Supplementary Fig. S1). We use the name Microbotryum carthusianorum Denchev, Giraud & M.E. Hood [START_REF] Denchev | Three new species of anthericolous smut fungi on Caryophyllaceae[END_REF] for this species, but taxonomic revisions within the species complex of anther smut fungi are still ongoing [START_REF] Kemler | Contrasting phylogenetic patterns of anther smuts (Pucciniomycotina: Microbotryum) reflect phylogenetic patterns of their caryophyllaceous hosts[END_REF][START_REF] Petit | Co-occurrence and hybridization of anther-smut pathogens specialized on Dianthus hosts[END_REF].

The life cycle of anther smut fungi is identical across different species (e.g. [START_REF] Alexander | Disease spread and population dynamics of anther-smut infection of Silene alba caused by the fungus Ustilago violacea[END_REF][START_REF] Marr | Spatial and temporal pattern of a pollinator-transmitted pathogen in a long-lived perennial, Silene acaulis[END_REF][START_REF] Bruns | Transmission and temporal dynamics of anther-smut disease (Microbotryum) on alpine carnation (Dianthus pavonius)[END_REF]. The anther smut fungi are obligate pathogens growing endophytically in plants and sporulating in anthers, replacing pollen with fungal teliospores, and aborting the development of ovaries [START_REF] Schäfer | The illustrated life cycle of Microbotryum on the host plant Silene latifolia[END_REF][START_REF] Uchida | Morphological development of anthers induced by the dimorphic smut fungus Microbotryum violaceum in female flowers of the dioecious plant Silene latifolia[END_REF]. Teliospores are transmitted to new hosts mainly by insect visitors [START_REF] Alexander | Disease spread and population dynamics of anther-smut infection of Silene alba caused by the fungus Ustilago violacea[END_REF][START_REF] Jennersten | Butterfly visitors as vectors of Ustilago violacea spores between caryophyllaceous plants[END_REF], while transport by wind is rare and limited to very short distances [START_REF] Roche | Dispersal and disease gradients of anther-smut Infection of Silene Alba at different life stages[END_REF]. To infect the host, teliospores undergo meiosis followed by conjugation, but anther smut fungi are mostly selfing since conjugation occurs predominantly among the products of a single meiosis (intratetrad mating) [START_REF] Giraud | Selfing propensity under choice conditions in a parasitic fungus, Microbotryum violaceum, and parameters influencing infection success in artificial inoculations[END_REF]. After several weeks, dikaryotic infectious hyphae reach newly developing flower buds and the first diseased flowers are produced [START_REF] Alexander | Spread of anther-smut disease (Ustilago violacea) and character correlations in a genetically variable experimental population of Silene alba[END_REF][START_REF] Alexander | Genotypic variation in plant disease resistance-physiological resistance in relation to field disease transmission[END_REF]. The infection is usually systemic with only rare recovery, rendering diseased plants completely sterile, although partly infected plants can also be found [START_REF] Alexander | Disease spread and population dynamics of anther-smut infection of Silene alba caused by the fungus Ustilago violacea[END_REF][START_REF] Bruns | Transmission and temporal dynamics of anther-smut disease (Microbotryum) on alpine carnation (Dianthus pavonius)[END_REF].

Study design

We conducted a full cross-inoculation experiment using plant and fungal material from three naturally infected populations. Inoculation was performed in greenhouse conditions on half-sib families of seedlings. The results of inoculation of seedlings or vegetative plants have been shown to correspond well to the results of infection under field conditions in other anther smut fungi systems [START_REF] Biere | Sex-specific costs of resistance to the fungal pathogen Ustilago violacea (Microbotryum violaceum) in Silene alba[END_REF]. The seedlings were grown afterwards in common garden for two years to detect successful infections that are visible only in flowering plants. Concurrently, the first flowering dates were recorded. The inoculation experiment thus allowed us to compare: 1) the infection success in allopatric versus sympatric host-pathogen combinations; 2) the timing of flowering between diseased and healthy plants; and 3) the timing of flowering between diseased plants inoculated by allopatric and by sympatric pathogens.

Collection of plant and fungal material

In 2015, we collected seeds and fungal spores from three populations located approx. 50 km to the south of Prague, Czech Republic (Fig. 1). The populations belong to a larger set of 60 natural populations in the study area that are regularly censused for anther smut infection as a part of a field study on D. carthusianorum [START_REF] Koupilová | Ecology of the pathosystem of anther smut on Dianthus carthusianorum[END_REF]. We selected three populations based on their similarly high prevalence (40-50 %), population size (650-1050 plant individuals) and location within two kilometres of each other [START_REF] Koupilová | Ecology of the pathosystem of anther smut on Dianthus carthusianorum[END_REF].

In each of the three selected populations, we collected seed capsules from 10-15 healthy plants (at least five capsules per plant). We refer to the set of seeds from a single plant as family, but the seeds most probably represent a mixture of full and half-siblings, because the pollen might originate from multiple plants. The spores for inoculation were collected from 10 diseased plants per population from flower buds just before opening.

These flower buds contain enough mature fungal spores and there is no risk of contamination by fungal strains from other populations as in open flowers. Seeds and dried flower buds with fungal spores were stored at 4 °C until the start of the experiment.

Inoculation procedure

On February 27, 2016, the seeds were surface sterilised to avoid contamination (1% potassium permanganate solution followed by two water rinses) and then left for two weeks to germinate on sterilized wet sand in Petri dishes. Viable seedlings were transferred individually to 7 × 7 cm pots with a mixture of sand and soil (1:1). We excluded families with low germination (fewer than 15 seedlings) from the experiment, which gave us 8, 14, and 12 families for populations 1, 2, and 3, respectively. Dried flower buds were dissected, and fungal spores were transferred to test tubes with distilled water.

We mixed together the fungal spores originating from one plant population in order to get a representative sample of strains of each local pathogen population (similarly to [START_REF] Springer | Clinal resistance structure and pathogen local adaptation in a serpentine flax-flax rust interaction[END_REF], we did not aim to quantify the among-strain variability within a pathogen population, but only to detect among-population patterns). The concentration of fungal spores in spore suspensions was counted under a microscope using a haemocytometer grid. For the inoculation, seedlings from each family were divided into three inoculation treatments, each third receiving one of the three fungal samples. Seedlings were inoculated with fungal spore suspensions (50 µl with average concentration 10 spores per 1 µl) at the age of three weeks, i.e. with cotyledons fully developed and first leaves beginning to show. We used 10 seedlings per treatment for the majority of families and 5 seedlings per treatment for those with lower germination rates resulting in a total of 780 seedlings. For the detailed design of the experiment, see Supplementary Table S1.

Infection census

In May 2016, the plants were transferred to common garden conditions in the "Brožkova genetická zahrada" experimental garden of Charles University, transplanted into larger pots (diameter 19 cm, volume 3 l) and then checked regularly once a week during the vegetation period. Emerging flower buds were covered in small sacks of non-woven fabric to preclude the possible spread of spores from newly opened flowers to neighbouring plants. Once the individual was recognised as healthy or infected, it was removed to avoid secondary infection.

Approximately a third of plants flowered during 2016. The rest were overwintered in the experimental garden and fertilised at the beginning of the next season by Wuxal Super (nutrients: N 8 %, P 8 %, K 6 %; dilution 2:1000). In 2017, the plants were censused twice a week during the vegetation period. We recorded the date of the first flowering for all plants in the experiment.

Statistical analysis

To analyse the infection success in allopatric versus sympatric host-pathogen combinations, we used binomial generalised mixed models (GLMM) with logit link function. Specifically, we tested the effects of host origin (host population identity), pathogen origin (allopatric/sympatric in relation to host origin), and their interaction on the infection success (0/1). Since analyses of the infection success across both years and separately for each year brought qualitatively similar results, only the overall analysis is presented in the Results section.

The factor with random effect here and in all the following mixed effect models was host family identity. Timing of host flowering was defined as the year of the first flowering (2016/2017, tested with binomial GLMM) and as the date of the first flowering within the given year (expressed as a day-of-year number, tested with linear mixed effect models -LME). To analyse the effects of the pathogen on these components of the timing of flowering, we used a two-step approach. First, we compared the timing of flowering between diseased and healthy plants, testing specifically the effects of host origin, disease status (healthy/diseased), and their interaction. Second, within a subset of diseased plants, we compared the timing of flowering between plants infected by allopatric and sympatric pathogens. Here, we tested the same factors as in the analysis of the infection success, i.e., host origin, pathogen origin, and their interaction.

Significance in binomial GLMMs was assessed based on likelihood ratio tests (LR-tests) [START_REF] Bolker | Generalized linear mixed models: a practical guide for ecology and evolution[END_REF]. Significance in LME models was assessed using F-tests with the Satterthwaite approximation for denominator degrees of freedom [START_REF] Satterthwaite | An approximate distribution of estimates of variance components[END_REF]. Pseudo-R 2 of fixed and random effects was derived using the approach of [START_REF] Nakagawa | A general and simple method for obtaining R2 from generalized linear mixed-effects models[END_REF]. All computations were conducted in the R statistical environment, v. 3.3.2 (R Core Team, 2012) using the base installation and packages lme4 v. 1.1-12 [START_REF] Bates | Fitting linear mixed-effects models using {lme4}[END_REF] and lmerTest v. 2.0-36 [START_REF] Kuznetsova | lmerTest Package: Tests in linear mixed effects models[END_REF].

Results

Infection success

Out of 780 plants at the start of the experiment, 257 (34 %) flowered and were censused for infection in the first year, 499 (66 %) flowered and were censused in the second year and the remaining 24 plants did not manage to flower. The average infection success was 60.4 % and all pathogen samples were similarly successful when averaged across all hosts (Table 1).

The effect of allopatric/sympatric pathogen origin on the infection success was highly significant (deviance 48.364, p < 0.001; Table 2) and remained so even when tested for each year separately (data not presented). The infection success in allopatric host-pathogen combinations was on average 1.6 times higher than in sympatric combinations (69.1 % compared to 43 %; Fig. 2).

Timing of flowering

The year of the first flowering was influenced only by the disease status of plants (healthy/diseased; deviance 8.897, p 0.003; Table 3). Diseased plants started flowering already in their first year more frequently than the healthy ones (38.0 % compared to 27.4 %; Fig. 3). When examining only diseased plants, there was no difference between plants infected by allopatric and sympatric pathogens (p > 0.1).

The dates of first flowering were analysed separately within each year to account for different ranges of values. In 2016, plants started flowering in July and new flowering plants continued appearing until October (range of 109 days in the first flowering date), whereas in 2017 plants flowered already since the end of April (range of 68 days; Supplementary Table S2).

The first flowering date of plants that flowered in 2016 did not respond to any of the tested factors (all p > 0.1). However, in 2017, diseased plants started flowering on average 4 days earlier than healthy plants (F 14.97, p < 0.001; Table 3; Fig. 4). The difference between diseased plants infected by allopatric and sympatric pathogens was not significant in either year (all p > 0.1).

Discussion

The inoculation experiment provided evidence of local maladaptation of the anther smut fungus Microbotryum carthusianorum to its host plant Dianthus carthusianorum, detectable as decreased infection success on sympatric hoststhe pathogen was on average 1.6 times more successful in infecting allopatric hosts. However, we did not detect maladaptation in the other studied component of pathogen fitness, namely in the manipulation of host flowering. Although the anther smut fungus did accelerate host flowering and thus increased time available for transmission to new hosts, the extent of this manipulation was approximately the same regardless of allopatric/sympatric origin.

Local maladaptation of pathogen infectivity

Pathogen local maladaptation is a relatively rare phenomenon (reviewed in [START_REF] Greischar | A synthesis of experimental work on parasite local adaptation[END_REF]. In the case of anther smut fungi, it occurs probably due to the specific limitations of the pathogensprevailing selfing (and thus low rates of recombination and low genetic variation), long generation time and low gene flow (reviewed in Kaltz & Shykoff, 1998). In contrast to the pathogen, D. carthusianorum is mostly outcrossing [START_REF] Bloch | Pollination crisis in the butterfly-pollinated wild carnation Dianthus carthusianorum?[END_REF]. Similarly to other caryophyllaceous hosts, D. carthusianorum is likely to experience higher gene flow than the pathogen since pollinators prefer healthy individuals (Jennersten 1988; Bruns, Pierce, Antonovics, & Hood 2020) and pollen is thus transmitted better than spores. Moreover, plant seeds are not infected with anther smut fungi, which further limits the dispersal ability of the pathogen [START_REF] Alexander | Genotypic variation in plant disease resistance-physiological resistance in relation to field disease transmission[END_REF]. Thus, slower evolutionary rates are expected in the pathogen compared to the host, leading to pathogen local maladaptation.

One of the aims of our study was to investigate whether local maladaptation of anther smut fungi occurs in recently established species with low host-specificity. The Eurasian lineage of Dianthus has undergone intense diversification in the last 1-2 Myr [START_REF] Valente | Unparalleled rates of species diversification in Europe[END_REF] with the corresponding Microbotryum lineage closely following [START_REF] Kemler | Contrasting phylogenetic patterns of anther smuts (Pucciniomycotina: Microbotryum) reflect phylogenetic patterns of their caryophyllaceous hosts[END_REF], but not achieving the strong host-specificity known from Microbotryum lineages infecting Silene hosts [START_REF] Petit | Co-occurrence and hybridization of anther-smut pathogens specialized on Dianthus hosts[END_REF]. The strong local maladaptation observed here in the anther smut fungus infecting D. carthusianorum confirms that strong local co-evolutionary dynamics are not restricted only to long-established host-pathogen systems such as Microbotryum lychnidis-dioicae -Silene latifolia [START_REF] Feurtey | Strong phylogeographic co-structure between the anther-smut fungus and its white campion host[END_REF][START_REF] Kaltz | Local maladaptation in the anther-smut fungus Microbotryum violaceum to its host plant Silene latifolia: evidence from a cross-inoculation experiment[END_REF]. Our results thus indicate that the pathogen's ability to infect multiple host species does not prevent the emergence of its local maladaptation towards one of the host species. Moreover, the magnitude of local maladaptation observed in our study was even higher than in the comparable experiment with S. latifolia [START_REF] Kaltz | Local maladaptation in the anther-smut fungus Microbotryum violaceum to its host plant Silene latifolia: evidence from a cross-inoculation experiment[END_REF] as can be inferred from the average rates of allopatric and sympatric infection success (69% × 43% in our study compared to 40% × 32% in S. latifolia). Such direct comparison must be interpreted with caution since the studies used related but different species. Nevertheless, we can speculate that longer-lived host species such as D. carthusianorum would be under stronger selection pressure to evolve resistance against local Microbotryum strains because of the longer exposure to infection and the risk of higher reduction in lifelong fitness after castration by anther smut infection [START_REF] Bruns | Rate of resistance evolution and polymorphism in long-and short-lived hosts[END_REF].

From a technical point of view, we obtained higher overall average infection success compared to [START_REF] Kaltz | Local maladaptation in the anther-smut fungus Microbotryum violaceum to its host plant Silene latifolia: evidence from a cross-inoculation experiment[END_REF], which could be either due to the use of different species or due to our method of inoculation that promotes higher infection success. We chose the less frequently used inoculation method of mixing pathogen strains within each population (e.g., Springer 2007) instead of isolating individual strains so we could keep the number of treatment combinations at reasonable levels. The mixture of strains enables competition among strains and can lead to co-infection, which can increase observed virulence and aggressiveness [START_REF] Buono | Influence of multiple infection and relatedness on virulence: Disease dynamics in an experimental plant population and its castrating parasite[END_REF]. This is problematic when comparing absolute levels of virulence and aggressiveness among study systems, but it does not obscure the patterns of local (mal)adaptation within any given system since pathogen performance (virulence and aggressiveness) is evaluated on sympatric hosts relative to allopatric hosts within the system. Given that the chances of competition and co-infection would be the same in all mixed samples in our study, the observed pattern of consistently lower infection success on sympatric hosts is most parsimoniously explained by local maladaptation of the pathogen.

The ability of the pathogen to accelerate host flowering

We found that anther smut infection led to an earlier onset of flowering in D. carthusianorum at the level of the year of the first flowering as well as the date within the given year. Similar changes in phenology were observed in Silene latifolia [START_REF] Shykoff | Effects of the anther smut fungus Microbotryum violaceum on host life history patterns in Silene latifolia (Caryophyllaceae)[END_REF]1998). The early onset of flowering is likely to contribute to pathogen fitness on caryophyllaceous hosts through several complementary effects. First, initiating reproduction at an early age, without compromising plant survival [START_REF] Alexander | Disease spread and population dynamics of anther-smut infection of Silene alba caused by the fungus Ustilago violacea[END_REF][START_REF] Buono | Influence of multiple infection and relatedness on virulence: Disease dynamics in an experimental plant population and its castrating parasite[END_REF], increases the number of events available for disease transmission by pollinators. Second, early flowering takes advantage of naive pollinators at the beginning of the season that have not yet learned to avoid diseased plants [START_REF] Jennersten | Insect dispersal of fungal disease: effects of Ustilago Infection on pollinator attraction in Viscaria vulgaris[END_REF]. Third, if plants get infected late in the season, they are more likely to recover from the infection, because infectious hyphae may not have sufficient time to establish in plant roots to successfully overwinter [START_REF] Thrall | Host-pathogen dynamics in experimental populations of Silene alba and Ustilago violacea. I. Ecological and genetic determinants of disease spread[END_REF]. As a result, in natural populations, anther smut fungi spread more effectively at the beginning of season [START_REF] Biere | Impact of flowering phenology of Silene alba and S . dioica on susceptibility to fungal infection and seed predation[END_REF]1998). Similar manipulation of host flowering is known from several pathogens that exploit invertebrate or vertebrate flower visitors to get transmitted to new hosts [START_REF] Mcart | Arranging the bouquet of disease: Floral traits and the transmission of plant and animal pathogens[END_REF]. Contrary to our expectations, the ability of the anther smut fungus to manipulate hosts did not differ between allopatric and sympatric pathogens, even though the manipulation of host flowering arguably contributes to pathogen fitness. A possible explanation is that the ability to manipulate hosts is under weaker selection pressure, since it only enhances pathogen fitness after successful infection, whereas infectivity decides whether the pathogen individual would have any fitness at all. Moreover, the host plant, which is already sterilised by anther smut infection, is under no selection pressure to evolve a defence against manipulation of phenology, so host-pathogen co-evolutionary arms race is less likely to develop.

Conclusions

Pathogen local maladaptation, though rare in general, can regularly occur when pathogen evolutionary potential is lower than the evolutionary potential of its host. Results of our study taken together with previous studies of a different host species point to the pervasiveness of local maladaptation of anther smut fungi regardless of different evolutionary histories of the species involved. By comparing co-evolutionary processes and their footprints among even more host species, future studies might reveal whether the generality is based more on the highly automictic mating system and low gene flow of anther smut fungi, or whether host life history also modulates the outcomes. Important insights into co-evolutionary dynamics can thus be gained by including host plants covering a broader spectrum of life histories.

Fig. 2

The infection success of the anther smut fungus on D. carthusianorum in different host-pathogen combinations.

The predictions (means  95% CI) are derived from the GLMM in Table 2.

22 Fig. 3 The proportion of healthy and diseased plants flowering already in their first season (year 2016). The predictions (means  95% CI) are derived from the GLMM in Table 3.

Fig. 4

The date of the first flowering for healthy and diseased plants. The predictions (means  95% CI) are derived from the LME model in Table 3. Only data from 2017 are shown because the effect of the disease status was not significant in 2016. The dates on the vertical axis range from mid-May to mid-June.
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Tables and figures Table 1

The infection success of the anther smut fungus on D. carthusianorum in different host-pathogen combinations. Sympatric combinations are in bold. The number in parentheses is the number of inoculated plants in each combination that flowered and was censused during the experiment.