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Foliar Phenolic Compounds in Norway Spruce with Varying Susceptibility to Chrysomyxa rhododendri: Analyses of Seasonal and Infection-Induced Accumulation Patterns









	
	ORIGINAL RESEARCH
published: 30 June 2017
doi: 10.3389/fpls.2017.01173





[image: image2]

Foliar Phenolic Compounds in Norway Spruce with Varying Susceptibility to Chrysomyxa rhododendri: Analyses of Seasonal and Infection-Induced Accumulation Patterns


Andrea Ganthaler1,2*, Wolfgang Stöggl1, Ilse Kranner1 and Stefan Mayr1


1Faculty of Biology, Department of Botany, Institute of Botany, University of Innsbruck, Innsbruck, Austria

2alpS – Centre for Climate Change Adaptation, Innsbruck, Austria

Edited by:
Corné M. J. Pieterse, Utrecht University, Netherlands

Reviewed by:
Jonathan Gershenzon, Max Planck Institute for Chemical Ecology, Germany
 Lizelle Ann Piater, University of Johannesburg, South Africa

* Correspondence: Andrea Ganthaler, andrea.ganthaler@uibk.ac.at

Specialty section: This article was submitted to Plant Microbe Interactions, a section of the journal Frontiers in Plant Science

Received: 03 April 2017
 Accepted: 19 June 2017
 Published: 30 June 2017

Citation: Ganthaler A, Stöggl W, Kranner I and Mayr S (2017) Foliar Phenolic Compounds in Norway Spruce with Varying Susceptibility to Chrysomyxa rhododendri: Analyses of Seasonal and Infection-Induced Accumulation Patterns. Front. Plant Sci. 8:1173. doi: 10.3389/fpls.2017.01173



Secondary phenolic metabolites are involved in plant responses to various biotic stress factors, and are apparently important for the defense against fungal pathogens. In this study, we investigated their role in defense against the rust Chrysomyxa rhododendri in Norway spruce. The fungal pathogen undergoes a seasonal lifecycle with host shift; after overwintering in rhododendron shrubs, it attacks the sprouting current-year spruce needles and causes needle fall in autumn. Repeated infections lead to reduced timber yield and severe problems with rejuvenation in subalpine Norway spruce forests. Trees with varying susceptibility to infection by C. rhododendri were selected and foliar phenolic composition was assessed using UHPLC-MS. We report on seasonal accumulation patterns and infection-related changes in the concentrations of 16 metabolites, including flavonoids, stilbenes, simple phenylpropanoids and the precursor shikimic acid, and their correlation with the infection degree of the tree. We found significant variation in the phenolic profiles during needle development: flavonoids were predominant in the first weeks after sprouting, whereas stilbenes, picein and shikimic acid increased during the first year. Following infection, several flavonoids and resveratrol increased up to 1.8 fold in concentration, whereas picein and shikimic acid were reduced by about 70 and 60%, respectively. The constitutive and early stage infection-induced concentrations of kaempferol, quercetin and taxifolin as well as the late stage infection-induced concentrations of stilbenes and picein were negatively correlated with infection degree. We conclude that a combination of constitutive and inducible accumulation of phenolic compounds is associated with the lower susceptibility of individual trees to C. rhododendri. The potentially fungicidal flavonoid aglycones may limit hyphal growth and prevent development of infection symptoms, and high levels of stilbenes may impede the infection of older needles. The presented results underline a highly compound-specific seasonal accumulation and defense response of Norway spruce and may facilitate the selection of promising trees for breeding programs.
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INTRODUCTION

Conifers synthesize a large range of secondary phenolic metabolites, and some of them accumulate in high concentrations in bark, roots and needles (Erdtman and Harmatha, 1979; Pan and Lundgren, 1995; Slimestad, 2003). These metabolites are involved in plant response to numerous biotic stress factors, including fungal pathogens (Hammerschmidt, 2005; Witzell and Martín, 2008; Chong et al., 2009). Although the underlying mechanisms that confer protection and the localization and compartmentation of most compounds are still unclear, several functions have been proposed. Phenolics can have direct fungicidal or antioxidant properties, or contribute indirectly to resistance by modulating the activity of other phytochemicals, representing precursors of defense-related compounds and polymers, and enhancing mechanical barriers (Schultz and Nicholas, 2000; Treutter, 2006; Cvikrová et al., 2008). Moreover, different phenolic compounds may confer resistance by synergy effects, or challenge the pathogen due to variable concentration levels (Wallis et al., 2008; Edenius et al., 2012).

Phenolic compounds constitutively accumulate in healthy plants, and can be induced in response to infection (Evensen et al., 2000; Danielsson et al., 2011; Hammerbacher et al., 2011). Especially stilbenes, widespread compounds in the Pinaceae family, are frequently induced by pathogen attack (Chong et al., 2009; Jeandet et al., 2010) and varying concentrations in the tissue have been associated with intraspecific variation of host plant susceptibility to infection (Lieutier et al., 2003). Induced phenolics accumulation can be due to a stimulation of the phenylpropanoid pathway and/or rapid translocation and modification of present compounds (Matern and Kneusel, 1988; Cvikrová et al., 2008; Hammerbacher et al., 2011). Most common modifications, altering the hydrophilicity, stability, subcellular localization, and bioactivity of the compounds are methoxylation, oligomerization, glycosylation, and isomerization (Chong et al., 2009).

In the last three decades, numerous phenolic compounds were isolated from Norway spruce and their structures identified (Hoque, 1986; Kicinski and Kettrup, 1987; Strack et al., 1989; Pan and Lundgren, 1995; Slimestad and Hostettmann, 1996; Slimestad et al., 1999). Several exhibited in vitro toxicity toward fungal cells or were detected in varying concentrations following infection in vivo (compare the review of Witzell and Martín, 2008). In addition, constitutive and induced concentrations differed between clones and attempts have been made to use phenolic metabolites as predictors of spruce quantitative resistance to insect and microbial attacks (Lieutier et al., 1997; Brignolas et al., 1998; Danielsson et al., 2011). A connection between phenolics levels and susceptibility to infection was also found for spruce attacked by the needle bladder rust (Ganthaler et al., 2017). This rust species (Chrysomyxa rhododendri; De Bary, 1879) is a serious, but underinvestigated pathogen of Norway spruce in the European Alps. It causes distinct needle yellowing during summer followed by needle fall in autumn, and completes the life cycle by overwintering in the leaves of rhododendron plants. Repeated infections lead to reduced timber yield and severe problems with rejuvenation (Oberhuber et al., 1999; Ganthaler et al., 2014). Nevertheless, high variation of susceptibility of spruce to this pathogen was repeatedly reported (Figure 1; Dufrénoy, 1932; Oechslin, 1933; Mayr et al., 2010; Ganthaler et al., 2017) and interestingly, even in years with severe outbreaks, some individual trees can suffer significantly less from fungal infection compared to surrounding trees. Although spruce resistance to C. rhododendri is clearly a quantitative trait with large phenotypic variation, trees with remarkable low susceptibility are extremely rare.
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FIGURE 1. Norway spruce twigs with infection symptoms. Twigs from three trees with varying susceptibility to C. rhododendri were harvested in August. Note that only current-year-needles are affected, whereas reduced needle density in previous-year branch sections indicate past infections.



The detailed role of phenolics in this varying susceptibility is far from clear, but earlier results on this pathosystem (Ganthaler et al., 2017) and on willow infected by Melampsora (Hakulinen et al., 1999; Hjältén et al., 2007) indicated that phenolic secondary compounds can limit the growth of rust fungi immediately after infection and prevent the development of infection symptoms. Furthermore, previous studies underlined the relevance of seasonal variations and infection-induced changes in the accumulation of individual foliar phenolic compounds. This variability is of particular importance for C. rhododendri infections, as the pathogen infects only the new sprouting needles in early summer (Ganthaler and Mayr, 2015) and can spread only within a single infected needle. In addition, previous studies indicate different accumulation patterns of flavonoids and stilbenes during needle development in spruce (Strack et al., 1989; Slimestad and Hostettmann, 1996; Slimestad, 1998), but studies on continuous seasonal courses are missing. Enhancing our knowledge of seasonal and infection-induced variation of phenolic profiles could help to better understand the resistance mechanisms of Picea abies to C. rhododendri and support the development of strategies to handle this detrimental forest pathogen.

Here we report (a) on the accumulation of 16 phenolic compounds during needle development, (b) infection-related changes in needles infected by C. rhododendri and (c) correlations of phenolics concentrations before and during symptom development with infection intensity. Analyses were conducted of ten trees with varying infection degree located in three subalpine forest sites. Healthy and infected needles were analyzed separately to identify infection-induced concentration changes on the needle level. The study aimed at understanding the variability of phenolic compounds concentrations in healthy and infected needles of Norway spruce and the role of constitutive and induced phenolic levels for varying susceptibility to infection by C. rhododendri.

MATERIALS AND METHODS

Rust Quantification and Sampling of Trees

Trees were selected from three different subalpine forest sites in Tyrol, Austria with high C. rhododendri infection pressure: Praxmar (1,614 m s. l., N 47° 09.495, E 11° 08.201, n = 3), Rinn Fluchtalweg (1,655 m s. l., N 47° 14.090, E 11° 30.916, n = 3) and Rinn Kriegerkapelle (1,667 m s. l., N 47° 13.971, E 11° 30.916, n = 3). These nine trees showed high but varying infection intensities and were used for the analysis of compounds accumulation during needle development (healthy needles) and changes following infection (infected needles). In addition, one of the extremely rare trees with hardly any susceptibility, hereafter termed “low susceptibility,” which was available for repeated sampling, was analyzed. This resistant tree, “PRA-R,” of the Praxmar site was already used in previous studies (Mayr et al., 2001, 2010). It was included in the correlation analysis between compounds concentrations and infection degree, and its seasonal variations in phenolic concentrations is presented separately in the supplement to highlight the phenolic characteristics of this exceptional example of enhanced resistance.

In 2015, infection degrees for all ten trees were determined by assessing the percentage of current-year needles with infection symptoms, and for the years 2011–2014 by assessing the percentage of needle loss due to infection on sampled twigs. Selected trees were not affected by other foliar pathogens or insects causing needle loss. Missing needles were estimated according to the number of empty needle bases and by using a discrete scale with 10% intervals. Monitoring over several years is important, as the percentage of infected needles is influenced by local spore densities and weather conditions during the infection period (Ganthaler and Mayr, 2015). Consequently, the mean infection degree of several years is expected to represent the general susceptibility of the tree to infection by C. rhododendri and was used for correlation analyses with compounds concentrations.

For each tree and sampling date, three branches (about 40 cm long and including several years of growth) were collected at breast height between 10 and 12 a.m. Central European Time and transported in dark plastic bags at ambient temperature and within 2 h to the laboratory. Needles were cut, separated into previous-year, current-year healthy and infected needles (where applicable), and immediately stored in cryo vials at −80°C. Sampling was carried out periodically from bud swelling in early June to early October 2015. To account for the expected rapid changes in sprouting needles, sampling was intensified in the first weeks. Previous-year needles were analyzed on three sampling dates (26 June, 2 July and 27 August), as preliminary analyses showed minimal seasonal variation for older needles (compare also Slimestad, 1998). Infected needles were separated from healthy needles as soon as first infection symptoms appeared and until infected needles were shed (July to August). Additionally, bud sprouting and length of sprouts were monitored.

Identification and Quantification of Phenolic Compounds

Sample preparation, extraction and analysis of phenolic metabolites were conducted as described in Ganthaler et al. (2017). Briefly, needles were freeze-dried for 72 h and homogenized for 8 min at 2000 rpm in a microdismembrator (Mikro-Dismembrator U, Braun Biotech International, Melsungen, Germany). The powder was quickly transferred into vials and 10 mg was extracted two times for 20 min each at 50°C with 1 ml 95% (v/v) ethanol, containing 2 μmol L−1 orientin, pinosylvin and naringin as internal quantification standards. Each extract was diluted 1:2 and 1:50 to obtain a 50:50 ethanol/water (v/v%) solution and both dilutions were analyzed to consider the different concentration ranges of the compounds in spruce needles, and to improve detection of low and high values (quantification thresholds for the individual compounds varied between 0.001 and 0.027 μmol g−1). Sixteen phenolic compounds, including stilbenes, flavonoids, simple phenylpropanoids and the precursor shikimic acid (Table 1), were identified and quantified by liquid chromatography-mass spectrometry (UHPLC-MS), using an ekspert ultraLC 100 UHPLC system coupled to a QTRAP 4500 mass spectrometer (both from AB SCIEX, Framingham, MA, USA). Detection and quantification of the single metabolites were conducted using authentic samples of all substances and calibration curves. For compounds separation, a reversed-phase UHPLC column (NUCLEODUR C18 Pyramid, EC 50/2, 50x2 mm, 1.8 μm, Macherey-Nagel, Düren, Germany) with a 4 × 2 mm guard column connected ahead was used. Run time was set to 8 min and mobile phases were 0.1% formic acid (v/v) (A) and acetonitrile (B), starting with 5% B followed by a gradient to 70% B (5 min), rinsing at 100% B (5:01 to 6 min) and equilibration at 5% B (6:30 to 8 min). The injection volume was set to 1 μl, the flow rate to 0.5 ml min−1 and column temperature to 30°C. Compounds were detected by the mass spectrometer operated in negative ion mode using multiple reaction monitoring (MRM). Ion spray voltage was set to −4.5 kV, gas 1 to 40 psi and gas 2 to 50 psi at a temperature of 500°C. Peaks were automatically detected based on retention time and MRM transition (Supplementary Table S1). Peak areas were normalized relative to the internal standards and concentrations were calculated according to the calibration curves using the software Analyst and MultiQuant (AB SCIEX, Framingham, MA, USA).


Table 1. Secondary metabolites and internal standards analyzed.
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Statistics

All values are given as mean ± standard error (SE). Differences were tested by the Student's t-test and correlation analyses were carried out using Pearson product-moment correlation after testing for normal distribution (Kolmogorov-Smirnov test) and equality of variances (Levene's test). All tests were conducted at a significance level of 5% using SPSS (IBM SPSS Statistics 21, IBM). Infection-induced concentration changes (in μmol g−1) were calculated as the positive or negative deviation of concentrations in infected needles from concentrations in healthy needles of the same tree and sampling date. Relative changes (in %) were calculated by dividing the absolute concentration change by the concentration in healthy needles.

RESULTS

Variation in Fungal Infection Intensity

The percent of infected current-year-needles during the last 5 years of the more susceptible trees ranged between 56 and 82%, whereas the tree with low susceptibility exhibited an infection intensity of 0.4% (Table 2). Variations between the analyzed years reflected the general trend in the region with highest infection pressure in 2011 (Fuchs et al., 2016).


Table 2. Infection degree of analyzed trees for the years 2011–2015 (percentage of infected needles in each needle age group) and mean infection degree.
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Seasonal Accumulation Patterns of Phenolic Compounds in Healthy Needles

Current-year needles during development exhibited a significant increase of all stilbenes, starting about 4 weeks after bud swelling, and reaching compound-specific concentration levels at the end of summer (Figure 2 and Supplementary Figure S1). The concentration of picein showed a similar pattern, whereas shikimic acid had already accumulated in the unfolding buds, followed by a continuous increase. In contrast, flavonoids showed a more divergent pattern. Kaempferol, quercetin, and their glucosides showed distinct concentration peaks in the first weeks and then decreased rapidly. Glucosides appeared earlier, and decreased simultaneously together with the accumulation of their aglycones. The remaining flavonoids increased constantly from bud swelling (taxifolin) or showed more complex patterns with a decrease followed by an increase (catechin and gallocatechin). Overall, compound concentrations in previous-year needles corresponded to concentrations of current-year-needles at the end of September (Figure 2). Dominating compounds were shikimic acid (200.15 μmol g−1), followed by picein, (64.73 μmol g−1), the flavonoid catechin (38.59 μmol g−1), and the stilbene astringin (25.32 μmol g−1 dry weight).
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FIGURE 2. Accumulation of phenolic needle compounds during needle development in healthy needles (black symbols, mean ± SE, n = 9) and infected needles (gray symbols, mean ± SE, n = 9) from the end of May to the end of September, and in previous-year needles. All values are given as μmol g−1 dry weight, and significant differences between healthy and infected needles are marked with an asterisk. Accumulation patterns of the sum of total stilbenes and flavonoids and of the tree PRA-R are shown in Supplementary Figures S1, S2.



Chrysomyxa Infection-Induced Effects on Phenolics during Progressive Infection

First infection symptoms of attacked needles appeared at the beginning of July and most infected needles were shed by the end of September. During fungal infestation from July to August, a significant effect on several phenolic compounds was observed, with similar patterns within compound groups (Figure 2). Stilbene glucoside concentrations decreased slightly following infection (not significant), whereas the stilbene aglycone resveratrol increased up to 1.6-fold until August. Flavonoid glucosides increased up to 1.8-fold (partly significant), while the aglycones tended to decrease in the initial stage of infection. Picein and shikimic acid were significantly reduced by about 70 and 60%, respectively (Figure 2). Concentration changes of stilbenes, picein and shikimic acid in the needles augmented with proceeding fungal growth.

Correlations of Constitutive and Induced Phenolic Levels with Infection Degree

The tree with distinctly lower susceptibility to C. rhododendri “PRA-R” showed a higher accumulation of several flavonoids and lower concentrations of gallocatechin, picein and shikimic acid at the beginning of July compared to the other trees (Table 3, Supplementary Figure S2). Especially kaempferol and taxifolin concentrations were 4.5- and 5.2-fold higher. Furthermore, following infection several stilbenes and flavonoid aglycones increased more and shikimic acid decreased less than in the more susceptible trees (Table 3). In contrast, flavonoid glucosides tended to increase less, especially at the initial phase of infection. Between July and August, induced concentration changes in PRA-R and in the more susceptible trees varied, but tended to drift even more apart (Table 3).


Table 3. Comparison of phenolic concentrations in the tree PRA-R with mean values of the more susceptible trees for constitutive levels at the beginning of July, and infection-induced concentration changes in mid-July and August.
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Correlation analyses between constitutive and induced phenolic compounds concentrations and the observed infection degrees including all analyzed trees revealed several significant negative relations (Table 3). Lower infection degrees were associated with higher constitutive and induced concentrations of kaempferol, quercetin, and taxifolin in July. Moreover, induced accumulation of stilbene aglycones in July and stilbene glucosides in August correlated negatively with the percentage of infected needles.

DISCUSSION

Changes in Phenolic Profiles during Needle Development

The total amount of phenolic compounds was highest during sprouting and in autumn. Sprouting needles were characterized by high concentrations of flavonoids and their glucosides, mainly catechin, gallocatechin and kaempferol 3-glucoside. A few months old needles contained high concentrations of shikimic acid, picein, and stilbenes (the latter mainly represented by the glucosides astringin and isorhapontin; Figure 2). The good agreement of these results with published phenolic contents (Strack et al., 1989; Slimestad and Hostettmann, 1996; Slimestad, 1998) highlights universal accumulation patterns of phenolic compounds during needle development in Norway spruce, independent of study site and elevation. However, concentration levels can be influenced by genetic and environmental factors. For example, a positive correlation between concentration and elevation was reported for picein (Bahnweg et al., 2000). Furthermore, variations between different provenances and significant genetic regulation was reported for several stilbenes and flavonoids (Slimestad, 1998; Evensen et al., 2000; Lieutier et al., 2003; Ganthaler et al., 2017). The pronounced high turnover of the flavonoids quercetin and kaempferol in sprouting needles together with successive occurrence of glucosides and their aglycones (Figure 2) indicates a rapid modification of these compounds by de-glycosylation. However, the several times lower concentrations measured for aglycones compared to glycosides suggest that these compounds undergo further modification. Strack et al. (1989) supposed that kaempferol 3-glucoside is polymerized and translocated to the cell wall within the first weeks after sprouting.

Infection-Induced Phenolic Responses

Concentration changes of individual phenolic metabolites after infection can vary considerably among different host-pathogen systems, due to the complex interactions and functions of the compounds. Infection by C. rhododendri caused an increase in several flavonoids and resveratrol and a reduction of picein and shikimic acid in spruce needles (Figure 2). Similarly, in spruce infected by other fungal pathogens an increase of taxifolin (Evensen et al., 2000; Krajnc et al., 2014) and kaempferol 3-glucoside (Bahnweg et al., 2000) was observed. By contrast, shikimic acid is an important precursor for the synthesis of phenylalanine and subsequently for the main flavonoid synthetic pathway (Vogt, 2010), and may decline due to enhanced flavonoid production. Except for taxifolin, the concentrations of the mentioned compounds changed significantly both at the initial and late stages of infection, but with varying extent (Figure 2). Significant infection stage-dependent changes in phenolics were also found in phloem tissue infected by Endoconidiophora polonica (Krajnc et al., 2014) and willow infected by Melampsora rust (Hakulinen et al., 1999). This may be due to the complex infection-triggered signal transduction and activation of metabolic pathways, with a primary accumulation of monomers, which then are gradually modified and converted into insoluble products to isolate the fungus (Matern and Kneusel, 1988). Furthermore, the temporal variability of phenolic concentrations may challenge the fungus by making the conditions even more unpredictable, as pointed out by Edenius et al. (2012) for leaf-eating invertebrates in spruce forests. The observed decrease in concentration of some compounds may be related to plant response, but also to metabolization by the fungus, as reported for stilbenes and E. polonica (Hammerbacher et al., 2013).

Relationship between Phenolics Levels and Susceptibility

Both constitutive levels of several compounds at the beginning of July and infection-induced concentration changes were correlated with the infection degree of the trees (Table 3). Interestingly, constitutive and early stage infection-induced concentrations of the flavonoids kaempferol, quercetin, and taxifolin strongly correlated with susceptibility and also showed remarkable concentration levels in the resistant tree PRA-R. Notably, taxifolin concentration increased ~30-fold in infected needles relative to healthy needles in PRA-R compared to a 1.7-fold rise in the more susceptible trees. These aglycones may be effective against the pathogen when incorporated into the plant cell wall, thereby preventing nutrient uptake by haustoria in the initial infection phase (Matern and Kneusel, 1988; Fossdal et al., 2012). Furthermore, the infection-induced accumulation of stilbenes seems to be related to better defense of the tree. In the early infection phase, the accumulation of the aglycones piceatannol and resveratrol was correlated with lower susceptibility, whereas in the later infection phase in August, this applied to the glucosides astringin, isorhapontin, and piceid, likely because of proceeding glycosylation for higher compounds stability (Levin, 1971; Slimestad and Hostettmann, 1996). The antifungal effect of stilbenes was reported in several studies (Chong et al., 2009; Hammerbacher et al., 2011; Plumed-Ferrer et al., 2013) and may be one reason why older needles with a high constitutive stilbene level are never infected by C. rhododendri. A strong correlation between isorhapontin concentrations and susceptibility was also found in spruce phloem infected by E. polonica (Brignolas et al., 1998), and astringin was shown to limit the depth of hyphal penetration by Heterobasidion annosum in the bark (Lindberg et al., 1992). The direct toxicity of hydroxystilbenes can be related to their capacity to disrupt cell membranes, nuclear and mitochondrial membranes in fungal germ tubes (Pezet and Pont, 1990).

The tree PRA-R represents an extreme example within the range of susceptibility analyzed in this study. The data for this tree, if considered on its own, allow only limited interpretation. Nonetheless, significantly higher constitutive and induced concentrations of several phenolic compounds compared to the more susceptible trees (Table 3, Supplementary Figure S2) underline the detected correlations with infection degree within the entire population. Moreover, results of PRA-R may help to identify characteristic defense strategies of spruce to needle rust, which should be part of future analyses, preferably including more trees with enhanced resistance.

Our results indicate that for the development of enhanced resistance to C. rhododendri a fast and strong infection-induced response of the tree may be even more important than constitutively highly expressed phenolic levels. This finding is in agreement with data regarding tree resistance to H. annosum, which was correlated with a capability to induce phenolic defense compounds (Brignolas et al., 1995; Danielsson et al., 2011; Schiebe et al., 2012). In addition, fast infection-induced activation of the phenylpropanoid and downstream pathways was repeatedly found in trees with enhanced resistance (Danielsson et al., 2011; Hammerbacher et al., 2011). However, pathogen defense may also depend on a capability to rapidly modify preformed compounds. When challenged with the pathogen, the tree with low susceptibility exhibited smaller increases in flavonoid glucosides, but produced significantly more of their aglycones than the more susceptible trees (Table 3), indicating higher enzymatic activity of glucosidases and enhanced de-glycosylation. Aglycones are considered to have greater antifungal activity (Levin, 1971), and consequently, rapid formation of aglycones in response to injury or fungal infection is considered an important defense strategy (Nicholson and Hammerschmidt, 1992).

CONCLUSION

The phenolics profile of Norway spruce needles changed significantly during needle development, an important aspect to be considered in the timing of sampling for host-pathogen interaction studies. Infection-induced responses of the trees included changes in the concentrations of stilbenes, flavonoids, picein and shikimic acid and influenced the infection intensity. Especially a fast accumulation of flavonoid aglycones was associated with fungal growth and formation of infection symptoms. Thus, it is likely that lower susceptibility of individual trees is based on a combination of enhanced constitutive and inducible phenolic defense mechanisms, which appears to be a common strategy of Norway spruce (see Lieutier et al., 1997, 2003; Fossdal et al., 2012). Our results improve the physiological and biochemical understanding of pathogen defense in Norway spruce and a systematic screening for high concentrations of key phenolic metabolites could enable rapid identification of plant material that is resistant to C. rhododendri. Thus, the data may facilitate the selection of promising trees for breeding programs, as has been proposed as a useful strategy for combating a variety of pests and pathogens (Leather, 1996; Witzell and Martín, 2008; Herrmann and Schauer, 2013).

AUTHOR CONTRIBUTIONS

Conceived and designed the experiments, contributed to the writing and revision of the manuscript: SM, AG, WS, and IK. Performed the experiments and analyzed the results: AG and WS.

ACKNOWLEDGMENTS

We acknowledge financial support by the alpS-COMET-project L03 AdaptAF II (founded by BMVIT, BMFWF, Land Tirol, Land Vorarlberg, the company partners Landesforstgärten Tirol and Waldpflegeverein Tirol) and the Austrian Science Fund (FWF) P29896-B22. AG received a fellowship from the “Verein zur Förderung der wissenschaftlichen Ausbildung und Tätigkeit von Südtirolern an der Universität Innsbruck” and the L'Oreal Austria fellowship “For Women in Science.”

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at: http://journal.frontiersin.org/article/10.3389/fpls.2017.01173/full#supplementary-material

REFERENCES

 Bahnweg, G., Schubert, R., Kehr, R. D., Müller-Starck, G., Heller, W., Langebartels, C., et al. (2000). Controlled inoculation of Norway spruce (Picea abies) with Sirococcus conigenus: PCR-based quantification of the pathogen in host tissue and infection-related increase of phenolic metabolites. Trees 14, 435–441. doi: 10.1007/s004680000058

 Brignolas, F., Lacroix, B., Lieutier, F., Sauvard, D., Drouet, A., Claudot, A., et al. (1995). Induced responses in phenolic metabolism in two Norway spruce clones after wounding and inoculations with Ophiostoma polonicum, a bark beetle-associated fungus. Plant Physiol. 9, 821–827. doi: 10.1104/pp.109.3.821

 Brignolas, F., Lieutier, F., Sauvard, D., Christiansen, E., and Berryman, A. A. (1998). Phenolic predictors for Norway spruce resistance to the bark beetle Ips typographus (Coleoptera: Scolytidae) and an associated fungus, Ceratocystis polonica. Can. J. For. Res. 28, 720–728. doi: 10.1139/x98-037

 Chong, J., Poutaraud, A., and Hugueney, P. (2009). Metabolism and roles of stilbenes in plants. Plan. Sci. 177, 143–155. doi: 10.1016/j.plantsci.2009.05.012

 Cvikrová, M., Malá, J., Hrubcová, M., Eder, J., and Foretová, S. (2008). Induced changes in phenolic acids and stilbenes in embryogenic cell cultures of Norway spruce by culture filtrate of Ascocalyx abietina. J. Plant. Dis. Protect. 115, 57–62. doi: 10.1007/BF03356239

 Danielsson, M., Lunden, K., Elfstrand, M., Hu, J., Zhao, T., Arnerup, J., et al. (2011). Chemical and transcriptional responses of Norway spruce genotypes with different susceptibility to Heterobasidion spp. infection. BMC Plant Biol. 11:154. doi: 10.1186/1471-2229-11-154

 De Bary, A. (1879). Aecidium abietinum. Bot. Z. 37, 761–774, 777–789, 801–811, 825–830, 840–847.

 Dufrénoy, J. (1932). The unequal susceptibility of Spruces towards Chrysomyxa rhododendri. Comptes Rendus Soc. Hebdom. Soc. Biol.Filial. 109, 352–353.

 Edenius, L., Grzegorz, M., Witzell, J., and Bergh, J. (2012). Effects of repeated fertilization of young Norway spruce on foliar phenolics and arthropods: Implications for insectivorous birds' food resources. Forest Ecol. Manag. 277, 38–45 doi: 10.1016/j.foreco.2012.04.021

 Erdtman, H., and Harmatha, J. (1979). Phenolic and terpenoid heartwood constituents of Lipocedrus yateensis. Phytochemistry 18, 1495–1500. doi: 10.1016/S0031-9422(00)98482-6

 Evensen, P. C., Solheim, H., Hoiland, K., and Stenersen, J. (2000). Induced resistance of Norway spruce, variation of phenolic compounds and their effects on fungal pathogen. For. Pathol. 30, 97–108. doi: 10.1046/j.1439-0329.2000.00189.x

 Fossdal, C. G., Nagy, N. E., Hietala, A. M., Kvaalen, H., Slimestad, R., Woodward, S., et al. (2012). Indications of heightened constitutive or primed host response affecting the lignin pathway transcripts and phenolics in mature Norway spruce clones. Tree Physiol. 32, 1137–1147. doi: 10.1093/treephys/tps073

 Fuchs, J., Kreiner, M., Müller, G., Oblasser, H., Perle, A., Riccabona, F., et al. (2016). Tiroler Waldbericht. Amt der Tiroler Landesregierung, Gruppe Forst. Available online at: http://www.tirol.gv.at/umwelt/wald/zustand/waldzustandsbericht (Accessed 18 January, 2017).

 Ganthaler, A., Bauer, H., Gruber, A., Mayr, M., Oberhuber, W., and Mayr, S. (2014). Effects of the needle bladder rust (Chrysomyxa rhododendri) on Norway spruce: implications for subalpine forests. Eur. J. Forest Res. 133, 201–211. doi: 10.1007/s10342-013-0770-6

 Ganthaler, A., and Mayr, S. (2015). Temporal variation in airborne spore concentration of Chrysomyxa rhododendri: correlation with weather conditions and consequences for Norway spruce infection. For. Path. 45, 443–449. doi: 10.1111/efp.12190

 Ganthaler, A., Stoggl, W., Mayr, S., Kranner, I., Schuler, S., Wischnitzki, E., et al. (2017). Association genetics of phenolic needle compounds in Norway spruce with variable susceptibility to needle bladder rust. Plant Mol. Biol. 94, 229–251. doi: 10.1007/s11103-017-0589-5

 Hakulinen, J., Sorjonen, S., and Julkunen-Tiitto, R. (1999). Leaf phenolics of three willow clones differing in resistance to Melampsora rust infection. Physiol. Plant. 105, 662–669. doi: 10.1034/j.1399-3054.1999.105410.x

 Hammerbacher, A., Ralph, S. G., Bohlmann, J., Fenning, T. M., Gershenzon, J., and Schmidt, A. (2011). Biosynthesis of the major tetrahydroxystilbenes in spruce, astringin and isorhapontin, proceeds via resveratrol and is enhanced by fungal infection. Plant Physiol. 157, 876–890. doi: 10.1104/pp.111.181420

 Hammerbacher, A., Schmidt, A., Wadke, N., Wright, L. P., Schneider, B., Bohlmann, J., et al. (2013). A common fungal associate of the spruce bark beetle metabolizes the stilbene defenses of Norway spruce. Plant Physiol. 162, 1324–1336. doi: 10.1104/pp.113.218610

 Hammerschmidt, R. (2005). Phenols and plant-pathogen interactions: the saga continues. Physiol. Mol. Plant Pathol. 66, 77–78. doi: 10.1016/j.pmpp.2005.08.001

 Herrmann, A., and Schauer, N. (2013). “Metabolomics-assisted plant breeding,” in The Handbook of Plant Metabolomics, 1st Edn., eds W. Weckwerth and G. Kahl (Weinheim: Wiley-VCH), 245–254. doi: 10.1002/9783527669882.ch13

 Hjältén, J., Niemi, L., Wennström, A., Ericson, L., Roininen, H., and Julkunen-Tiitto, R. (2007). Variable responses of natural enemies to Salix triandra phenotypes with different secondary chemistry. Oikos 116, 751–758. doi: 10.1111/j.0030-1299.2007.15365.x

 Hoque, E. (1986). High-performance liquid chromatographic analysis of p-hydroxyacetophenone and p-hydroxyacetophenone-β-D-glucopyranoside, two major phenolic compounds in Norway spruce. J. Chromatogr. 360, 452–458. doi: 10.1016/S0021-9673(00)91697-2

 Jeandet, P., Delaunois, B., Conreux, A., Donnez, D., Nuzzo, V., Cordelier, S., et al. (2010). Biosynthesis, metabolism, molecular engineering, and biological functions of stilbene phytoalexins in plants. Biofactors 36, 331–341. doi: 10.1002/biof.108

 Kicinski, H. G., and Kettrup, A. (1987). Analysis of phenolic compounds in spruce needle extracts using an UV-VIS-diode array detector. Fresenius Z. Anal. Chem. 327, 535–538. doi: 10.1007/BF00487242

 Krajnc, A. U., Novak, M., Felicijan, M., Kraševec, N., Lešnik, M., Zupanec, N., et al. (2014). Antioxidative response patterns of Norway spruce bark to low-density Ceratocystis polonica inoculation. Trees 28, 1145–1160. doi: 10.1007/s00468-014-1025-y

 Leather, S. R. (1996). Resistance to foliage-feeding insects in conifers: implications for pest management. Int. J. Pest Manage. Rev. 1, 163–180. doi: 10.1007/BF00130674

 Levin, D. A. (1971). Plant phenolics: an ecological perspective. Am. Nat. 105, 157–181. doi: 10.1086/282712

 Lieutier, F., Brignolas, F., Sauvard, D., Galet, C., Yart, A., Brunet, M., et al. (1997). “Phenolic compounds as predictors of Norway spruce resistance to bark beetles,” in Proceedings: Integrating Cultural Tactics into the Management of Bark Beetle and Reforestation Pests, eds J. C. Grégoire, A. M. Liebhold, F. M. Stephen, K. R. Day, and S. M. Salom (Vallombrosa: USDA Forest Service General Technical Report NE-236), 215–216.

 Lieutier, F., Brignolas, F., Sauvard, D., Yart, A., Galet, C., Brunet, M., et al. (2003). Intra- and inter-provenance variability in phloem phenols of Picea abies and relationship to a bark beetle-associated fungus. Tree Physiol. 23, 247–256. doi: 10.1093/treephys/23.4.247

 Lindberg, M., Lundgren, L., Gref, R., and Johansson, M. (1992). Stilbenes and resin acids in relation to the penetration of Heterobasidion annosum through the bark of Picea abies. Eu.r J. For. Path. 22, 95–106. doi: 10.1111/j.1439-0329.1992.tb01436.x

 Matern, U., and Kneusel, R. E. (1988). Phenolic compounds in plant disease resistance. Phytoparasitica 16, 153–170. doi: 10.1007/BF02980469

 Mayr, S., Schwienbacher, F., Beikircher, B., and Damon, B. (2010). Damage in needle tissues after infection with Chrysomyxa rhododendri increases cuticular conductance of Picea abies in winter. Protoplasma 243, 137–143. doi: 10.1007/s00709-009-0039-6

 Mayr, S., Siller, C., Kriss, M., Oberhuber, W., and Bauer, H. (2001). Photosynthesis in rust-infected adult Norway spruce in the field. New Phytol. 151, 683–689. doi: 10.1046/j.0028-646x.2001.00222.x

 Nicholson, R. L., and Hammerschmidt, R. (1992). Phenolic compounds and their role in disease resistance. Annu. Rev. Phytopathol. 30, 369–389. doi: 10.1146/annurev.py.30.090192.002101

 Oberhuber, W., Thomaser, G., Mayr, S., and Bauer, H. (1999). Radial growth of Norway spruce infected by Chrysomyxa rhododenri. Phyton 39, 147–154.

 Oechslin, M. (1933). Die Chrysomyxa rhododendri. Schweiz. Z. Forstwesen 84, 1–5.

 Pan, H., and Lundgren, L. N. (1995). Phenolic extractives from root bark of Picea abies. Phytochemistry 39, 1423–1428. doi: 10.1016/0031-9422(95)00144-V

 Pezet, R., and Pont, V. (1990). Ultrastructural observations of pterostilbene fungitoxicity in dormant conidia of Botrytis cinerea Pers. J. Phytopathol. 129, 19–30. doi: 10.1111/j.1439-0434.1990.tb04286.x

 Plumed-Ferrer, C., Väkeväinen, K., Komulainen, H., Rautiainen, M., Smeds, A., Raitanen, J., et al. (2013). The antimicrobial effects of wood-associated polyphenols on food pathogens and spoilage organisms. Int. J. Food Microbiol. 164, 99–107. doi: 10.1016/j.ijfoodmicro.2013.04.001

 Schiebe, C., Hammerbacher, A., Birgersson, J. W., Brodelius, P. E., Gershenzon, J., Hansson, B. S., et al. (2012). Inducibility of chemical defences in Norway spruce bark is correlated with unsuccessful mass attacks by the spruce bark beetle. Oecologia 170, 183–198. doi: 10.1007/s00442-012-2298-8

 Schultz, T. P., and Nicholas, D. D. (2000). Naturally durable heartwood: evidence for a proposed dual defensive function of the extractives. Phytochemistry 54, 47–52. doi: 10.1016/S0031-9422(99)00622-6

 Slimestad, R. (1998). Amount of flavonols and stilbenes during needle development of Picea abies; variation between provenances. Biochem. Syst. Ecol. 26, 225–238. doi: 10.1016/S0305-1978(97)00099-9

 Slimestad, R. (2003). Flavonoids in buds and young needles of Picea, Pinus and Abies. Biochem. Syst. Ecol. 31, 1247–1255. doi: 10.1016/S0305-1978(03)00018-8

 Slimestad, R., Francis, G. W., and Andersen, Ø. M. (1999). Directed search for plant constituents: a case study concerning flavonoids in Norway spruce. Euphytica 105, 119–123. doi: 10.1023/A:1003473612531

 Slimestad, R., and Hostettmann, K. (1996). Characterisation of phenolic constituents from juvenile and mature needles of Norway spruce by means of high performance liquid chromatography-mass spectrometry. Phytochem. Analysis 7, 42–48.

 Strack, D., Heilemann, J., Wray, V., and Dirks, H. (1989). Structures and accumulation patterns of soluble and insoluble phenolics from Norway spruce needles. Phytochemistry 28, 2071–2078. doi: 10.1016/S0031-9422(00)97922-6

 Treutter, D. (2006). Significance of flavonoids in plant resistance: a review. Environ. Chem. Lett. 4, 147–157. doi: 10.1007/s10311-006-0068-8

 Vogt, T. (2010). Phenylpropanoid biosynthesis. Mol. Plant 3, 2–20. doi: 10.1093/mp/ssp106

 Wallis, C., Eyles, A., Chorbadjian, R., McSpadden Gardener, B., Hansen, R., Cipollini, D., et al. (2008). Systemic induction of phloem secondary metabolism and its relationship to resistance to a canker pathogen in Austrian pine. New Phytol. 177, 767–778. doi: 10.1111/j.1469-8137.2007.02307.x

 Witzell, J., and Martín, J. A. (2008). Phenolic metabolites in the resistance of northern forest trees to pathogens – past experiences and future prospects. Can. J. For. Res. 38, 2711–2727. doi: 10.1139/X08-112

Conflict of Interest Statement: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2017 Ganthaler, Stöggl, Kranner and Mayr. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) or licensor are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/fpls-08-01173-t003.jpg
Concentration beginning July (xmol g=')  Inf.-ind. conc. changes mid-July (xmol g=') Inf.-ind. conc. changes August (umol g~ ")

Analyzed ~ PRA-R Correlaionwith  Analyzed ~ PRA-R Cormelationwith  Analyzed ~ PRA-R Correlation with

population inf. degree population inf. degree population inf. degree
Trans-Astringin 050014 021 036 ~102£040 4037 -007 6724255 +9.24 -088
Trans-lsorhapontin ~~ 0.14£004 0,07 032 ~055+0.18  —0.47 003 ~105+037  +0.43 -077
Trans-Piceid 001£000 000 025 ~0024£002  +0.14 -059 -0014£008  +0.42 ~079
Trans-Piceatannol  0.00£000 001 -036 ~0.11+004  +068 -078 40124006 +0.62 -043
Trans-Resveratrol  0.01£000 001 -029 ~001£001  +0.08 -0.85 +008£002  +0.40 -025
Kaempferol 3464085 554 -057 +070£0.11  +0.44 025 40.44£006  +0.29 045
3-glucoside

Kaempferol 0.08 +0.01 0.10 —0.45 +0.02 +0.01 0.00 0.1 +0.01 £ 0.01 -0.00 0.41
7-glucoside

Kaempferol 067£010 098 -040 ~003£003 000 -036 ~003+002  +0.04 ~0.19
3-rutinoside

Kaempferol 1.14 £ 055 5.16 —0.66 —0.00 £ 0.01 +0.40 -0.94 +0.08 £ 0.01 +0.07 -0.08
Quercetin 167£031 226 -041 +030£008  ~0.01 0.12 4018004 +0.09 024
3-glucoside

Quercetin 019+007 099 -077 ~000£000  +0.06 -092 40014000 4002 ~0.19
Taxifolin 008001 024 -088 ~0074£006  +0.95 -076 40274006  +0.55 000
Gallocatechin 3494034 194 030 40674023 +0.76 035 ~0.11£030  +261 -0.18
Catechin 1888114 1501 -026 42884214 4958 -0.18 4388171 42136 018
Picein 1884044 063 014 ~436+119  -327 052 25634680 -248 -082
Shikimic acid 076£400 7142 045 ~50794£477 4549 027 —14957 £1370  10.99 -059

Infection-induced concentration changes (Inf.-ind. conc. changes) reflect the deviation of compound levels i infected needles from concentrations in healthy needles of the same tree
and sampling date (or detait see Section Materials and Methods). Also given are the Pearson-correlation-coefficients between compound concentrations and the mean infection
degree inclucing al trees (n = 10). Concentrations of the tree PRA-R outside the confidence interval of the anaiyzed population and significant correlations (p < 0.05) are marked in
bold.





OPS/images/fpls-08-01173-t001.jpg
Compound ~ Class MW Skeletal structure

Trans- Stibene 24424 1R=H) g
piceatannol -
Trans- Stibene 406,38

1 (R=glucose)

astringin

Trans- Stibene 22824 2 (R=H) N \O\(
resveratrol

Trans-piceid ~ Stibene 39038 2 (R=glucose) -

Trans- Stibene ~ 420.41 3 (R=glucose)

isorhapontin .

Picein Phenylpr.  298.29 4 (R=glucose) 3
Shikimicacid Cyclitol 17415 5 &

Keempferol  Flavonoid 28623 6 (Ry 2=H) . &
Kaempferol ~ Flavonoid 448.38 6 (Rp=glucose) .
3-glucoside Ly=

Kaempferol ~ Flavonoid  448.38 6 (Ry=glucose)

7-glucoside o -
Kaempferol  Flavonoid  504.52 6 (Rp=rutinose) o

3-rutinoside il

Quercetin ~ Flavonoid  302.24 7 (R=H) -
Quercetin  Flavonoid 46438 7 (R=glucose) w
3-glucoside LI™e
Taxiolin Flavonoid 30425 8 :
Gallocatechin Flavonoid 30627 9 pved
Catechin  Flavonoid 29027 10 .o
INTERNAL STANDARDS' -

Naringin Flavonoid 580.53 e g
Orientin Flavonoid 448.38 o
Pinosylvin  Stibene 21224 -

Compound name, compound class, molecular weight (MW), and skeletal structure are
aiven.





OPS/images/fpls-08-01173-t002.jpg
Tree

RIN-A
RIN-B
RIN-C
RIN-D
RIN-E
RIN-F
PRAA
PRA'B
PRA-C
PRA-R

site Tree height (m)

2011

Rinn Kriegerkapelle 14.1 100
13.1 30

143 60

Rinn Fluchtaweg 85 90
102 9%

132 80

Praxmar 103 %0
63 100

98 100

Praxmar 164 o

2012

©588888888

2013

20
30
50
40
90
60
60
60
40
4

Infection (%)

2014

38838358888

70

2015

~n8888588888

Mean + SE

760 £ 128
560+ 11.2
780469
700 £ 11.0
80.0+69
580491
820452
760+73
680+ 11.1
04£04





OPS/images/fpls-08-01173-g001.gif





OPS/images/fpls-08-01173-g002.gif
8 § © I O ]






OPS/images/cover.jpg
’ frontiers
in Plant Science

Foliar Phenolic Compounds in
Norway Spruce with Varying
Susceptibility to Chrysomyxa
rhododendri: Analyses of Seasonal
and Infection-Induced
Accumulation Patterns









OPS/images/crossmark.jpg
©

2

i

|





OPS/images/logo.jpg
, frontiers
in Plant Science





