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Airborne signals of communication in sagebrush:
a pharmacological approach
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When plants receive volatiles from a damaged plant, the receivers become more resistant to herbivory. This
phenomenon has been reported in many plant species and called plant-plant communication. Lab experiments have
suggested that several compounds may be functioning as airborne signals. The objective of this study is to identify
potential airborne signals used in communication between sagebrush (Artemisia tridentata) individuals in the field. We
collected volatiles of one branch from each of 99 sagebrush individual plants. Eighteen different volatiles were detected
by GC-MS analysis. Among these, 4 compounds; 1.8-cineol, B-caryophyllene, a-pinene and borneol, were investigated
as signals of communication under natural conditions. The branches which received either 1,8-cineol or
B-caryophyllene tended to get less damage than controls. These results suggested that 1,8-cineol and B3-caryophyllene
should be considered further as possible candidates for generalized airborne signals in sagebrush.

Introduction

Communication occurs when plants become more resistant to
herbivory after they receive volatiles cues emitted by damaged
neighbors." This phenomenon has been reported from a wide
diversity of plant species throughout the plant kingdom.? Vola-
tile cues are required although the chemical nature of the volatile
cue remains unknown. The volatiles that have been identified
have been found to vary depending upon plant species and also
genotype for agricultural crops such as maize,? cotton,® wheat®
and rice.® Similarly, volatiles emitted by wild plant species such
as Nicotiana,”® Datura,” Solanum'®'" have been found to vary
among different genotypes. Hybrid poplars released different
amounts of monoterpenes and isoprene depending upon their
genotype.'? It is not known whether the same cues are conserved
across the diverse plant species that have been found to respond
to volatile cues of damage or whether particular species use
unique compounds or combinations as cues.

Several molecular and physiological approaches have been
used to attempt to identify airborne cues. For example, when
infested lima bean leaves were exposed to terpenes [(£)- B-oci-
mene, (£)-4,8-dimethyl-1,3,7-nonatriene (DMNT), (£)-4,8,12-
trimethyl-1,3,7,11-tridecatetraene (TMTT)] released by other
leaves infested with spider mites, their defensive genes were acti-
vated."? These results suggested that these terpenes were the vola-
tile cues involved in communication in lima beans. Several green
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leaf volatiles (GLVs) such as (£)-2-hexenal, (£)-3-hexenal and
(2£)-3-hexenyle acetate have also been implicated as playing a role
in communication. These compounds are emitted by many dam-
aged plants and they have been found to trigger plasma mem-
brane depolarization and cytosolic calcium flux in tomato.'*
When lima bean plants received (Z)-3-hexenyle acetate they pro-
duced more extrafloral nectar and attracted natural enemies of
herbivores such as ants.'” In addition, nonanal and methyl salicy-
late (MeSA) induced resistance in lima beans toward bacterial
infections'® These results involving lima beans are exceptional in
that they were conducted in the field but in general there are few
studies that have examined airborne signaling under natural
conditions.

Sagebrush (Artemisia tridentata) has been well studied and
exhibits communication by airborne signals.'” Communication
that produced induced resistance to herbivore damage occurred
between plants that are within 60 cm apart under field condi-

Lo
tions'”

and was stronger between close relatives than between
unrelated strangers.'® The volatile compounds emitted by indi-
viduals of different genotypes are quite variable!’ although more
closely related individuals have more similar volatile profiles (in
prep). Volatiles from damaged sagebrush also induce resistance
in neighboring individuals of wild tobacco.'”?*21%2

Previous work has started to characterize the volatiles pro-

duced by damaged sagebrush. Kelsey and coworkers identified 15
volatile monoterpenes from several subspecies of A. tridentata:
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camphor, thujone, 1,8-cineole, santolina expoxide, Artemisia ace-
tate, camphene, p-cymene, a-pinene, {3-pinene, artemiseole,
Artemisia letone, yomogi alcohol, methyl santolinate, arthole,
and methacroein.” Kessler and coworkers compared the volatiles
emitted by experimentally damaged and undamaged sagebrush
foliage and identified 19 compounds.22 Of these, (E)-B-ocimene
and p-cymeme emissions were higher in damaged than undam-
aged plants. In addition, (£)-2-hexanal was emitted by damaged
sagebrush and was able to prime wild tobacco for greater resis-
tance against herbivores.”?

In this study we took a pharmacological approach to identify-
ing potential airborne signals used in communication between
sagebrush individuals. We asked 2 questions: 1) Which com-
pounds are most commonly emitted by experimentally damaged
sagebrush? 2) Which of those compounds causes sagebrush to
become more resistant to herbivory when experimentally deliv-
ered to receiver plants?

Results

Volatile emission

We detected 18 different volatiles emitted by experimentally
clipped sagebrush (Table). All of these compounds were quite
variable among plants in the meadow such that no compound
was detected for all 99 plants (e.g., every compound had 0% con-
centration for at least one plant). Emissions from some individu-
als were largely composed of B-thujone (as high as 79.7% of the
total volatile emission) and others were largely composed of cam-
phor (as high as 61.6%). Two compounds, 1,8-cineole and
B-caryophyllene were detected in the emissions of 98/99 plants.
Camphene, sabinine, a-thujone, camphor, and germacrene-D
were found in a majority of emissions and the other compounds
were found in fewer than half of the plants (Table, ratio of
detection).

Field experiment examining the activity of volatile
compounds

Based on these results, we selected 4 compounds to test in
field experiments: 1,8-cineole, B-caryophyllene, o-pinene and
borneol. The first 2 were selected because they were such com-
mon constituents of the emissions of almost all individuals
(Table). a-pinene was included because it was found in the emis-
sions of 78/99 plants (Table) and because it has been found to
increase plasma membrane potential in other plants (Simon et al.
2012). Borneol was included because it was detected in the emis-
sions of 59/99 plants (Table) and because it has been found to
have activity as an insect repellent.”*

Control branches had approximately 30% of their leaves with
some herbivore damage by the end of the season in 2011
(Figure). The compounds significantly affected levels of herbi-
vore damage (F 4144 = 2.47, P = 0.047). Branches that had
been incubated with 1,8-cineole for 24 hours received approxi-
mately half this level of damage (LS means difference = 14.7, P
= 0.01). Branches exposed to 3-caryophyllene tended to receive
less herbivory than controls although the difference was
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marginally not significant (LSMD = 11.1, P = 0.08). Branches
exposed to the other volatiles were not statistically distinguishable
from the controls (for a-pinene LSMD = 7.0, P = 0.43; for bor-
neol LSMD = 6.6, P = 0.48).

Discussion

We previously reported that volatile communication between
sagebrush individuals resulted in reduced herbivore damage'’
Here we found evidence that 2 of the volatiles emitted by dam-
aged sagebrush, 1,8-cineole and B-caryophyllene, may act as sig-
nals. These two compounds were emitted by the vast majority of
individuals in our study population (Table 1). 1,8-cineole was
one of 3 compounds that had previously been identified as
increasing in response to herbivore damage.”> In 2011, branches
incubated with 1,8-cineole experienced significantly reduced her-
bivory and those incubated with B-caryophyllene trended toward
a similar effect (Fig. 1). We were unable to repeat these results in
2012 although levels of herbivory in that year were uniformly
high as over 70% of leaves received damage. These levels of her-
bivory were considerably higher than we have observed in this
system since we started work in 2000 and they might have
obscured our ability to detect any treatment effects. Both 1,8-cin-
eole and B-caryophyllene have been reported to have consider-
able biological activity. In particular, 1,8-cineole has been
reported as an antibiotic with inhibitory activity against microor-

ganisms including fungi.25 26,2728 B-caryophyllene is also known

to have antibiotic effects.””>*>!

Recently, we have emphasized the specificity in communica-
tion among sagebrush individuals; sagebrush responded more
effectively to cues from genetically identical clones, from kin, or
from individuals of the same chemotype compared to cues from
strangers.z’lg’32 However, even those individuals that received

cues from plants that were not genetically or chemically similar

Table 1. Volatiles from sagebrush

Ratio of detection
out of 99 plants

Range of
concentrations (%)

Tricyclene (MS) 0-1.8 354
Santolina triene (MS) 0-28.9 5.1
a-Pinene 0-6.3 78.8
Camphene 0-23.6 859
Sabinene 0-7.2 86.9
B-Myrcene 0-21.5 13.1
a-Terpinene 0-1.5 354
1,8-Cineole 0-27.7 99

v-Terpinene 0-61.2 535
B-Thujone (MS) 0-79.7 79.8
a-Thujone (MS) 0-11.6 97

Camphor 0-61.6 91.9
Borneol 0-4.4 59.6
a-Cubebene 0-0.6 18.2
a-Copaene 0-6.3 404
B-Caryophyllene 0-324 99

a-Humulene 0-1.7 46.5
Germacrene-D (MS) 0-14.4 86.9
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Figure 1. The percentage of leaves with hervibore damage (mean =+ SE)
accumulated throughout the season plants with filter paper added com-
pounds or with filter paper without added as control.

responded to become more resistant to herbivory compared to
controls. This suggests that plants emit and respond to general-
ized cues indicating increased risk of herbivory while cues specific
to genotype or chemotype may provide more reliable informa-
tion of risk of herbivory. Our results suggest that 1,8-cineole and
B-caryophyllene should be considered further as possible candi-
dates for generalized signals in our system.

More generally, the volatiles emitted by damaged sagebrush have
been found to induce or prime resistance to herbivores of tomato and
tobacco plants.”>**** It is possible that 1,8-cineole and B-caryophyl-
lene could be generalized cues that induce resistance in these agricultur-
ally important genera. In the future these candidate compounds will be
evaluated as elicitors of resistance in agricultural crops.

Methods

Volatile collection and analysis from sagebrush

We collected one branch (approximately 20 cm in length)
from each of 99 plants growing naturally in Taylor meadow at
the UC Sagehen Natural Reserve, north of Truckee, California
(39° 26.7N, 120° 14.7W). All plants were of the same subspe-
cles, Artemisia tridentata vaseyana. Branches were kept fresh until
volatiles were collected in the lab. On leaf on each branch was
cut with scissors and kept in a 300ml Erlenmeyer flask, sealed
with parafilm. We collected the headspace volatiles from each
leaf for 30 min with SPME fibers (polydimethylsiloxane coating
silica fibers, Supelco, Bellefonte, PA). Volatile compounds were
analyzed using GC-MS (Agilent Technologies GC model 6890
with an HP-5 MS capillary column 30 cm long, 0.25 mm L.D.
and 0.25 um film thickness and a Agilent Technologies MS with
a 5973 mass selective detector at 70 eV). The oven temperature
of the GC-MS was programmed to rise from 40°C (5 min hold)
to 280°C at a rate of 15°C/min. We identified the volatile com-
pounds by comparing their mass spectra to those of a database
(Wiley 7N and Wiley 275) and to retention times of authentic
compounds. We were not able to compare authentic compounds
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for several of the volatiles and their identification should be con-
sidered as tentative; these are indicated by (MS) in the Table.
Some of the compounds were mixtures of different stereochemi-
cal isomers and these were not analyzed more fully.

Field experiment examining the activity of volatile
compounds

We conducted a field experiment to examine the potential
activity of volatile compounds as inducers of resistance in 2011.
Plants were selected along Sagehen Creek (39° 26.7N, 120°
12.9W). We incubated an assay branch with approximately 100
leaves with one volatile compound for 24 hrs. We enclosed this
assay branch in a clear plastic bag and placed a square of filter
paper (1 cm?) to which we added 1 pl of the appropriate com-
pound. This procedure was conducted soon after snowmelt dur-
ing spring (3 June 2011) when we found sagebrush plants to be
most responsive.”* Controls were enclosed in a plastic bag with
contained a clean filter paper square. Each chemical treatment
was replicated on 30 different plants and treated plants were sep-
arated by at least 5 m. After 24 hrs, we removed the bag and the
filter paper from each branch. We tested 1,8-cineole, a-pinene,
-caryophyllene and borneol plus a control.

We assayed rates of herbivory on the assay branches by count-
ing the number of leaves with any visible damage caused by her-
bivores at the end of the season (4 October 2011). This measure
of herbivory has been used in our previous work in this system
and correlates with the percentage of leaf area removed. Our
response variable, number of leaves with damage by herbivores,
was not normally distributed so we used a logarithmic transfor-
mation to meet the assumptions of ANOVA. We analyzed treat-
ment effects caused by exposure to airborne compounds using a
GLM (JMP 7.01) on the transformed data although figures pres-
ent untransformed data. Since we were interested in evaluating
treatment effects compared to our control we used Dunnet’s test
to limit the number of comparisons considered.

Disclosure of Potential Conflicts of Interest

No potential conflicts of interest were disclosed.

Acknowledgments

We thank Jeff Brown for permission to work at the UC
Sagehen Creek Reserve in Tahoe National Forest.

Funding

This research was supported by Grand-in-Aid for Scientific
Research from the Japan Society for Promotion of Science (JSPS)
(23770020), The Naito Foundation Subsidy for Female
Researchers after Maternity Leave to K. Shiojiri (4077), the Clark
Memorial Foundation to S. Ishizaki, the Sasakawa Scientific
Research Grant from The Japan Science Society, Grand for Pro-
motion of Niigata University Research Projects, and the Ministry
of Education, Culture, Sports, Science and Technology of Japan
for Global Centers of Excellence Program (JO1).

€1095416-3



Reference

. Heil M, Karban R. Explaining evolution of plant commu-

nication by airborne signals. TREE 2014; 25:137-44

. Karban R, Wetzel WC, Shiojiri K, Ishizaki S, Ramirez

SR, Blande JD. Deciphering the language of plant com-
munication: volatile chemotypes of sagebrush. New
Phytol 2014; 204:380-5; PMID:24920243; http://dx.
doi.org/10.1111/nph.12887

. Degen T, Dillmann C, Marion-Poll F. High genetic

variability of herbivore-induced volatile ~emission
within a broad range of maize inbred lines. Plant Phys-
iol 2004; 135:1928-38; PMID:15299140; http://dx.
doi.org/10.1104/pp.104.039891

. Loughrin JH, Manukian A, Heath RR, Tumlinson JH.

Volatiles emitted by different cotton carieties damaged
by feeding beet armyworm larvae. ] Chem Ecol 1995;
21:1217-27;  PMID:24234527;  hup://dx.doi.org/
10.1007/BF02228321

. Weaver DH, Buteler M, Hofland ML, Runyon ]B,

Nansen C, Talbert LE, Lamb P, Carlson GR. Cultivar
preferences of ovipositing wheat stem sawflies as influ-
enced by the amount of volatile attractant. ] Econ
Entomol 2009; 102:1009-17; PMID:19610414;
http://dx.doi.org/10.1603/029.102.0320

. Lou Y, Cheng J. Role of rice volatiles in the foraging

behaviour of the predator Cyrtorhinus lividipennis for
the rice brown planthopper Nilaparvata lugens. Bio-
Control 2003; 48:73-86; http://dx.doi.org/10.1023/
A:1021291427256

. Halitschke R, Kessler A, Kahl J, Lonenz A, Baldwin IT.

Ecophysiological comparison of direct and indirect
defenses in  Nicotiana attenuata. Oecologia 2000;
124:408-17; http://dx.doi.org/10.1007/
5004420000389

. Schuman MC, Heinzel N, Gaquerel E, Svaros A, Bald-

win IT. Polymorphism in jasmonate signaling partially
accounts for the variety of volatiles produced by Nicoti-
ana attenuata plants in a native population. New Phytol
2009; 183:1134-48; PMID:19538549; http://dx.doi.
org/10.1111/.1469-8137.2009.02894 .x

. Hare D]J. Variation in herbivore and methyl jamonate-

induced volatiles among genetic lines of Datura wrighii.
J Chem Ecol 2007; 33:2028-43; PMID:17960462;
http://dx.doi.org/10.1007/s10886-007-9375-1

. Delphia CM, Rohr JR, Stephenson AG, De Moraes

CM, Mescher MC. Effects of genetic variation and
inbreeding on volatile production in a field population
of horsenettle. Inter J Plant Sci 2009; 170:12-20;
http://dx.doi.org/10.1086/593039

. Kariyat RR, Mauck KE, De Moraes CM, Stephenson

AG, Mescher MC. Inbreeding alters volatile signaling
phenotypes and influences tri-trophic interactions in
horsenettle (Solanum carolinense 1.) Ecol Lett 2012;
15:301-9; PMID:22257268; heep://dx.doi.org/
10.1111/j.1461-0248.2011.01738.x

. Eller ASD, de Gouw J, Graus M, Monson RK. Varia-

tion among different genotypes of hybrid poplar with
regard to leaf volatile organic compound emissions.

e1095416-4

20.

21.

22.

23.

Ecol Appl 2012; 22:1865-75; PMID:23210305;

http://dx.doi.org/10.1890/11-2273.1

. Arimura G, Ozawa R, Shimoda T, Nishioka T, Boland

W, Takabayashi J. Herbivory-induced volatiles elicit
defence genes in lima bean leaves. Nature 2000;
406:512-5; PMID:10952311; heep://dx.doi.org/
10.1038/35020072

. Zebeloa SA, Matsui K, Ozawa R, Maffeia ME. Plasma

membrane potential depolarization and cytosolic cal-
cium flux are early events involved in tomato (Solanum
lycopersicon) plant-to-plant communication. Plant Sci
2012; 196:93-100; PMID:23017903; http://dx.doi.
0rg/10.1016/j.plantsci.2012.08.006

. Kost C, Heil M. Herbivore-induced plant volatiles

induce an indirect defence in neighbouring plants. J
Ecol 2006; 94:619-28; PMID:15904867; http://dx.
doi.org/10.1111/j.1365-2745.2006.01120.x

. Girén-Calva P, Jorge Molina-Torres J, Heil M. Vola-

tile dose and exposure time impact perception in neigh-
boring plants. ] Chem Ecol 2012; 38:226-8;
PMID:22327276; http://dx.doi.org/10.1007/s10886-
012-0072-3

. Karban R, Shiojiri K, Huntzinger M, McCall AC.

Damage-induced resistance in sagebrush: volatiles are
key to intra- and interplant communication. Ecology
2006; 87:922-30; PMID:16676536; http://dx.doi.org/
10.1890/0012-9658(2006)87%5b922:
DRISVA%5d2.0.CO;2

. Karban R, Shiojiri K, Ishizaki S, Wetzel WC, Evans

RY. Kin recognition affects plant communication and
defence. Proc R Soc B 2013; 280:20123062;
PMID:23407838; http://dx.doi.org/10.1098/
rspb.2012.3062

. Ishizaki S, Kubota S, Shiojiri K, Karban R, Ohara M.

Development of eight microsatellite markers in big
sagebrush (Artemisia tridentata Nutt.). Mol Ecol Res
2010; 10:232-6;  http://dx.doi.org/10.1111/j.1755-
0998.2009.02796.x

Karban R, Baldwin IT, Baxter KJ, Laue G, Felton GW.
Communication between plants: induced resistance in
wild tobacco plants following clipping of neighboring
sagebrush. Oecologia 2000; 125:66-71; http://dx.doi.
0rg/10.1007/PL00008892

Karban R, Maron J, Felton GW, Ervin G, Eichenseer
H. Herbivore damage to sagebrush induces resistance
in wild tobacco: evidence for eavesdropping between
plants. Oikos 2003; 100:325-32; http://dx.doi.org/
10.1034/j.1600-0706.2003.12075.x

Kessler A, Halitschke R, Diezel C, Baldwin IT. Priming
of plant defense responses in nature by airborne signal-
ing between Artemisia tridentata and Nicotiana attenu-
ata. Oecologia 2006; 148:280-92; PMID:16463175;
http://dx.doi.org/10.1007/500442-006-0365-8

Kelsey RG, Wright WE, Sneva F, Winward AL, Brit-
ton C. The concentration and composition of big sage-
brush essential oils from Oregon. Biochem Syst Ecol
1983; 11:353-60;  http://dx.doi.org/10.1016/0305-
1978(83)90036-4

Plant Signaling & Behavior

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Cloyd RA, Marley KA, Larson RA, Dickinson A, Arieli
B. Repellency of naturally occurring volatile alcohols to
fungus gnat Bradysia sp. nr. coprophila (Diptera: Sciari-
dae) adults under laboratory conditions. J Econ Ento-
mol 2011; 104:1633-9; PMID:22066193; http://dx.
doi.org/10.1603/EC11066

Magiatisa P, Skaltsounisa AL, Chinoua I, Haroutou-
nianb SA. Chemical composition and 77-vitro antimi-
crobial activity of the essential oils of three greek
Achillea species. Z Naturforsch C 2002; 57:287-90;
PMID:12064728

Hendry ER, Worthington T, Conway BR, Lambert
PA. Antimicrobial efficacy of eucalyptus oil and 1,8-
cineole alone and in combination with chlorhexidine
digluconate against microorganisms grown in plank-
tonic and biofilm cultures. ] Antimicrob Chemother
2009; 64:1219-25; PMID:19837714; http://dx.doi.
0rg/10.1093/jac/dkp362

De Vilela GR, Almeida GS, D’Arce M, Moraes M,
Brito J, Silva M, Silva S, Piedade S, Calori-Domingues
M, Gloria E. Activity of essential oil and its major com-
pound, 1,8-cineole, from Eucalyptus globulus Labill.
against the storage fungi Aspergillus flavus Link and
Aspergillus parasiticus speare. ] Stored Product R 2009;
45:108-11; http://dx.doi.org/10.1016/j.
jspr.2008.10.006

LiL,LiZ, Yin Z, Wei Q, Jia R, Zhou L, Xu J, Song X,
Zhou Y, DuY, et al. Antibacterial activity of leaf essen-
tial oil and its constituents from Cinnamomum longepa-
niculatum. Int ] Clin Exp Med 2014; 7:1721-7;
PMID:25126170

Bougatsosa C, Ngassapab O, Runyorob D, Chinoua
IB. Chemical composition and 7 vitro antimicrobial
activity of the essential oils of two Helichrysum species
from Tanzania. Z Naturforsch 2004; 59:368-72

Taban S, Masoudi Sh, Chalabian F, Delnavaz B, Rus-
taiyan A. Chemical composition and antimicrobial
activities of the essential oils from flower and leaves of
Lagochilus kotschyanus Boiss. A new species from Iran. J
Med Plant 2009; 31:58-63

Xiong L, Peng C, Zhou Q, Wan F, Xie X, Guo L, Li X, He
C, Dai O. Chemical composition and antibacterial activity
of essential oils from different parts of Leonurus japonicus
Houtt. Molecules 2013; 18:963-73; PMID:23344204;
http://dx.doi.org/10.3390/molecules18010963

Karban R, Shiojiri K. Self recognition affects plant
communication and defense. Ecol Lett 2009; 12:502-6;
PMID:19392712;  http://dx.doi.org/10.1111/j.1461-
0248.2009.01313.x

Farmer EE, Ryan CA. Interplant communication — air-
borne methyl jasmonate induces synthesis of proteinase
inhibitors in plant leaves. PNAS 1990; 87:7713-6;
PMID:11607107; hetp://dx.doi.org/10.1073/
pnas.87.19.7713

Shiojiri K, Karban R. Seasonality of herbivory and
communication between individuals of sagebrush.
Arthropod Plant Interact 2008; 2:87-92; http://dx.doi.
0rg/10.1007/s11829-008-9037-4

Volume 10 Issue 12





