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Abstract

Fungal endophytes are quite common in nature and some of them have been shown to have adverse effects against insects, nematodes,
and plant pathogens.

Our research program is aimed at using fungal endophytes-mediated plant defense as a novel biological control mechanism against the
coffee berry borer, the most devastating pest of coffee throughout the world. A survey of fungal endophytes in coffee plants from Hawaii,
Colombia, Mexico, and Puerto Rico has revealed the presence of various genera of fungal entomopathogens, including Acremonium, Beau-

veria, Cladosporium, Clonostachys, and Paecilomyces. Two of these, B. bassiana and Clonostachys rosea, were tested against the coffee berry
borer and were shown to be pathogenic. This paper reviews the possible mode of action of entomopathogenic fungal endophytes.
Published by Elsevier Inc.
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1. Introduction

The term endophyte was coined by the German scientist
Heinrich Anton De Bary (1884), and is used to define fungi
or bacteria occurring inside plant tissues without causing
any apparent symptoms in the host (Wilson, 1995). Fungal
endophytes have been detected in hundreds of plants, includ-
ing many important agricultural commodities such as wheat
(Larran et al., 2002a), bananas (Pocasangre et al., 2000; Cao
et al., 2002), soybeans (Larran et al., 2002b), and tomatoes
(Larran et al., 2001). Several roles have been ascribed to fun-
gal endophytes, including providing protection against her-
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bivorous insects (Breen, 1994; Clement et al., 1994), plant
parasitic nematodes (West et al., 1988; Elmi et al., 2000),
and plant pathogens (White and Cole, 1986; Dingle and
McGee, 2003; Wicklow et al., 2005).

Most reports on the effects of endophytes on insect her-
bivores have concentrated on turf and agronomic grasses
infected with endophytic clavicipitalean fungi (Ascomy-
cota: Hypocreales: Clavicipitaceae), which systemically
infect mostly grasses in the Poaceae, Juncaceae, and
Cyperaceae (Clay, 1989; Breen, 1994). For example,
Neotyphodium3-infected perennial ryegrass (Lolium perenne
3 Based on molecular analysis of 18S rDNA sequences, Glenn et al.
(1996) created the genus Neotyphodium to include the following vertically
transmitted endophytic anamorphs of Epichloë on C3 grasses: Acremonium

coenophialum Morgan–Jones & W. Gams, A. typhinum Morgan–Jones &
W. Gams, A. lolii Latch, M.J. Chr. & Samuels, A. chisosum J.F. White &
Morgan–Jones, A. starrii J.F. White & Morgan–Jones, A. huerfanum J.F.
White, G.T. Cole & Morgan–Jones, A. uncinatum W. Gams, Petrini & D.
Schmidt, and A. chilensi J.F. White & Morgan–Jones.
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L.) and tall fescue (Festuca arundinacea Schreb.), have been
shown to have negative effects on over 40 insect species in
six orders (Clement et al., 1994). Variable effects have
sometimes been reported, e.g. Clement et al. (2005)
reported different effects on two aphids (bird-cherry oat
aphid, Rhopalosiphum padi (L.) and rose grass aphid,
Metopopophium dirhodum (Walker)) and the wheat stem
sawfly (Mayetiola destructor (Say)) exposed to different
wild barleys infected with Neotyphodium. Fewer studies
have explored this relationship in nongrass systems. How-
ever, Jallow et al. (2004) reported drastic negative effects on
larvae of Helicoverpa armigera Hübner reared on tomato
plants infected with a nongrass endophyte, Acremonium

strictum W. Gams.
Some endophytes belong to genera that include fungal

entomopathogens such as Beauveria (Ascomycota: Hypo-
creales). Beauveria bassiana (Balsamo) Vuillemin has been
reported as an endophyte in maize (Vakili, 1990; Bing
and Lewis, 1991, 1992a,b; Lomer et al., 1997; Cherry
et al., 1999, 2004; Wagner and Lewis, 2000; Arnold and
Lewis, 2005), potato, cotton, cocklebur, and jimsonweed
(Jones, 1994), tomato (Leckie, 2002; Ownley et al., 2004),
on the cocoa relative Theobroma gileri (Evans et al.,
2003), in the bark of Carpinus caroliniana Walter (Bills
and Polishook, 1991), in seeds and needles of Pinus monti-

cola Dougl. ex. D. Don (Ganley and Newcombe, 2005), in
opium poppy (Quesada-Moraga et al., 2006), on date palm
(Gómez-Vidal et al., 2006), in bananas (Akello et al., 2007),
and in coffee (Posada et al., 2007, and this paper). In addi-
tion, cocoa (Posada and Vega, 2005) and coffee seedlings
(Posada and Vega, 2006) have been successfully inoculated
with B. bassiana by depositing a spore suspension on the
radicle shortly after germination. Referring to Beauveria

globulifera (=B. bassiana), Steinhaus (1949) wrote: ‘‘It also
grows on corn and certain other plants but not so well as
on insects.” No specifics were given on how these observa-
tions were obtained. Fuller-Schaefer et al. (2005) have
reported on the colonization of sugarbeet roots by the fun-
gal entomopathogens B. bassiana and Metarhizium anisop-

liae (Metschn.) Sorokin.
Other entomopathogenic fungi have also been reported

as endophytes: Verticillium (=Lecanicillium) lecanii

(Zimm.) Viégas in an Araceae (Petrini, 1981); V. lecanii

and Paecilomyces farinosus (Holmsk.) Brown & Smith
(=Isaria farinosa) in the bark of C. caroliniana (Bills and
Polishook, 1991); Paecilomyces sp. in Musa acuminata
(Cao et al., 2002) and in rice (Tian et al., 2004); and Paeci-

lomyces varioti Bain. in mangroves (Ananda and Sridhar,
2002). Cladosporium, another genus containing insect path-
ogenic species (Abdel-Baky and Abdel-Salam, 2003 and
references therein), has been reported as an endophyte in
Festuca (An et al., 1993), in several Ericaceae (Okane
et al., 1998), various grasses (Dugan and Lupien, 2002),
mangroves (Suryanarayanan et al., 1998; Ananda and Sri-
dhar, 2002), Cuscuta reflexa Roxb., Abutilon indicum (L.)
Sweet and Calotropis gigantea (L.) R. Br. (Suryanarayanan
et al., 2000), M. acuminata (Cao et al., 2002), wheat
(Larran et al., 2002a), oak (Gennaro et al., 2003), Ilex

(Takeda et al., 2003), cacti (Suryanarayanan et al., 2005),
and in apples (Cammatti-Sartori et al., 2005).

The negative effects of endophytic clavicipitalean fungi
on insect herbivores have been generally ascribed to the
production of fungal metabolites (Funk et al., 1983; Bush
et al., 1997; Clay, 1988; Clay and Schardl, 2002), although
environmental factors (Bultman and Bell, 2003) and pres-
ence of mycorrhizae and nutrients (Barker, 1987; Vicari
et al., 2002) can influence the outcome of the association.
The effects have also been shown to cascade to the third
trophic level, e.g., parasitoids (Bultman et al., 1997). The
effects of various nonclavicipitalean pine endophytes (e.g.,
Phyllosticta, Rhabdocline, Leptostroma, and Cryptocline)
on spruce budworm (Choristoneura fumiferana (Clemens))
have also been ascribed to endophyte-produced metabo-
lites (Clark et al., 1989; Miller et al., 2002).

The traditional mode of infection of fungal entomopath-
ogens such as B. bassiana involves spore deposition on the
insect cuticle followed by formation of a germ tube, which
through enzymatic and mechanical action penetrates the
cuticle (Hajek and St. Leger, 1994). Once in the hemocoel,
hyphal growth causes tissue damage and nutrient deple-
tion. Some entomopathogenic fungi are also known to pro-
duce metabolites (see Section 4) but their involvement in
insect toxicosis is unclear (Gillespie and Claydon, 1989;
Hajek and St. Leger, 1994).

The pioneering work on entomopathogenic endophytes
was conducted using maize (Zea mays L.), B. bassiana,
and the European corn borer, Ostrinia nubilalis (Hübner)
as a model system. Season-long suppression of insects,
measured as reduced tunneling of O. nubilalis, was
achieved by applying B. bassiana in an aqueous (Lewis
and Cossentine, 1986) or granular (Lewis and Bing, 1991)
formulation on corn plants. Lewis and Bing (1991) sus-
pected that O. nubilalis suppression was due to establish-
ment of B. bassiana in the plant, based on prior reports
of this phenomenon by Vakili (1990). In a subsequent
paper, Bing and Lewis (1991) used granular formulations
and injections of B. bassiana spore suspensions to obtain
season-long suppression of O. nubilalis and concluded that
this was due to B. bassiana becoming established as an
endophyte in maize. Their methodology for assessing B.

bassiana presence involved sterile techniques but does not
report surface-sterilization (Bing and Lewis, 1991, 1992a),
as is usually done when attempting to isolate endophytes
(Arnold et al., 2001). Nevertheless, in a subsequent paper
Bing and Lewis (1992b) report surface-sterilization of tis-
sues and recovery of B. bassiana, thus providing evidence
of an endophytic relationship. The possible mode of action
for endophytic B. bassiana against O. nubilalis was not dis-
cussed in any of these studies or in subsequent studies
(Lewis et al., 1996, 2001). The fact that no mycosed insects
were reported (except for Bing and Lewis, 1993—see Sec-
tion 4) suggests that the reduced tunneling reported in all
the papers (Lewis and Cossentine, 1986; Lewis and Bing,
1991; Bing and Lewis, 1991; Bing and Lewis, 1992a,b;
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Lewis et al., 1996) could be a result of feeding deterrence or
antibiosis. Bing and Lewis (1993) report that out of 1623 O.

nubilalis larvae sampled from control maize plants and
maize plants inoculated with B. bassiana, 1556 were nega-
tive for B. bassiana, based on mycosis. It is not clear how
the insects that exhibited mycosis became infected since
no conidia were observed internally in the plants (Wagner
and Lewis, 2000) thus indicating that the infective propag-
ulum was not available to infect insects. Conidial forma-
tion within the host plant was not found for
Neotyphodium endophytes in grasses either (Clay, 1989).

Wagner and Lewis (2000) have shown that, following
conidia germination and germ tube development, B. bassi-

ana enters maize tissues directly through the plant cuticle.
Subsequent hyphal growth occurs within the apoplast,
but only occasionally extending into the xylem elements.
The introduction of endophytic B. bassiana in maize is
compatible with other pest management strategies. It has
been shown that endophytic B. bassiana is compatible with
both B. thuringiensis (Bt) and carbofuran applications used
to suppress O. nubilalis (Lewis et al., 1996). Use of Bt trans-
genic corn did not have any detectable effect on the estab-
lishment of B. bassiana as a corn endophyte (Lewis et al.,
2001). Endophytic B. bassiana caused no mortality to
Coleomegilla maculata De Geer, a predator of O. nubilalis

eggs and larvae (Pingel and Lewis, 1996).
As part of a 3-year survey, we have identified hundreds

of fungal endophytes isolated from various tissues of the
coffee plant in several countries. In this paper we report
the presence of 16 different coffee endophytes belonging
to five genera of known entomopathogenic fungi: Acremo-

nium, Beauveria, Cladosporium, Clonostachys, and Paecilo-

myces. We also report on the pathogenicity of two of these
(B. bassiana and Clonostachys rosea) against the most dev-
astating pest of coffee throughout the world, the coffee
berry borer (Hypothenemus hampei (Ferrari), Coleoptera:
Curculionidae), and speculate on the possible mode of
action of entomopathogenic fungal endophytes.

2. Materials and methods

2.1. Endophyte isolation

Coffee (Coffea arabica L.) tissues, including leaves,
stems, roots, and various parts of the berry4 (peduncle,
epicarp (skin of the fruit), crown, and seeds) were sur-
face-disinfected by submersing in 0.5% sodium hypochlo-
rite for 2 min, followed by 2 min in 70% ethanol and
rinsing in sterile distilled water (Arnold et al., 2001).
The tissues were dried on sterile paper towels and the
edges were cut to remove dead tissue ensuing from the dis-
infection process, resulting in 4–9 mm2 sections, six of
which were placed in each of two petri dishes containing
yeast maltose agar (YMA; Sigma–Aldrich Co., St. Louis,
4 Even though the correct botanical term is drupe, it is commonly
referred to as a berry.
MO) to which a 0.1% stock antibiotic solution was added.
The antibiotic stock consisted of 0.02 g of each of three
antibiotics (tetracycline, streptomycin, and penicillin) dis-
solved in 10 ml sterile distilled water, followed by filter-
sterilization through a 0.2-lm filter (Nalgene Disposable
Filterware, Nalge Nunc International Rochester, NY);
from this, 1 ml was added to each liter of medium. Any
fungal growth was subcultured on individual plates con-
taining YMA plus antibiotics for subsequent identifica-
tion. Voucher cultures are maintained at the Sustainable
Perennial Crops Laboratory (USDA, ARS) in Beltsville,
Maryland (Table 1).

2.2. Endophyte DNA extraction

All endophyte isolates were grown in potato dextrose
broth (Difco, Sparks, MD) at 125 rpm on an Innova
4000 Incubator Shaker (New Brunswick Scientific Co.,
Inc., Edison, NJ) at 25 �C. Tissue was then harvested,
lyophilized, and stored at �80 �C. For DNA extraction,
approximately 50 mg lyophilized mycelium was placed in
a 2 ml microcentrifuge tube with ca. 0.2 ml 1.0 zirconia-
glass beads (Cat # 1107911-0z, BIOSPEC, Bartlesville,
OK). The mycelium was crushed with a plastic pestle
and further ground in a FastPrep-120 sample grinder
(Q-BIOgene, Irvine, CA) for 3 s at the maximum speed
setting of 6. The powdered mycelium was suspended in
700 ll detergent solution (2 M NaCl, 0.4% w/v deoxychol-
ic acid-sodium salt, 1% w/v polyoxyethylene 20 cetyl
ether) and then agitated for 14 s in the Fast-Prep at max-
imum speed. Vials were incubated 5 min at 55 �C in a heat
block and then centrifuged at 10,600 rpm for 5 min fol-
lowed by emulsion with 700 ll chloroform/isopropyl and
centrifugation at 10,600 rpm for 5 min. The aqueous phase
was transferred to a clean tube to which an equal volume
of 6 M guanidinium thiocyanate was added. Fifteen
microliters of silica powder were gently mixed with the
solution while incubating at room temperature for
5 min, followed by 3 s centrifugation, after which the
supernatant was discarded. The glass powder was rinsed
twice by suspending in 750 ll ethanol buffer (10 mM
Tris–HCl, pH 8.0, 0.1 mM EDTA, 50% ethanol) with a
disposable transfer pipette, then collected by centrifuga-
tion and the supernatant discarded, and the glass powder
pellet was dried on a heat block at 55 �C for 5–10 min.
The glass powder was rehydrated with 105 ll ultra-pure
water and the genomic DNA eluted by incubating on a
heat block at 55 �C for 5–10 min. Following vortexing
and centrifugation, 100 ll of the aqueous supernatant
was transferred to a clean tube.

2.3. Endophyte DNA sequencing and analyses

The internal transcribed spacer region (ITS) of the
nuclear rDNA repeat was sequenced for each isolate; prim-
ers ITS1-F (fungal-specific) (Gardes and Bruns, 1993) and
ITS4 (White et al., 1990) were used for both amplification



Table 1
Fungal endophytes from entomopathogenic genera isolated from various coffee tissues collected in Colombia, Hawaii, Mexico, and Puerto Rico

SPCL# Fungal endophyte GenBank Tissue Collection site and date GPS

03047 Acremonium alternatum n/a Epicarp COLOMBIA. Caldas, Chinchiná, December, 2003 N 5�000, W 75�360

03039 Acremonium sp. DQ287230 Root USA. Hawaii, Kona, Kona Experimental Station,
September 2003

N 19�32.0480, W
155�55.4940

03032 Beauveria bassiana DQ287236 Seed COLOMBIA. Caldas, Chinchiná, September 2003 N 5�000, W 75�360,
03042 Beauveria bassiana DQ287232 Epicarp COLOMBIA. Caldas, Chinchiná, September 2003 N 5�000, W 75�360

03043 Beauveria bassiana DQ287231 Peduncle COLOMBIA. Caldas, Chinchiná, September 2003 N 5�000, W 75�360

03044 Beauveria bassiana DQ287233 Crown COLOMBIA. Caldas, Chinchiná, September 2003 N 5�000, W 75�360

02002 Cladosporium cf.
cladosporioides

DQ299297 Leaves PUERTO RICO. Adjuntas, June 2002 N 18�10.9590, W
066�51.0290

04003 Cladosporium cf.
cladosporioides

DQ299302 Leaves USA. Hawaii, Kona, Kona Experimental Station,
March 2004

N 19�32.0480, W
155�55.4940

04001 Cladosporium cf.
sphaerospermum

DQ299296 Leaves USA. Maryland, Beltsville (Behnke’s Nurseries),
January 2004

N 39�02.4240, W
076�54.3470

03073 Cladosporium sp. 1 DQ299303 Peduncle USA. Hawaii, Kona, Kona Experimental Station,
November 2003

N 19�32.0480, W
155�55.4940

04002 Cladosporium sp. 2
(C. cladosporioides complex)

DQ299301 Seeds USA. Hawaii, Kona, Kona Experimental Station,
March 2004

N 19�32.0480, W
155�55.4940

03071 Cladosporium sp. 3
(C. cladosporioides complex)

DQ299299 Leaves COLOMBIA. Caldas, Chinchiná, July 2003 N 5�000, W 75�360

03070 Cladosporium sp. 4
(C. cladosporioides complex)

DQ299298 Epicarp COLOMBIA. Caldas, Chinchiná, July 2003 N 5�000, W 75�360

03072 Cladosporium sp. 4
(C. cladosporioides complex)

DQ299300 Crown COLOMBIA. Caldas, Chinchiná, July 2003 N 5�000, W 75�360

03062 Clonostachys rosea DQ287243 Leaves COLOMBIA. Caldas, Chinchiná, September 2003 N 5�000, W 75�360

03076 Paecilomyces cf. fumosoroseus DQ287244 Crown PUERTO RICO. Adjuntas, June 2003 N 18�10.2260, W 066�
47.8690

03066 Paecilomyces cf. javanicus DQ287245 Peduncle COLOMBIA. Caldas, Chinchiná, September 2003 N 5�000, W 75�360

03067 Paecilomyces sp. 1 (near P.

inflatus)

DQ287246 Epicarp MEXICO. Chiapas, Cacahoatán, Rancho El Paraı́so,
February 2003

N 15�00027.600, W
92�09051.200

03069 Paecilomyces sp. 2 (near P.

lilacinus)

DQ287248 Seedling -
Root

USA. Hawaii, Kona Experimental Station, September
2003

N 19�32.0480, W
155�55.4940
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and sequencing. PCRs were performed in 25 ll reaction
volumes with 12.5 ll of PCR Master Mix (Promega Corp.,
Madison, WI), 1.25 ll each of 10 lM primers, and 10 ll of
diluted (10- to 100-fold) DNA template. Amplification was
achieved with an initial denaturation step of 5 min at
94 �C; 35 cycles of 30 s at 94 �C, 45 s at 50 �C, and 45 s
at 72 �C; and a final extension of 7 min at 72 �C. The
PCR products were cleaned with Montage PCR Centrifu-
gal Filter Devices (Millipore Corp., Billerica, MA) accord-
ing to the manufacturer’s protocol. Cleaned PCR products
were sequenced with BigDye Terminator sequencing
enzyme v.3.1 (Applied Biosystems, Foster City, CA) in
the reaction: 2 ll of diluted BigDye in a 1:3 dilution of Big-
Dye:dilution buffer (400 mM Tris, pH 8.0, 10 mM MgCl2);
0.3 ll of 10 lM primer; 10–20 ng of cleaned PCR template;
and H2O to 5 ll total reaction volume. Cycle sequencing
parameters consisted of a 2 min denaturation step at
94 �C, then 35 cycles of 94 �C for 39 s, 50 �C for 15 s,
and 60 �C for 4 min. Sequencing reactions were cleaned
by ethanol precipitation and sequenced on an ABI 3100
Genetic Analyzer (Applied Biosystems, Foster City, CA).
Sequencing reactions were edited and contiguous sequences
for each isolate were assembled in Sequencher v.4.1.4
(Gene Codes Corp., Ann Arbor, MI). DNA sequences
have been deposited in GenBank (Table 1).
2.4. Identification of isolates

Initial identification of isolates was obtained by BLAST
analysis (http://www.ncbi.nlm.nih.gov/BLAST/). Morpho-
logical identification for each isolate was then confirmed
with the aid of the following keys and manuals: Paecilomy-

ces isolates were identified to genus and species based on
Samson (1974) and further confirmed by phylogenetic anal-
ysis as outlined by Rehner and Buckley (2005); Beauveria

isolates were identified to genus based on Humber (1997);
Cladosporium and Acremonium were identified to genus
using St.-Germain and Summerbell (1996) and Barnett
and Hunter (1998); and Clonostachys rosea and Acremo-

nium alternatum were identified to species by W. Gams
(CBS, The Netherlands).

2.5. Insect bioassays

Adult coffee berry borers, less than 3-months-old, were
reared on artificial diet (Villacorta, 1985; Portilla, 2000).
Prior to initiating the bioassay, adult insects were washed
in a 0.5% sodium hypochlorite solution with 0.01% Triton
X-100 (Sigma Chemical Co., St. Louis, MO) and gently sha-
ken for 10 min, then rinsed three times in sterile
distilled water and dried in a container lined with sterile

http://www.ncbi.nlm.nih.gov/BLAST/


5 The taxonomy for Paecilomyces has changed recently and the isolate
originally identified as Paecilomyces cf. fumosoroseus has since been
transferred to Isaria fumosorosea (Hypocreales: Cordycipitaceae) (Hum-
ber, 2007).
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paper towels. This was done to eliminate any fungi present
on the insect cuticle.

Endophytic single spore isolates of B. bassiana (Sustain-
able Perennial Crops Laboratory Culture Collec-
tion = SPCL 03047) and Clonostachys rosea (SPCL 03062)
stored in 10% glycerol at�80 �C were grown in Sabouraud’s
dextrose agar (Difco, Sparks, MD) and YMA, respectively,
and incubated at 25 �C. All cultures were less than 30-days-
old when used in the bioassays. Spores were collected with a
spatula and placed in sterile tubes containing 10 ml of sterile
distilled water plus 0.1% Triton X-100 (Sigma Chemical Co.,
St. Louis, MO). The concentrations were adjusted to 1 � 107

spores per ml using a hemacytometer.
Spore germination was determined by plating a 1 � 10�3

spore suspension on 2.5% Noble agar (Difco, Sparks, MD)
incubated at 27 �C. Germination was assessed at 24 h and
48 h by taking 3 samples of the media and placing them indi-
vidually on slides, followed by counting 100 spores. Spores
were deemed to have germinated when the longitude of the
germ tube was longer than half the diameter of the spores.

The coffee berry borer adults assigned to the treatments
were dipped in a 10-ml spore suspension with 1 � 107

spores per ml plus 0.1% Triton X-100; control insects were
dipped in sterile distilled water plus 0.1% Triton X-100.
Insects were gently shaken for 2 min while dipped in their
respective treatments and then placed in a sterile container
from which they were taken individually with a sterile
paintbrush and placed in a vial containing two pieces of
sterile Whatman #1 filter paper (2.1 cm diam; Whatman
Inc., Clifton, NJ) moistened with 100 ll of sterile distilled
water. The vials were closed with caps and sterile distilled
water was added to the filter paper as needed. All treat-
ments were incubated in the dark at 25 �C in a growth
chamber (Model E-36 L, Percival Scientific, Inc., Boone,
IA). Insect mortality was assessed on a daily basis.

The experiment was conducted as a completely random-
ized design with each isolate replicated 40 times and beetles
individually placed in separate vials. For controls, two sets
of 40 insects were used, each insect in an individual vial.
For statistical purposes, mortality was analyzed by group-
ing the experimental units as 4 replicates with 10 insects.
Percent insect mortality was analyzed using proc mixed
(SAS Institute, Inc., 2001). Average insect survival time
was analyzed using survival analysis, which includes all
individuals (JMP SAS, 2000), in contrast to LT50, which
only includes those that have died.

Our assessments of the saprotrophic phase were based
on the time it takes for four events to occur after the insect
has died: (1) number of days after death until mycelium is
first observed on the insect corpse; (2) number of days from
the first formation of mycelium until the mycelium has
reached a maximum coverage of the corpse; (3) time
between maximum mycelium coverage until conidiophores
are first seen; and (4) time elapsed from first observation of
conidiophores until conidia begin to discharge. Observa-
tions were made every 24 h and in cases where a certain
event seemed to be well advanced at the time of the obser-
vation, indicating it had been achieved shortly after the
previous observation, the time to that specific event was
back-estimated 12 h. The data for each event were analyzed
using proc mixed (SAS Institute, Inc., 2001).

Spore production was determined by randomly selecting
5 beetles (out of 40) within each treatment for which there
was sporulation. Each beetle was washed with 5 ml of sterile
distilled water with 0.1% Triton X-100 and sonicated for
1 min. A diluted spore suspension was placed in three differ-
ent hemacytometers and eight 16-square grids were counted
for each one. The data were analyzed using a one-way anal-
ysis of variance (ANOVA proc mixed; SAS Institute, Inc.,
2001). In all tests, P < 0.05 was considered significant.
3. Results

Isolation of endophytic fungi from coffee tissues collected
in Hawaii, Colombia, Puerto Rico, and Mexico revealed the
presence of 16 species in five genera of entomopathogenic
fungi in coffee plants (Table 1). These were: Acremonium
sp. from roots collected in Hawaii; Acremonium alternatum

Link: Fries from the epicarp of coffee berries collected in
Colombia; Beauveria bassiana from the peduncle, epicarp,
crown, and seed of coffee berries from Colombia; Beauveria

brongniartii (Sacc.) Petch from the crown of a coffee berry
collected in Hawaii; Cladosporium cf. sphaerospermum,
Cladosporium. sp. #1, Cladosporium cf. cladosporioides,
and Cladosporium sp. 2–4 (in the C. cladosporioides complex)
from leaves collected in Puerto Rico, Colombia, Hawaii, and
Maryland (a local plant nursery that sells coffee seedlings);
from the epicarp and crown of berries from Colombia and
from the peduncle and seeds from berries collected in
Hawaii; Clonostachys rosea (Link) Schroers et al. from leaves
collected in Colombia; Paecilomyces cf. fumosoroseus5 from
the crown of berries in Puerto Rico; Paecilomyces cf. javani-

cus from peduncles collected in Colombia; a Paecilomyces
sp. (near P. inflatus) from the epicarp of berries collected in
Mexico; and another Paecilomyces sp. (near P. lilacinus)
from roots of seedlings from Hawaii (Table 1). These fungi
span three different orders within the phylum Ascomycota:
Mycosphaerellales (Cladosporium spp. in the Mycosphae-
rellaceae); Eurotiales (Paecilomyces spp. in the Trichocoma-
ceae); Hypocreales (Clonostachys rosea in the
Bionectriaceae; Beauveria bassiana in the Cordycipitaceae;
and Acremonium spp. in the Nectriaceae).

Percentage of conidia germinating was 83% for the
endophytic B. bassiana (at 48 h) and 83% for C. rosea (at
24 h). Cumulative mortality, 21 days post-inoculation,
was 100% for B. bassiana and 82.5% for C. rosea (Fig. 1).
There were significant differences in mortality between
fungi-treated insects (df = 3,15, f = 1809, P < 0.0001) and
the control. No fungal infection was ever observed in any
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of the controls. The average survival time for insects trea-
ted with B. bassiana was 4.8 ± 0.2 days and 14.7 ± 0.75
days for C. rosea-treated insects, compared to 15.0 ± 0.6
for the controls (Fig. 2). Spore production per insect was
1.2 � 107 ± 4.0 � 106 for B. bassiana and 3.6 � 106 ±
9.3 � 105 for C. rosea. The life cycle (time from inoculation
to spore discharge from the insect corpse) for B. bassiana

was 9.9 ± 0.2 days (Fig. 3) while C. rosea completed its life
cycle in 16.4 ± 1.1 days (Fig. 4).

4. Discussion

We have identified several endophytic fungi in coffee tis-
sues that belong to genera containing entomopathogenic
fungi (Table 1). Bioassays conducted with two of the iso-
lates, B. bassiana and C. rosea, indicate that these are path-
ogenic to the coffee berry borer. Even though the role that
these endophytic fungi might have against insects is not
clear, we can speculate on their mode of action.

Research on B. bassiana as a maize endophyte suggests
that the reduced tunneling of O. nubilalis could be due to
the presence of fungal metabolites that cause feeding deter-
rence or antibiosis. This is based on the overwhelming
absence of B. bassiana infection within O. nubilalis individ-
uals that feed on endophytic plants (Lewis and Bing, 1991;
Bing and Lewis, 1991, 1992a,b), despite a report by Bing
and Lewis (1993) that showed 2.5% mycosis on insects
feeding on endophytic plants (and 1.7% mycoses on insects
feeding on plants with no B. bassiana). The lack of B. bas-

siana conidia in endophytic plants (Wagner and Lewis,
2000) also suggests a mode of action involving feeding
deterrence or antibiosis rather than direct fungal infection.
If spores were present, per os infection could be possible
(Gabriel, 1959; Broome et al., 1976; Bell and Hamalle,
1980) although it could be difficult to discern between
actual per os infection and infection due to spores coming
in contact with the insect cuticle (Allee et al., 1990; Inglis
et al., 1996). A study by Cherry et al. (1999, 2004) in Africa
supports the feeding deterrence/antibiosis hypothesis. They
studied B. bassiana endophytism in Africa when attempting
to control the maize stem borer (Sesamia calamistis Hamp-
son) by treating maize seeds with dry B. bassiana conidia,



Fig. 3. Life cycle (days; mean ± SE) for adult coffee berry borers inoculated with a 1 � 107 spores per ml of endophytic Beauveria bassiana (SPCL 03047)
spore suspension. The assessments were made daily after fungal inoculation and included days to (1) insect death; (2) mycelium starting to grow; (3) insect
covered with mycelium; (4) spore formation; and (5) spore discharge.

Fig. 4. Life cycle (days; mean ± SE) for adult coffee berry borers inoculated with a 1 � 107 spores per ml of endophytic Clonostachys rosea (SPCL 03062)
spore suspension. The assessments were made daily after fungal inoculation and included days to (1) insect death; (2) mycelium starting to grow; (3) insect
covered with mycelium; (4) spore formation; and (5) spore discharge.
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by spraying conidial suspensions in the leaf axils, and by
injecting conidial suspension in the stem. Lomer et al.
(1997) had previously reported that B. bassiana could be
isolated as an endophyte in maize in Africa, and Cherry
et al. (1999, 2004) showed reduced tunneling of the stem
borer in plants treated with B. bassiana, even though no
attempt was made to reisolate the fungus. In plants injected
with B. bassiana, larvae were lighter than in the control
plants suggesting they did not feed as much, supporting
the deterrence/antibiosis hypothesis. None of the dead lar-
vae exhibited symptoms of mycosis.

Beauveria spp. produce several metabolites, including
bassianin, beauvericin, bassianolide, beauveriolide, bassi-
acridin, oosporein, and tenellin (Vining et al., 1962; Hamill
et al., 1969; Suzuki et al., 1977; Roberts, 1981; Jeffs and
Khachatourians, 1997; Strasser et al., 2000; Quesada-
Moraga and Vey, 2004). Beauvericin is toxic to Culex pipi-

ens L., rupturing the midgut epithelium and dissolving the
ribosomes (Žižka and Weiser, 1993), and to Aedes aegypti

(L.) and Calliphora erythrocephala Meigen (Grove and
Pople, 1962). In contrast, Champlin and Grula (1979)
reported that beauvericin was not toxic to Helicoverpa
zea Boddie and that bassianolide caused temporary atony.
Paecilomyces fumosoroseus (Wize) Brown & Smith (=Isaria

fumosorosea) has also been reported to produce beauveri-
cin (Bernardini et al., 1975) and beauverolides (Jegorov
et al., 1994), and Verticillium lecanii (=Lecanicillium

lecanii) also produces bassionalide (Suzuki et al., 1977).
Other entomopathogenic fungi also produce metabolites,
e.g., Isaria spp. Pers.: Fr. produces isariin (Briggs et al.,
1966); Hirsutella thompsonii Fisher produces phomalactone
(Krasnoff and Gupta, 1994) and hirsutellin A (Mazet et al.,
1995), which are known to have ribonuclease activity (Liu
et al., 1996) and to be toxic to the citrus rust mite (Omoto
and McCoy, 1998); Oospora destructor (Metschn.) Delacr.
produces destruxins (Kodaira, 1962) that are known to be
toxic to Delia antiqua (Meigen) (Poprawski et al., 1985);
Metarhizium spp. produces destruxins and cytochalasins
(Roberts, 1981); Paecilomyces tenuipes (Peck) Samson
(=Isaria tenuipes) produces tenuipesine (Kikuchi et al.,
2004); Akanthomyces gracilis Samson and Evans produces
akanthomycin (Wagenar et al., 2002); Cordyceps pseudo-

militaris Hywel–Jones & Sivichai produces coryanhidrides
(Isaka et al., 2000); Tolypocladium spp. produce efrapeptins
(Krasnoff and Gupta, 1992); Aschersonia aleyrodis Webber
produces destruxins and homodestruxins (Krasnoff et al.,
1996); and Aschersonia tubulata produces dustanin (Boon-
phong et al., 2001). For a review on metabolites produced
by entomopathogenic fungi, see Roberts (1981), Gillespie
and Claydon (1989), and Strasser et al. (2000). Neverthe-
less, it is possible that production of these metabolites, in
addition to possibly having a function against insects,
might also act against other fungi or bacteria. For example,
Lee et al. (2005) surveyed 47 entomopathogenic fungi and
found that 81% produced anti-Bacillus compounds, while
64% produced anti-Staphylococcus compounds. Similarly,
antibacterial effects have been reported for oosporein (Vin-
ing et al., 1962; Wainwright et al., 1986) and beauvericin
(Castlebury et al., 1999). Metabolites from other fungi have
also been reported to act against entomopathogenic fungi.
For example, a Penicillium urticae Bainier metabolite
known as patulin has been shown to inhibit growth and
germination of B. bassiana (Shields et al., 1981).

We have isolated several fungal endophytes belonging to
genera that include fungal entomopathogens. It would be
interesting to determine how these compare with nonendo-
phytic isolates. This type of survey for entomopathogenic
fungal endophytes might reveal new isolates with potential
in biocontrol against pests of agronomic importance. If fun-
gal entomopathogens occurring as endophytes exert their
action against insects via the production of metabolites, then
they would be analogous to the mode of action reported for
clavicipitaceous fungi (see Section 1). This raises the issue of
whether inoculation of agronomically important plants with
fungal entomopathogens might create a problem by produc-
ing metabolites that could potentially enter the food chain.
This is an area in need of detailed studies.
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in obtaining field samples in Colombia; and M. Greenstone
(USDA) for comments on a previous version of this manu-
script. We are grateful to Walter Gams (Centraalbureau
voor Schimmelcultures, The Netherlands) for identifying
endophytic Clonostachys rosea and Acremonium alternatum.
The use of trade, firm, or corporation names in this publica-
tion is for the information and convenience of the reader.
Such use does not constitute an official endorsement or ap-
proval by the United States Department of Agriculture or
the Agricultural Research Service of any product or service
to the exclusion of others that may be suitable.
References

Abdel-Baky, N.F., Abdel-Salam, A.H., 2003. Natural incidence of
Cladosporium spp. as a biocontrol agent against whiteflies and aphids
in Egypt. Journal of Applied Entomology 127, 228–235.

Akello, J.T., Dubois, T., Gold, C.S., Coyne, D., Nakavuma, J., Paparu,
P., 2007. Beauveria bassiana (Balsamo) Vuillemin as an endophyte in



80 F.E. Vega et al. / Biological Control 46 (2008) 72–82
tissue culture banana (Musa spp.). Journal of Invertebrate Pathology
96, 34–42.

Allee, L.L., Goettel, M.S., Gol’berg, A., Whitney, H.S., Roberts, D.W.,
1990. Infection by Beauveria bassiana of Leptinotarsa decemlineata

larvae as a consequence of fecal contamination of the integument
following per os inoculation. Mycopathologia 111, 17–24.

An, Z.-Q., Siegel, M.R., Hollin, W., Tsai, H.-F., Schmidt, D., Schardl,
C.L., 1993. Relationships among non-Acremonium sp. fungal endo-
phytes in five grass species. Applied and Environmental Microbiology
59, 1540–1548.

Ananda, K., Sridhar, K.R., 2002. Diversity of endophytic fungi in the
roots of mangrove species on the west coast of India. Canadian
Journal of Microbiology 48, 871–878.

Arnold, A.E., Maynard, Z., Gilbert, G.S., 2001. Fungal endophytes in
dicotyledonous neotropical trees: patterns of abundance and diversity.
Mycological Research 105, 1502–1507.

Arnold, A.E., Lewis, L.C., 2005. Ecology and evolution of fungal
endophytes, and their roles against insects. In: Vega, F.E., Blackwell,
M. (Eds.), Insect-Fungal Associations: Ecology and Evolution. Oxford
University Press, New York, pp. 74–96.

Barnett, H.L., Hunter, B.B., 1998. Illustrated Genera of Imperfect Fungi,
fourth ed. APS Press, MN.

Barker, G.M., 1987. Mycorrhizal infection influences Acremonium-
induced resistance to Argentine stem weevil in grasses. Proceedings
of the New Zealand Weed and Pest Control Conference 40, 199–203.

Bell, J.V., Hamalle, R.J., 1980. Heliothis zea larval mortality time from
topical and per os dosages of Nomuraea rileyi conidia. Journal of
Invertebrate Pathology 35, 182–185.

Bernardini, M., Carilli, A., Pacioni, G., Santurbano, B., 1975. Isolation of
beauvericin from Paecilomyces fumoso-roseus. Phytochemistry 14,
1865.

Bills, G.F., Polishook, J.D., 1991. Microfungi from Carpinus caroliniana.
Canadian Journal of Botany 69, 1477–1482.

Bing, L.A., Lewis, L.C., 1991. Suppression of Ostrinia nubilalis (Hübner)
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