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Abstract—Sponges of the genus 4plysina accumulate brominated isoxazoline
alkaloids in concentrations that sometimes exceed 10% of their dry weight.
We previously reported a decrease in concentrations of these compounds and
a concomitant increase in concentrations of the monocyclic nitrogenous
compounds aeroplysinin-1 and dienone in Aplysina aerophoba following
injury of the sponge tissue. Further investigations indicated a wound-induced
enzymatic cleavage of the former compounds into the latter, and demonstrated
that these reactions also occur in other Aplysina sponges. A recent study on
Caribbean Aplysina species, however, introduced doubt regarding the
presence of a wound-induced bioconversion in sponges of this genus. This
discrepancy motivated us to reinvestigate carefully the fate of brominated
alkaloids in 4. aerophoba and in other Aplysina sponges following
mechanical injury. As a result of this study we conclude that (1) tissue
damage induces a bioconversion of isoxazoline alkaloids into aeroplysinin-1
and dienone in Aplysina sponges, (2) this reaction is likely catalyzed by
enzymes, and (3) it may be ecologically relevant as the bioconversion
products possibly protect the wounded sponge tissue from invasion of
bacterial pathogens.

Key Words—Wound-induced bioconversion, chemical defense, biotransfor-
mation, brominated alkaloids, enzymatic cleavage, marine sponge.

INTRODUCTION

Sessile organisms are dependent on protective mechanisms other than flight or
active defense. Depending on the predictability of the influencing stress factors
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they are exposed to, they follow different strategies. In cases of predictable or
constant stress factors, constitutive defense mechanisms (e.g., shells and stings
or the constitutive accumulation of protective metabolites) have usually evolved
(Hay and Fenical, 1988). However, if the disturbing impacts display a high
spatial or temporal variability, facultative defense mechanisms have often
developed instead (Adler and Harvell, 1990; Harvell, 1990). The latter can be
divided into two different forms: induced defenses and activated defenses.

“Induced defenses” such as induced defense metabolite biosynthesis
(Havel, 1986; Roda and Baldwin, 2003) or induced morphological changes
(Steneck and Adey, 1976; Lewis et al., 1987; Lurling, 2003) are slow. Inducing
factors include predation or attack by harmful microorganisms. After the initial
attack, the priorities of resource allocation in the attacked organism may be
shifted from growth to defense. Sometimes it takes weeks until a protective
effect occurs (Hammerstrom et al., 1998; Taylor et al., 2002). Thus, this type of
mechanism can not be expected to provide immediate protection, but rather
prepares the harmed organism for future attacks.

A faster response to stress factors is the attack-induced transformation of
inactive precursor compounds stored in the tissue of the attacked organism,
thereby yielding transformation products that exhibit a pronounced defensive
activity. Paul and van Alstyne (1992) described this phenomenon as “activated
defense” to distinguish it from the slower “induced defense.” Such mechanisms
are fast (often occurring within seconds after wounding) in order to facilitate
immediate protection against the affecting organism. These reactions are
usually catalyzed by enzymes that convert inactive storage compounds into
defensive products (Paul and van Alstyne, 1992; Hickel et al., 1996).

In the terrestrial environment, activated defense reactions involving
enzymatic transformations of inactive precursors are frequently found in plants.
Examples include cyanogenic glycosides that are transformed into highly toxic
HCN (Conn, 1979; Wajant and Effenberger, 1996; Gleadow and Woodrow,
2002), or as in Brassicaceae and related plants, glucosinolates that are cleaved
to form thiocyanates, isothiocyanate, or isonitriles (Stoewsand, 1995; Fahey
et al., 2001). In all reported examples, the respective precursors are physically
separated by compartmentalization from the biotransformation enzymes. Upon
mechanical damage, the compartments are destroyed, which facilitates the
formation of the protective substances as the enzymes and substrates make
contact.

In the marine environment, examples of activated chemical defense
mechanisms are also found. In green algae, Halimeda, tissue damage leads to
the transformation of the diterpene halimedatetraacetate to the aldehyde
halimedatrial, which is a more potent toxin compared to the precursor (Paul
and van Alstyne, 1992). The green alga Caulerpa taxifolia accumulates
caulerpenyne. After wounding of the algal tissue, it is deacetylated forming a
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group of aldehydes, mainly oxytoxins 1 and 2 (Jung and Pohnert, 2001).
Presumably, the transformation products are more potent defensive compounds
than the precursor. It has been suggested that the rapid biotransformation of
caulerpenyne is catalyzed by an esterase (Jung et al., 2002). A third example is
the cleavage of dimethylsulfoniopropionate (DMSP) to acrylic acid and
dimethylsulfide (DMS) by the enzyme DMSP lyase that was recently observed
in macroalgae (van Alstyne et al., 2001; van Alstyne and Houser, 2003). This
reaction was previously described in unicellular phytoplankton (Wolfe and
Steinke, 1996; Wolfe et al., 1997).

Numerous marine invertebrates face ecological situations that are similar to
those in marine or terrestrial plants. Ascidians, sponges, corals, and bryozoans
are sessile and unable to protect themselves actively by flight or attack. They
have evolved defense mechanisms similar to those of plants. Marine sponges
have been particularly well investigated with regard to putative defense
metabolites. Within the last 30 yr, over 4000 secondary metabolites have been
isolated and described, many of which are biologically active (MarinLit, 2003).
In various cases, these metabolites protect invertebrates against predators,
competitors for settlement space, or against microbial pathogens (Green, 1977
Bakus et al., 1986; Becerro et al., 1997; McClintock et al., 1997; Thacker et al.,
1998; Engel et al., 2002).

Induced chemical defense reactions have also been reported for sponges.
Recent examples are Suberites domuncula and Agelas conifera. In S.
domuncula, the level of two lyso-PAF (platelet-activating factor) congeners is
increased upon exposure to an endotoxin derived from the outer cell wall of
gram-negative bacteria (Miiller et al. 2004). Lyso-PAF and analogues possess
strong antimicrobial activity (Steel et al., 2002) and inhibit the growth of
phytopathogenic fungi (Tanaka et al., 1997). In A. conifera, the concentrations
of the antimicrobial and feeding-deterrent compounds sceptrin and oroidin
increase 3- to 4-fold within 0.5-6 d following wounding of the sponge tissue
(Richelle-Maurer et al., 2003).

An example for an activated chemical defense mechanism in sponges has
been reported for Aplysina aerophoba. This sponge, like other Aplysina species,
accumulates brominated isoxazoline alkaloids in concentrations of up to 10%
dry weight (Albrizio et al., 1994; Aiello et al., 1995; Ciminiello et al., 1994a,b,
1995, 1996a,b, 1997, 1999, 2000; Thoms et al., 2003a). X-ray microanalysis
revealed that these brominated metabolites are mainly stored in specialized
sponge cells called spherulous cells (Turon et al., 2000). Teeyapant and Proksch
(1993) reported the cleavage of these isoxazoline alkaloids in tissue of 4.
aerophoba when freeze-dried sponge material was extracted with water or with
aqueous MeOH. During this reaction, the monocyclic nitrogenous compounds
aeroplysinin-1 (5) and dienone (6) were formed (Figure 1). By extraction of
freeze-dried tissue with 100% MeOH, however, only putative isoxazoline



100 THOMS ET AL.

Br

z
s
(@]

@
\

I
T

5
(0]
Br Br
H,NOC OH
6

FIG. 1. Wound-induced bioconversion of the brominated isoxazoline alkaloids aerophobin-2
(1), aplysinamisin-1 (2), and isofistularin-3 (3) to aeroplysinin-1 (5) and the dienone (6) in
tissue of Aplysina aerophoba. When isofistularin-3 (3) is used as a substrate for the
reaction, the bisoxazolidinone derivative (4) is recovered as a further product.
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precursors, such as isofistularin-3 (3) or aerophobin-2 (1), were recovered.
Subsequently, Ebel et al. (1997) reported that the bioconversion of the
isoxazoline precursors into aeroplysinin-1 (5) and dienone (6) also takes place
when fresh sponge tissue is crushed mechanically in the presence of seawater.
Additional experiments with cell-free extracts from 4. aerophoba and from six
other Aplysina species collected in the Caribbean and in the Mediterranean Sea
revealed that all Aplysina species had the capability to cleave isoxazoline
alkaloids, thereby generating aeroplysinin-1 (5) (Ebel et al., 1997). This led to
the conclusion that the observed cleavage of the isoxazoline precursors is
catalyzed by enzymes present in Aplysina sponges. It was concluded that the
cleavage reactions consist of at least two different steps: in a first step,
degradation of the isoxazoline alkaloids gives rise to the P-hydroxynitrile
aeroplysinin-1 (5), while in a second, this intermediate is converted into the
dienone (6) via enolether hydrolysis and partial hydrolysis of the nitrile group
(Teeyapant and Proksch, 1993; Goldenstein et al., 2000).

Bioactivity studies revealed that bioconversion of the isoxazoline alkaloids
in Aplysina sponges is paralleled by an increase in antibiotic and cytotoxic
activity (Teeyapant et al., 1993; Weiss et al.,, 1996). In contrast, feeding
deterrent activity of the bioconversion products against the Mediterranean fish
species Blennius sphinx is significantly weaker than observed for their
isoxazoline precursors (Thoms et al., 2004).

Recently, Puyana et al. (2003) investigated the Caribbean sponges A.
insularis and A. archeri with regard to a possible biotransformation of
isoxazoline alkaloids following mechanical injury, which was simulated by
stabbing the sponges with a scalpel. In this study, the authors came to the
conclusion, that a conversion of the isoxazoline alkaloids into aeroplysinin-1 (5)
and dienone (6) as reported for A. aerophoba was not apparent in the Caribbean
Aplysina species, and they assumed that past observations of biotransformation
reactions within the genus Aplysina were the results of either differential tissue
extraction efficiency, hydrolysis from insoluble precursors, or a heterogeneous
distribution of metabolites in sponge tissue. These contradictory results
motivated us to reinvestigate the fate of brominated alkaloids in Aplysina
sponges following mechanical injury.

METHODS AND MATERIALS

Sponges of the genus Aplysina (Demospongiae, Verongiida, Aplysinidae)
frequently occur in the Mediterranean as well as in the Caribbean Sea. From
both geographical regions, two representatives each were obtained. Specimens
of the sponge A. aerophoba were collected by scuba diving and snorkeling at
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depths between 3 and 10 m at Banyuls-sur-mer, France, in April 2002 and at
Rovinj, Croatia, in August 2003. A. cavernicola was collected in May 2001 at
Elba, Italy, whereas A. fistularis and A. archeri were from previous collections
in the Bahamas in 1995. The Mediterranean sponge Crambe crambe
(Demospongiae, Poecilosclerida, Myxillidae) was collected off the coast of
Rovinj, Croatia, in August 2003. All sponges were carefully detached from the
substratum with a knife to avoid tissue damage.

During sampling, specimens were kept submerged in ziplock bags filled
with seawater for transport to the laboratory. All experiments with fresh, living
sponge tissue were performed with A. aerophoba collected at Rovinj, Croatia.
These specimens were directly used. For experiments involving lyophilized
tissue, specimens were flash frozen and kept at temperatures below —80°C until
freeze-drying and homogenization of the lyophilized tissue.

Wounding Intensity Series. Six tissue slices, each comprising a volume of
8 ml (thickness, 1 cm) were cut from one A. aerophoba individual with a
scalpel. After the respective treatments, all samples were placed in 15-ml cryo
tubes and flash frozen in liquid nitrogen.

Sample “t,” was flash frozen after it was excised from the living sponge.
Sample “b” was repeatedly stabbed with a scalpel over its entire surface for a
total of 15 sec. After an additional period of 4 min and 45 sec, during which no
further treatment was applied, the sample was flash frozen. Sample “c” was
ground in a mortar for 15 sec instead. After an additional 4 min and 45 sec (no
further treatment), it was flash frozen. Sample “d” was ground for a total of 5
min and immediately flash frozen. Sample “e” was treated like sample “d” with
the exception that 1.5 ml EtOH were immediately added to the fresh tissue prior
to grinding.

The same series of treatments was repeated four times, each time with
samples that had been cut from a different A. aerophoba individual. Additional
slices of two A. aerophoba individuals (samples “a”) were placed in a mortar
without further treatment for 5 min followed by flash freezing.

Prior to HPLC analysis, all samples were lyophilized, ground to a fine
powder, and exhaustively extracted with MeOH. Extracts were then injected
into an HPLC system coupled to a photodiode array detector (Dionex,
Germany). Routine detection was at 254 and 280 nm. The separation column
(125 x 4 mm id.) was prefilled with Eurosphere C-18 (5 pum) (Knauer,
Germany). Compounds were identified by their online UV spectra and by direct
comparison with previously isolated standards (Ebel et al., 1997). Identification
of compounds in extracts was further verified by LC-MS analysis using a diode
array equipped HPLC system (Agilent 1100 Series; Agilent Technologies,
Waldbronn, Germany) coupled to an electrospray ionization (ESI) Mass Spec-
trometer (LC-Q Deca; Finnigan, Bremen, Germany). Separation was achieved
using a Knauer Eurospher C-18 column (5 pm, 2 mm diam x 250 mm long).
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The amount of each individual compound in the samples was calculated from
the detector response in HPLC-UV and the compound-specific molar extinction
coefficients. Based on these data, proportions of the respective brominated
alkaloids in the samples were expressed as percentage of the total content of
brominated alkaloids (set at 100%) present in 1 g lyophilized sponge tissue.

A control experiment was performed with fresh tissue of the sponge C.
crambe that had been collected at Rovinj. Three samples of the sponge tissue
were spiked with one of the A. aerophoba metabolites aeroplysinin-1 (5),
aerophobin-2 (1), or isofistularin-3 (3), each at concentrations within the range
of their natural abundance in 4. aerophoba (aeroplysinin-1 as found in damaged
sponge tissue). To a fourth C. crambe tissue piece, no 4. aerophoba metabolites
were added. Samples were ground for 5 min and subsequently flash frozen.
After lyophilization, samples were extracted and analyzed as described above.

Time Course Experiment Fresh tissue slices of A. aerophoba of the same
volume as described in the experiment above (8 ml) were ground for 15 sec in a
mortar. Over a total period of 165 sec, measured from the onset of grinding,
aliquots were collected from the ground material and immediately frozen in
liquid nitrogen. Following lyophilization, they were extracted and analyzed
using HPLC-UV and LC-MS under the conditions described above. All samples
comprising one time series resulted from one A. aerophoba individual. The four
parallel experiments were performed with one individual each.

Experiments with Lyophilized Animal Tissue Experiments were performed
with tissue of the two Mediterranean sponges, 4. aerophoba and A. cavernicola,
and the Caribbean sponges A. fistularis and A. archeri. For each species,
lyophilized tissue from three different individuals was used. Tissue was ground
and homogenized. Subsequently, two portions of 100 mg were sampled. One of
these was used for exhaustive extraction with MeOH. The other was mixed with
600 pl seawater, kept therein overnight, and was subsequently lyophilized
again. After extraction with MeOH, all samples were analyzed as described
above to determine the molar concentrations of the brominated alkaloids.

Additionally, lyophilized and ground tissue of 4. archeri was spiked with
aerophobin-2 (1) isolated from A. aerophoba in a concentration found naturally
in the latter. The mixture was incubated in 600 pl seawater and subsequently
lyophilized, extracted, and analyzed as described above.

Control experiments were performed with lyophilized and ground tissue of
the marine opisthobranch Tylodina perversa and the sponge C. crambe. Mantle
tissue of 7. perversa naturally contains Aplysina alkaloids (Ebel et al., 1999;
Thoms et al., 2003b). The opisthobranch tissue was incubated in seawater,
lyophilized again, and subsequently extracted and analyzed as described for the
lyophilized Aplysina sponge samples. Tissue of the sponge C. crambe was
treated likewise, but prior to incubation in seawater was mixed with aerophobin-
2 (1) and isofistularin-3 (3) in concentrations as found in 4. aerophoba.
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Data Analyses. Data of the wounding intensity series and the time course
experiment were analyzed by randomized block analysis of variance, and
multiple comparisons were made with the Tukey—Kramer test for unequal
sample sizes (Zar, 1999). Percentage data were arcsine-transformed prior to
statistical analyses. In case of missing data in the randomized block design, data
were estimated iteratively, and the bias in the group sum of squares (group SS)
as well as the total degrees of freedom (df) was corrected according to Li
(1964) and Glen and Kramer (1958).

For analysis of variations in the relative concentration of bioconversion
products in lyophilized Aplysina sponge tissue upon treatment with seawater,
the percentage data were arcsine-transformed and subsequently analyzed using
a two-tailed paired #-test (Zar, 1999).

RESULTS

Constitutive Alkaloid Patterns in Intact A. aerophoba Individuals Obtained
from Croatia and France. The isoxazoline alkaloids aerophobin-2 (1) and
isofistularin-3 (3) were the dominant compounds in individuals collected at
Rovinj, Croatia (Table 1A). Aeroplysinin-1 (5) was present only at lower
concentrations. Other isoxazoline alkaloids that are known for 4. aerophoba
(e.g., purealidines and aerophobin-1) were detected but not quantified, as they
occurred only in negligible concentrations. Dienone (6) and aplysinamisin-1 (2)
were not detected. In contrast, in individuals of 4. aerophoba collected at the
French coast at Banyuls, aplysinamisin-1 (2) was dominant, followed by
aerophobin-2 (1) and isofistularin-3 (3) (Table 1B). Neither aeroplysinin-1 (5)
nor dienone (6) was detected in these sponges. The sponge zoochrome uranidine

TABLE 1A. CONTENTS AND RELATIVE CONCENTRATIONS OF BROMINATED ALKALOIDS
IN FRESH TISSUE OF Aplysina aerophoba COLLECTED AT THE MEDITERRANEAN COAST
OF ROVINJ, CROATIA

Content in 1 g dry Content in 1 ml fresh Alkaloid pattern in
Alkaloid weight (umol) tissue (nmol) percentages (%)

Aerophobin-2 (1) 134.4 +29.6 28.0 + 6.2 68.9 + 4.4
Isofistularin-3 (3) 48.5£9.0 10.1 £ 1.9 25.0+2.0
Aplysinamisin-1 (2) n.d. n.d. 0
Aeroplysinin-1 (5) 11.7 £8.2 24+ 1.7 6.1 £42
Dienone (6) n.d. n.d. 0

Total 194.5 £37.9 40.5+£7.9

N = 10; n.d. = not detected in the sample by HPLC-UV.
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TABLE 1B. CONTENTS AND RELATIVE CONCENTRATIONS OF BROMINATED ALKALOIDS
IN FRESH TISSUE OF Aplysina aerophoba COLLECTED AT THE MEDITERRANEAN COAST
OF BANYULS-SUR-MER, FRANCE

Content in 1 g dry Content in 1 ml fresh Alkaloid pattern in
Alkaloid weight (umol) tissue (umol) percentages (%)

Aerophobin-2 (1) 29.2 + 6.6 6.1+1.4 255+33
Isofistularin-3 (3) 185+52 39+1.1 16.0 + 2.6
Aplysinamisin-1 (2) 67.2+17.9 14.0 + 3.7 584 +5.7
Aeroplysinin-1 (5) n.d. n.d. 0
Dienone (6) n.d. n.d. 0

Total 114.8 £26. 7 239+56

N = 3; n.d. = not detected in the sample by HPLC-UV.

was abundantly present in all analyzed sponge individuals, but due to its
instability upon contact with air it could not be reliably quantified.

The overall concentration of brominated alkaloids was considerably lower
in the A. aerophoba samples from France (Table 1B) than in the specimens
from Croatia (Table 1A). Consistent with previous studies on other Aplysina
species (Puyana et al., 2003), the absolute amounts of the various alkaloids
detected in individuals of A. aerophoba (expressed as micromoles per gram
dried tissue or as micromoles per ml volume of sponge tissue) varied
considerably, whereas the relative proportions (in % compared to the total
amount of alkaloids that was set at 100%) of the individual alkaloids turned out
to be remarkably consistent for sponge specimens collected in France as well as
in Croatia (Table 1A, B).

Wounding Intensity Series. The intensity of artificial damage to tissue
taken from freshly collected A. aerophoba individuals was gradually increased
by applying different methods of tissue destruction (stabbing with scalpel,
grinding in mortar, addition of organic solvent plus grinding). This approach
revealed an unequivocal correlation between increase in tissue destruction
(wounding intensity), gradual disappearance of isoxazoline alkaloids, and
concomitant increase in aeroplysinin-1 (5) content in injured vs. intact A.
aerophoba tissue (Figure 2 and Table 2).

The possible effect of air exposure (without accessory wounding) on the
metabolite pattern in tissue slices was tested (samples “a” in Figure 2 and Table
2). For this purpose, freshly cut slices of A. aerophoba were kept exposed to air
in a mortar for 5 min before they were flash frozen. The brominated alkaloid
composition in this tissue remained largely unchanged by this treatment, when
compared to controls (“ty” samples) that were flash frozen immediately after
having been cut from the living sponge.
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FIG. 2. Variations in the relative concentration of aeroplysinin-1 (5) in 4. aerophoba
tissue upon different intensities of wounding. Aeroplysinin-1 proportion is given in
percent relative to the total brominated alkaloid content (set at 100%) in the sponge. For
explanation of 7, a, b, ¢, d, and e, refer to Table 2. Data were arcsine-transformed prior
to statistical analysis. Randomized block analysis of variance: F = 21.13, P < 0.001.
Tukey—Kramer multiple comparisons (significant differences are indicated, only): d # to,
d#a,d#b,e#tg,e#+a,e£b,e#c.

Stabbing of the sponge tissue with a scalpel over a period of 15 sec
followed by subsequent exposure to air for 4 min 45 sec similarly had no
apparent effect on the alkaloid pattern (samples ). However, the pronounced
increase in tissue destruction caused by grinding the tissue in a mortar for 15 sec
substantially changed the metabolite composition (samples ¢). By this
treatment, a heterogeneous mixture of different-sized tissue pieces was
obtained. As a result, aeroplysinin-1 (5) abundance in the sponge tissue
increased more than 3-fold when compared to samples “a” or “b” (Table 2),
whereas the concentrations of aerophobin-2 (1) and isofistularin-3 (3) decreased
markedly.

When the grinding time of the sponge tissue was extended to 5 min
(sample “d”), the tissue was more effectively crushed than observed for sample
“c,” yielding a rather homogenous mixture of cellular debris. This resulted in a
pronounced increase in the abundance of aeroplysinin-1 (5) (compared, for
example, to sample “c”), which now accounted for almost two-thirds of all
brominated alkaloids detected (Figure 2). In sample “e,” which had been
subjected to grinding for 5 min in the presence of 16% EtOH (v/v),
aeroplysinin-1 accounted for almost 90% of all brominated metabolites (Figure
2). In samples “c,” “d,” and “e,” the rise in concentration of aeroplysinin-1 was
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paralleled by an equally impressing decrease in the concentrations of
isofistularin-3 (3) or of aerophobin-2 (1) (Table 2). Dienone (6) was not
detected in any of the samples.

A control experiment was performed with the Mediterranean sponge C.
crambe that contains no brominated alkaloids. Aeroplysinin-1 (5), aerophobin-2
(1), and isofistularin-3 (3) isolated from A. aerophoba were added to fresh tissue
of C. crambe. The concentrations remained unchanged (recovery rates of 97—
98%) after they were ground with C. crambe tissue over 5 min (similar treat-
ment to sample “d” in the experiment with A. aerophoba; Table 2) (Figure 3).
Neither aeroplysinin-1 (5) nor dienone (6) was detected in the ground samples
that had been mixed with aerophobin-2 (1) and isofistularin-3 (3). In the ground
sample that had been mixed with aeroplysinin-1 (5), no dienone (6) was
detected. The metabolite composition of C. crambe also remained unaffected by
the treatment.

Time Course Experiment. Grinding of fresh A. aerophoba tissue for 15 sec
and subsequent collection of samples at set time intervals revealed a gradual and
time-dependent increase in the relative proportions of aeroplysinin-1 (5) from

a b
A W A —
. C. crambe metabolites
C. crambe metabolites ‘; A
~ ©
£
>
25+ 50 8‘
—
[
o7 (0]

¢ d
" o C. crambe metabolités] " 2 e

2 <

100] 3 E
2 1e0] C. crambe |3
) metabolites |2

] = 1004 8
3 pog):

T T T T T
50 100 150 200 250 300 350 50 100 150 200 250 300 350

FI1G. 3. Comparative HPLC analysis of crude extracts from ground fresh Crambe crambe
tissue spiked with A. aerophoba metabolites (grinding time: 5 min). (a) C. crambe tissue
without A. aerophoba metabolites added. (b) C. crambe tissue + aeroplysinin-1 (5). (c) C.
crambe tissue + aerophobin-2 (1). (d) C. crambe tissue + isofistularin-3 (3). Recovery
rates for A. aerophoba metabolites after grinding: 97-98%.
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FIG. 4. Variations in the relative concentrations of aerophobin-2 (1), isofistularin-3 (3),
and aeroplysinin-1 (5) in 4. aerophoba tissue after 15 sec of grinding over a 165-sec time
course. Proportions of the respective alkaloids are given in percent relative to the total
brominated alkaloid content (set at 100%) in the sponge. Data were arcsine-transformed
prior to statistical analysis. Randomized block analysis of variance: aeroplysinin-1: F =
10.75, P < 0.001; aerophobin-2 and isofistularin-3: no statistically significant differences.
Tukey—Kramer multiple comparisons for aeroplysinin-1 (significant differences are
indicated only): 0 # 20 sec, 0 # 45 sec, 0 # 75 sec, 0 # 105 sec, 0 # 135 sec, 0 # 165 sec.

4.5 £ 2.0% in undamaged controls (ty) to 25.0 + 4.8% in samples taken after 45
sec (Figure 4). Thereafter, the aeroplyinin-1 concentrations remained largely
unchanged until the observation was terminated after 165 sec.

Experiments with Lyophilized Animal Tissue. In lyophilized tissue of intact
Aplysina sponges from the Mediterranean Sea (A. aerophoba and A.
cavernicola) and from the Caribbean Sea (4. fistularis and A. archeri),
brominated isoxazoline alkaloids consistently dominated over aeroplysinin-1
(5) or dienone (6) (Tables 1A, B, and 3) even though the alkaloid concentrations
showed considerable inter- and intraspecific variation. Following incubation of
lyophilized tissue in seawater, the concentrations declined in a pronounced
manner, whereas the concentrations of both aeroplysinin-1 (5) and the dienone
(6) increased sharply (Table 3, Figure 5). This phenomenon was consistent for
all analyzed samples.

A second experiment was performed with lyophilized tissue of 4. archeri.
This sponge contains large amounts of various isoxazoline alkaloids (Table 3).
Aerophobin-2 (1), however, which is a major alkaloid in A. aerophoba, was not
detected in the specimens of A. archeri available for this study. Powdered
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FIG. 5. Variations in the relative concentration of the postulated bioconversion products
in ground lyophilized tissue of various Aplysina species upon treatment with seawater.
The concentrations of bioconversion products aeroplysinin-1 (5) and dienone (6) are
pooled. Their proportion is given in percent relative to the total brominated alkaloid
content (set at 100%) in the respective sponge. Data were arcsine-transformed prior to
statistical analysis. no sw = before treatment with seawater; sw = after treatment with
seawater.

lyophilized tissue of A. archeri was spiked with aerophobin-2 (1) and
subsequently incubated in seawater. Extraction and chromatographic analysis
of the sample revealed that the added aerophobin-2, as well as the native
isoxazoline alkaloids originally present in 4. archeri, completely disappeared,
whereas dienone (6) showed a considerable increase when compared to a
parallel sample that had been lyophilized and extracted without seawater
(Figure 6). In contrast, concentrations of the isoxazoline alkaloids aerophobin-2
(1) and isofistularin-3 (3) added to lyophilized and ground tissue of the sponge
C. crambe remained unchanged, and neither aeroplysinin-1 (5) nor dienone (6)
occurred after the tissue had been incubated in seawater [resulting HPLC
chromatograms were similar to those shown for the experiments with fresh
tissue of C. crambe (Figure 3) and, therefore, are not shown separately].
Similarly, in mantle tissue of the marine opisthobranch 7. perversa, the
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FIG. 6. Comparative HPLC analysis of ground lyophilized tissue of Aplysina archeri
spiked with aerophobin-2 (1) before (a) and after (b) treatment with seawater. The signal
intensity axis in both chromatograms is uniformly scaled to facilitate direct comparison.



ACTIVATED CHEMICAL DEFENSE IN Aplysina SPONGES REVISITED 113

concentrations of naturally occurring isoxazoline alkaloids remained un-
changed, and neither aeroplysinin-1 nor dienone was detected after incubation
of the lyophilized and ground material in seawater (data not shown).

DISCUSSION

Comparison of A. aerophoba individuals collected at Banyuls-sur-mer with
those collected at Rovinj revealed considerable qualitative and quantitative
differences in alkaloid patterns (Table 1A, B). The isoxazoline alkaloid
aplysinamisin-1 (2) that consistently dominated the alkaloid pattern of the
sponges from the French Mediterranean coast was not detected in sponges from
Croatia. In sponges collected at Rovinj, we detected minor amounts of
aeroplysinin-1 (5), which, in turn, were not found in individuals from Banyuls
(Table 1A, B).

Within 10 specimens of A. aerophoba collected along a transect spanning
several kilometers at Rovinj, the qualitative composition of the alkaloid patterns
turned out to be remarkably similar (Table 1A). However, the absolute contents
of brominated alkaloid showed a pronounced variability. Even different tissue
samples within a single individual had considerable differences in total
brominated alkaloid content. Pronounced variability of secondary metabolite
concentrations is a commonly observed phenomenon in Porifera (e.g., Becerro
et al., 1995; Betancourt-Lozano et al., 1998; Page et al., 2005), and in regard to
the distinct natural variability of the alkaloid pattern in sponges of the genus
Aplysina, our observations are in accordance with those of Puyana et al. (2003).

This natural variability in Aplysina sponges complicates investigations on
artificially induced changes in the alkaloid profile, as large standard deviations
resulting from replicates with erratic values are likely to obscure possible
changes. For our experiments on the injury-induced bioconversion, we,
therefore, selected the sponges from Rovinj that showed similarity in relative
compositions of their alkaloids. By comparison before and after an experimental
treatment (next to the comparison of the absolute values), we circumvented the
problem of the vast standard deviations arising when absolute values are
compared. We also complimented the experiments involving fresh tissue of 4.
aerophoba with experiments employing lyophilized sponge material. We had
determined in our earlier studies (Teeyapant and Proksch, 1993) that the latter
has the advantage of being amenable to grinding and homogenization prior to
experimental treatment without inducing changes in the alkaloid pattern.
Hereby, identical starting material is provided for all samples of an experiment,
and even absolute values of the metabolite contents can be compared.

We caused injuries of different intensities to fresh, living tissue of A.
aerophoba individuals (Table 2, Figure 2). In all samples, the reaction time, i.e.,
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the period of time between the onset of the wounding and the flash freezing of
the sample, was kept constant at 5 min. Thus, the only variable parameter was
the intensity of wounding. In tissue samples that were only damaged to the
degree necessary for removal of the sample from the whole sponge (samples
“a”), the isoxazoline alkaloid (1 and 3) proportion relative to the total
brominated alkaloid content amounted to 93.2 + 0.1% (Figure 2). Alkaloid
proportions in these samples were almost identical to samples that were
immediately flash frozen after being cut from the sponge (samples “t,”). Also,
wounding by stabbing with a scalpel (samples “b”) did not cause any
observable changes in the alkaloid patterns. However, grinding the tissue over
15 sec lowered the isoxazoline alkaloid (1+3) proportion to 66.9 + 11.9%,
whereas proportions of aeroplysinin-1 (5) increased (samples “c”). By grinding
for 5 min, the sponge tissue was more finely homogenized, causing a decrease
in the isoxazoline alkaloid proportion to 32.7 £ 12.0% (samples “d”). Addition
of EtOH before 5 min grinding resulted in an isoxazoline alkaloid proportion of
merely 9.6 £ 7.5% (samples “e”). The absolute content of the alkaloids (1 + 3)
consequently decreased from an original value of 183.3 + 49 umol g~ ' dry
weight in the samples “ty” to 8.8 + 5.0 umol g~ ' in samples “e” (Table 2). At
the same time, the aeroplysinin-1 (5) content increased from 11.8 £ 9.2 to 107.6
+ 54.4 yumol g~ ' dry weight sponge tissue. Thus, this experiment revealed a
clear relationship between intensity of injury, decline of isoxazoline alkaloids
(1 + 3), and rise of aeroplysinin-1 (5).

A time course experiment conducted for an aliquot of sample “c” that ran
over a total of 165 sec (15 sec grinding followed by an additional exposure of
the treated tissue for 150 sec) demonstrated the time-dependent increase in
aeroplysinin-1 (5) (Figure 4). The injury-induced reactions take place within
less than 1 min after wounding.

The capability of converting isoxazoline alkaloids to acroplysinin-1 (5) and
to the dienone (6), which possibly arises from the former by enolether
hydrolysis and by partial hydrolysis of the nitrile group thereby giving rise to
the amide function, can also be demonstrated for other Aplysina sponges such as
A. cavernicola, A. fistularis, and A. archeri. From the latter three, only freeze-
dried material was available. To obtain comparable results for the different
sponges tested, A. aerophoba tissue was also lyophilized. Lyophilized and
ground material of each Aplysina sponge analyzed was divided into two
aliquots. One cohort was extracted with MeOH, the other aliquot was incubated
in seawater, again lyophilized and subsequently extracted with MeOH. HPLC
analysis revealed clear differences in alkaloid profiles between the two
treatments (Table 3). Isoxazoline alkaloids dominated in all sponges that had
been directly extracted after lyophilization, whereas samples that had been
incubated in seawater showed decreased levels and dramatic increases in
amounts of aeroplysinin-1 (5) and/or dienone (6). Exogenously added



ACTIVATED CHEMICAL DEFENSE IN Aplysina SPONGES REVISITED 115

aerophobin-2 (1), which was not among the brominated isoxazoline alkaloids
detected in A. archeri, was similarly metabolized by lyophilized powder of this
sponge when incubated in seawater (Figure 6). The possibility that the cleavage
of the isoxazoline alkaloids is mediated by seawater alone can be excluded as it
does not occur in the absence of Aplysina sponge tissue (or crude protein extract
of these sponges) as demonstrated in our controls with tissue of C. crambe and
T. perversa (Figure 3).

In contrast to compounds such as aerophobin-1 (1), alkaloid precursors
consisting of two isoxazoline moieties (e.g., isofistularin-3 (3) in 4. aerophoba
and aerothionin in 4. cavernicola and in the Caribbean Aplysina species) give
rise to two molecules of aeroplysinin-1 upon enzymatic cleavage. This may
explain the observation that the total molar concentrations of alkaloids
(isoxazoline precursors + generated bioconversion products) in samples treated
with seawater in some cases exceed the molar concentrations of precursors in
the untreated samples (Table 3). The fact that the dienone (6) was also observed
for A. aerophoba (Table 3) in experiments using lyophilized sponge tissue,
whereas it had not been detected for the same sponge in the wounding intensity
experiment (Table 2), can probably be explained by the different incubation
times used in the experiments (overnight vs. 5 min in case of living tissue).

All experiments unequivocally suggest a wound-induced conversion of
brominated isoxazoline alkaloids to aeroplysinin-1 (5), which may react further
yielding the dienone (6). These results are in line with our earlier studies
(Teeyapant and Proksch, 1993; Ebel et al., 1997), but are in contrast to the
observations and conclusions made by Puyana et al. (2003) in their recent study.
Puyana et al. (2003) suggest that our reports on the bioconversion phenomenon
were the result of either (1) differential tissue extraction efficiency, (2)
formation of aeroplysinin-1 (5) and/or dienone (6) upon contact of the fresh,
wet sponge tissue with organic solvents as artifacts from otherwise insoluble
precursors (other than the isoxazoline alkaloids), or (3) heterogeneous
distribution of the putative bioconversion products in sponges. Based on these
new results and on those from previous studies (Teeyapant and Proksch, 1993;
Ebel et al., 1997), we believe that the arguments raised by Puyana et al. (2003)
are insufficient to explain the observed phenomenon. We comment on them
point by point:

(1) Differential tissue extraction efficiency: Upon artificial wounding of living
tissue of 4. aerophoba, an obvious correlation between wounding intensity,
decrease in brominated isoxazoline alkaloids (1 and 3), and a concomitant
rise of aeroplysinin-1 (5) became obvious (Table 2, Figure 2). Different
extraction efficiencies as an explanation for this phenomenon are unlikely
as all tissue samples had been treated the same way (5 min of exposure
followed by flash freezing, lyophilization, and extraction). The only
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parameter in which the samples differed was the degree of tissue damage
inflicted. While in the aforementioned experiment wounding intensity
varied, this parameter was identical for all samples of the time course
experiment (Figure 4). Nevertheless, we observed a steady increase the
aeroplysinin-1 (5) concentration paralleled by a decrease in isoxazoline
alkaloids that was positively correlated with the time between wounding
and flash freezing of the damaged tissue.

(2) Formation of aeroplysinin-1 (5) and/or dienone (6) upon contact of the
fresh, wet sponge tissue with organic solvents as artifacts from otherwise
insoluble precursors: Aeroplysinin-1 (5) is indeed accumulated when living
tissue of 4. aerophoba contacts organic solvents as shown, for example, for
sample “e” (Table 2), where living tissue of 4. aerophoba was treated with
diluted EtOH. Except for sample “e,” however, all other samples of living
A. aerophoba tissue analyzed in this study had been lyophilized prior to
exposure to organic solvents. Nevertheless, in all of these samples,
aeroplysinin-1 (5) occurred at high concentrations when the respective
tissue had been damaged in a substantial manner prior to extraction (Table
2 and Figure 4). At the same time, isoxazoline alkaloid concentrations
decreased significantly. Thus, the formation of artifacts upon organic
solvent exposition of wet sponge tissue can be ruled out as a plausible
explanation for the observed changes in the alkaloid pattern.

(3) Heterogeneous distribution of the putative bioconversion products in
sponge tissue: As described in Table 1A and B, alkaloid patterns as well
as alkaloid concentrations in different specimens of A. aerophoba are
subject to intraspecific and even intraindividual variation. Within a given
sponge population, these differences are, however, mostly quantitative and
not qualitative. For example, all specimens of A. aerophoba collected in
Rovinj (Croatia) exhibited remarkably homogenous alkaloid profiles and
differed only in regard to total alkaloid concentrations (expressed as pmol/g
dried tissue or as umol/ml volume of sponge tissue). The observed changes
(reproducible decrease in isoxazoline alkaloids paralleled by a concomitant
increase in aeroplysinin-1) we encountered during our experiments, therefore,
can not be ascribed to lack of homogeneity of the sponge samples used.

While experiments with lyophilized sponge tissue provide only limited
information for processes taking place under in situ conditions in living tissue,
these experiments have the advantage of providing homogenous material in
regard to alkaloid patterns and concentrations. Therefore, differences in alkaloid
concentrations of control samples vs. treated samples can not be attributed to
nonhomogeneous sponge tissue in experiments using lyophilized material
(Table 3, Figure 5 and 6).
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The only plausible explanation for the observed changes in the alkaloid
patterns of Aplysina species is the effect of wounding itself, which results in a
breakdown of cellular compartmentalization. We assume that the spherulous
cells containing the isoxazoline alkaloids are broken down by mechanical
damage. This results in the activation of the bioconversion of isoxazoline
alkaloids yielding aeroplysinin-1 (5), which may further react to the dienone
(6). This process would be similar to other known wound-induced bioconver-
sion reactions (e.g., cleavage of cyanogenic glycosides or glucosinolates) in the
plant and animal kingdom (Conn, 1979; Paul and van Alstyne, 1992; Wajant
and Effenberger, 1996).

The hypothesis that aeroplysinin-1 (5) and dienone (6) arise from a
cleavage of isoxazoline alkaloids is corroborated by a series of further
observations: (1) after damaging tissue of Aplysina sponges, we never observed
an increase in the concentration of the postulated bioconversion products
aeroplysinin-1 (5) and dienone (6) without a concomitant decrease in the
concentrations of the isoxazoline alkaloids; (2) the structures of the postulated
bioconversion products (5 + 6) are directly deducible from the structures of the
brominated isoxazoline alkaloids (1-3) (Figure 1); (3) the bisoxazolidinone
derivative (4) would be expected as a byproduct of the proposed cleavage of
isofistularin-3 (3) into aeroplysinin-1 (5). When performing in vitro assays on
the bioconversion of isofistularin-3 using a cell-free extract of 4. aerophoba, we
detected the formation of the bisoxazolidinone derivative (4) next to
aeroplysinin-1 (5) and dienone (6) (Ebel et al., 1997).

The fact that Puyana et al. (2003) failed to detect alkaloid conversions is
probably attributable to insufficient wounding of the sponges, as a mere
stabbing of sponge tissue with a scalpel was insufficient to provoke a
measurable conversion of isoxazoline alkaloids in our study as well (Table 2).
More severe tissue damage as can be achieved by grinding are necessary (Table
2), as otherwise small changes in the alkaloid composition that will occur only
in injured cells are likely to be masked by the unchanged alkaloid profiles
remaining in the intact cells that will by far outnumber the former.

Activated chemical defense mechanisms, i.e., rapid conversions of inactive
precursor compounds into ecologically active products (reviewed in Havel,
1986; Adler and Harvell, 1990; Paul and Puglisi, 2004), are typically catalyzed
by enzymes that are usually separated from their substrates (precursors) by
compartmentalization. Upon tissue damage, these compartments are disrupted,
facilitating the contact between substrates and the enzymes, which in turn
induces the bioconversion. In many cases, the compounds emanating from such
reactions arise from cleavage of the precursors. Compartmentalization is also
observed in the mesohyl tissue of sponges of the genus Aplysina: the
brominated isoxazoline alkaloids are mainly stored in specialized cells, the so-
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called spherulous cells, in the sponge tissue (Thompson et al., 1983; Turon
et al., 2000).

The bioconversion reactions that are observed for living as well as for
lyophilized tissue of Aplysina species appear to be specific for these sponges, as
other marine invertebrates, the sponge C. crambe and the opisthobranch T.
perversa, were unable to convert isoxazoline alkaloids. This is of special
interest with regard to 7. perversa, as this gastropod sequesters isoxazoline
alkaloids from its prey A. aerophoba (Ebel et al., 1999; Thoms et al., 2003b). In
contrast to C. crambe, the tissue of this gastropod “naturally” contains
brominated isoxazoline alkaloids. However, after grinding and incubating
lyophilized tissue of T. perversa, we observed no changes in alkaloid profiles
or concentrations. Neither aeroplysinin-1 nor dienone was detected, indicating
that no biotransformation reactions had occurred.

Earlier experiments with cell-free protein extracts from various sponges
revealed that only extracts from the sponges 4. aerophoba, A. cavernicola (both
from the Mediterranean Sea), 4. archeri, A. cauliformis, A. fistularis, A. fulva,
and A. lacunosa (all from the Caribbean) were able to cleave isoxazoline
alkaloids into aeroplysinin-1 and dienone. In cell-free protein extracts from
other sponges, Stelletta globostellata (order Astrophorida), Axinella carteri
(order Halichondrida), and Theonella swinhoei (order Lithistida) that do not
accumulate brominated isoxazoline alkaloids, the concentrations of added
isofistularin-3 or aerophobin-2 remained unchanged, and no aeroplysinin-1 or
dienone occurred under otherwise identical conditions (Ebel et al., 1997).
Alkaloid biotransformation by cell-free protein extracts from Aplysina sponges
may be inhibited by addition of trichloric acid as well as by boiling (Ebel et al.,
1997; Fendert, 2000). Substrate specificity studies that were carried out in vitro
with naturally occurring isoxazoline alkaloids and with synthetic analogues
indicated that the postulated alkaloid splitting enzyme(s) are specific for
substrates containing spirocyclohexadienisoxazoline moieties and acyl amide
chains (Fendert, 2000; Goldenstein et al., 2000). Unfortunately, attempts to
isolate the responsible enzyme(s) from this crude extract have been unsuccess-
ful due to activity loss during purification (Ebel, 1998). Thus, while a final proof
for the enzymatic nature of the bioconversion [e.g., the purification and detailed
characterization of the responsible enzyme(s)] is still lacking, our observations
point toward an involvement of enzymes in the bioconversion reactions.

The question remains whether the alkaloid conversion is ecologically
advantageous for Aplysina sponges and can be considered an example of an
activated chemical defense. Choice feeding experiments with the Mediterranean
fish B. sphinx revealed that aeroplysinin-1 (5), as well as dienone (6), possesses
considerably lower feeding deterrent properties against test fishes than their
precursors (e.g., aerophobin-2 or isofistularin-3) when tested at their natural
concentrations (Thoms et al., 2004). Even if in the course of the bioconversion
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the feeding deterrent properties intensified, this could hardly be considered an
activated protection against predatory fishes. First, the bioconversion rate (45
sec to 1 min; Figure 4 and Ebel et al., 1997) would probably be too slow to deter
the predators in time, before serious wounding was caused. Second, the
bioconversion products would presumably only arise at the surface of the
sponge tissue piece bitten off, as only here does a decompartmentalization of
the spherulous cells occur. The arising bioconversion product concentration
would probably be too low to have a noteworthy effect on predators. It appears
unlikely that the wound-induced bioconversion of alkaloids in Aplysina species
will increase the fitness of sponges toward fish predators.

The situation is different, however, when a defense against microbial
pathogens is considered. In this case, it might possibly be sufficient if the
bioconversion products were formed only in injured cells, as penetration of
pathogenic microorganisms is likely to occur through wounded tissue. It is
difficult to determine the actual metabolite concentration in the thin surface
layer covering the wounded tissue, because it is virtually impossible to harvest
and analyze only wounded cells without adherent healthy tissue that will mask
the results of a chemical analysis due to the “static” alkaloid profile that will
remain unchanged. The only reasonable approximation for the concentrations of
aeroplysinin-1 (5) and the dienone (6) that arise locally in wounded surface
tissue are the amounts of bioconversion products that are formed in finely
macerated sponge tissue. We determined the concentration of aeroplysinin-1 (5)
in tissue of 4. aerophoba after 5 min of grinding to amount to 4400 + 2036 pg
ml~ ! sponge tissue (Table 2). Teeyapant et al. (1993) determined the Minimum
Inhibitory Concentrations (MIC) of aeroplysinin-1 and dienone against Bacillus
subtilis, Staphylococcus aureus, and Escherichia coli to range between 12.5 and
50 g ml~! depending on the bacterial species tested. Kelly et al. (2003) were
able to show that seawater bacteria attachment to agar blocks treated with
aeroplysinin-1 at a concentration of 1000 pg ml~' was reduced to 1.4 £ 0.1%
compared to untreated controls. Dienone at a concentration of 250 ug ml™!
reduced bacterial attachment to 4.1 + 0.1%. An amount of 5 pg aeroplysinin-1
showed activity against two out of six marine bacteria species tested in an agar
diffusion assay (Weiss et al., 1996). Dienone at the same concentration inhibited
the growth of five of six species in this experiment. One hundred pg of
aeroplysinin-1 as well as 100 pg dienone were active against all eight marine
bacteria species tested. Debitus et al. (1998) found activity for both compounds
when they tested 10 pg of them against S. aureus and Vibrio anguillarum in
agar diffusion assays. They proposed dienone (6) for use as an antibiotic in
mariculture, as their investigation revealed that it rivals chloramphenicol with
regard to decreasing mortality of scallop (Pecten maximus) larvae in culture.
Thus, the concentrations of the bioconversion products arising in ground fresh
A. aerophoba tissue exceed concentrations that have proven effective against
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bacterial invasion, suggesting that the generation of aeroplysinin-1 (5) and
subsequently of the dienone (6) at the site of wounding might protect injured
sponge tissue against pathogenic bacteria. Consequently, in the course of the
wound-induced bioconversion, the antipredatory isoxazoline alkaloids stored
constitutively in tissue of Aplysina sponges are cleaved into compounds with
pronounced antimicrobial activity. This process seems to correlate with the
change in needs of the sponges after their tissue has been wounded and reveals
the multiple ecological functions that marine natural products can possess.

Acknowledgment—We acknowledge Prof. Werner E.G. Miiller, Prof. Renato Batel, and the
staff of the Ruder Boscovic Center for Marine Research for assistance during organization of sample
collections and laboratory work at Rovinj, Croatia. We also thank Sabine Borstel for help in
isolating the sponge metabolites and Arno Kunze for samples from Caribbean Aplysina sponges.
Carsten Thoms acknowledges support with a Fedodor Lynen Fellowship from the Alexander von
Humboldt Foundation, Bonn. This work was supported by the Bundesministerium fiir Bildung und
Forschung (project: Center of Excellence BIOTECmarin). Finally, we thank two anonymous
referees who helped to improve this manuscript.

REFERENCES

ADLER, F. R. and HARVELL, C. D. 1990. Inducible defenses, phenotypic variability and biotic
environments. Trends Ecol. Evol. 5:407-410.

AIELLO, A., FATTORUSSO, E., MENNA, M., and PANSINI, M. 1995. Chemistry of Verongida sponges.
5. Brominated metabolites from the Caribbean sponge Pseudoceratina sp. Biochem. Syst. Ecol.
23:377-381.

ALBRIZIO, S., CIMINIELLO, P., FATTORUSSO, E., MAGNO, S., and PANSINI, M. 1994. Chemistry of
Verongida sponges. 1. Constituents of the Caribbean sponge Pseudoceratina crassa.
Tetrahedron 50:783-788.

BAKUS, G. J., TARGETT, N. M., and SCHULTE, B. 1986. Chemical ecology of marine organisms: An
overview. J. Chem. Ecol. 12:951-987.

BECERRO, M. A., TURON, X., and URiz, M. J. 1995. Natural variation of toxicity in encrusting
sponge Crambe crambe (Schmidt) in relation to size and environment. J. Chem. Ecol. 21:1931—
1946.

BECERRO, M. A., TURON, X., and URIZ, M. J. 1997. Multiple functions for secondary metabolites in
encrusting marine invertebrates. J. Chem. Ecol. 23:1527-1547.

BETANCOURT-LOZANO, M., GONZALEZ-FARIAS, F., GONZALEZ-ACOSTA, B., GARCIA-GASCA, A., and
BASTIDA-ZAVALA, J. R. 1998. Variation of antimicrobial activity of the sponge Aplysina
fistularis (Pallas, 1766) and its relation to associated fauna. J. Exp. Mar. Biol. Ecol. 223:1-18.

CIMINIELLO, P., COSTANTINO, V., FATTORUSSO, E., MAGNO, S., MANGONI, A., and PANSINI, M.
1994a. Chemistry of Verongida sponges. 2. Constituents of the Caribbean sponge Aplysina
fistularis forma fulva. J. Nat. Prod. 57:705-712.

CIMINIELLO, P., FATTORUSSO, E., MAGNO, S., and PANSINI, M. 1994b. Chemistry of Verongida
sponges. 3. Constituents of a Caribbean Verongula sp. J. Nat. Prod. 57:1564—1569.

CIMINIELLO, P., FATTORUSSO, E., MAGNO, S., and PANSINI, M. 1995. Chemistry of Verongida
sponges. 4. Comparison of the secondary metabolite composition of several specimens of
Pseudoceratina crassa. J. Nat. Prod. 58:689—696.



ACTIVATED CHEMICAL DEFENSE IN Aplysina SPONGES REVISITED 121

CIMINIELLO, P., FATTORUSSO, E., MAGNO, S., and PANSINI, M. 1996a. Chemistry of Verongida
sponges. 6. Comparison of the secondary metabolic composition of Aplysina insularis and
Aplysina fulva. Biochem. Syst. Ecol. 24:105-107.

CIMINIELLO, P., DELL’AVERSANO, C., FATTORUSSO, E., MAGNO, S., CARRANO, L., and PANSINI, M.
1996b. Chemistry of Verongida sponges. 7. Bromocompounds from the Caribbean sponge
Aplysina archeri. Tetrahedron 52:9863-9868.

CIMINIELLO, P., FATTORUSSO, E., FORINO, M., MAGNO, S., and PANSINI, M. 1997. Chemistry of
Verongida sponges. 8. Bromocompounds from the Mediterranean sponges Aplysina aerophoba
and Aplysina cavernicola. Tetrahedron 53:6565—6572.

CIMINIELLO, P., DELL’AVERSANO, C., FATTORUSSO, E., MAGNO, S., and PANSINI, M. 1999.
Chemistry of Verongida sponges. 9. Secondary metabolite composition of the Caribbean
sponge Aplysina cauliformis. J. Nat. Prod. 62:590-593.

CIMINIELLO, P., DELL’AVERSANO, C., FATTORUSSO, E., MAGNO, S., and PANSINI, M. 2000.
Chemistry of Verongida sponges. 10. Secondary metabolite composition of the Caribbean
sponge Verongula gigantea. J. Nat. Prod. 63:263-266.

CoNN, E. E. 1979. Cyanide and cyanogenic glycosides, pp. 387-412, in G. A. Rosenthal and D. H.
Janzen (eds.). Herbivores: Their Interaction with Secondary Plant Metabolites. Academic Press,
New York.

DEBITUS, C., GUELLA, G., MANCINI, 1., WAIKEDRE, J., GUEMAS, J. P., NICOLAS, J. L., and PIETRA,
F. 1998. Quinolones from a bacterium and tyrosine metabolites from its host sponge, Suberea
creba from the Coral Sea. J. Mar. Biotechnol. 6:136—141.

EBEL, R. (1998). Wundinduzierte Biotransformation bromierter Alkaloide in Schwammen der
Gattung Aplysina: Biochemische Charakterisierung und 6kologische Bedeutung. PhD disser-
tation. University of Wiirzburg, Germany.

EBEL, R., BRENZINGER, M., KUNZE, A., GROSS, H. J., and PROKSCH, P. 1997. Wound activation of
protoxins in marine sponge Aplysina aerophoba. J. Chem. Ecol. 23:1451-1462.

EBEL, R., MARIN, A., and PROKSCH, P. 1999. Organ-specific distribution of dietary alkaloids in the
marine opisthobranch Tylodina perversa. Biochem. Syst. Ecol. 27:769-7717.

ENGEL, S., JENSEN, P. R., and FENICAL, W. 2002. Chemical ecology of marine microbial defense. J.
Chem. Ecol. 28:1971-1985.

FAHEY, J. W., ZALCMANN, A. T., and TALALAY, P. 2001. The chemical diversity and distribution of
glucosinolates and isothiocyanates among plants. Phytochemistry 56:5-51.

FENDERT, T. (2000). Charakterisierung der enzymatischen Abwehrreaktion in Schwidmmen der
Gattung Aplysina und Isolierung von Bromotyrosinakaloiden aus Aplysina insularis. PhD
dissertation. University of Wiirzburg, Germany.

GLEADOW, R. M. and WOODROW, 1. E. 2002. Constraints on effectiveness of cyanogenic glycosides
in herbivore defense. J. Chem. Ecol. 28:1301-1313.

GLEN, W. A. and KRAMER, C. Y. 1958. Analysis of variance of a randomized block design with
missing observations. Appl. Stat. 7:173—185.

GOLDENSTEIN, G., FENDERT, T., PROKSCH, P., and WINTERFELDT, E. 2000. Enantioselective
preparation and enzymatic cleavage of spiroisoxazoline amides. Tetrahedron 56:4173—-4185.

GREEN, G. 1977. Ecology of toxicity in marine sponges. Mar. Biol. 40:207-215.

HAMMERSTROM, K., DETHIER, M. N., and DUGGINS, D. O. 1998. Rapid phlorotannin induction and
relaxation in five Washington kelps. Mar. Ecol., Prog. Ser. 165:293-305.

HARVELL, C. D. 1990. The ecology and evolution of inducible defenses. Q. Rev. Biol. 65:323-340.

HAVEL, J. 1986. Predator-induced defenses: A review, pp. 263-278, in W. C. Kerfoot and A. Sih
(eds.). Predation: Direct and Indirect Effects on Aquatic Communities. University Press of New
England, Hanover, NH.

HAY, M. E. and FENICAL, W. 1988. Marine plant-herbivore interactions: The ecology of chemical
defense. Annu. Rev. Ecolog. Syst. 19:111-145.



122 THOMS ET AL.

HICKEL, A., HASSLACHER, M., and GRIENGL, H. 1996. Hydroxynitrile lyases: Functions and
properties. Physiol. Plant. 98:891-898.

JUNG, V. and POHNERT, G. 2001. Rapid wound-activated transformation of the green algal defensive
metabolite caulerpenyne. Tetrahedron 57:7169-7172.

JUNG, V., THIBAUT, T., MEINESZ, A., and POHNER, T. G. 2002. Comparison of the wound-activated
transformation of caulerpenyne by invasive and noninvasive Caulerpa species of the
Mediterranean. J. Chem. Ecol. 28:2091-2105.

KELLY, S. R., JENSEN, P. R., HENKEL, T. P., FENICAL, W., and PAWLIK, J. R. 2003. Effects of
Caribbean sponge extracts on bacterial attachment. Aquat. Microb. Ecol. 31:175-182.

LEWIS, S. M., NORRIS, J. N., and SEARLES, R. B. 1987. The regulation of morphological plasticity in
tropical reef algae by herbivory. Ecology 68:636—641.

L1, C. C. 1964. Introduction to Experimental Statistics. McGraw-Hill, New York.

LURLING, M. 2003. The effect of substances from different zooplankton species and fish on the
induction of defensive morphology in the green alga Scenedesmus obliquus. J. Plankton Res.
25:979-989.

MARINLIT Version October 2003. A marine literature database produced and maintained by the
Department of Chemistry, University of Canterbury, New Zealand.

MCCLINTOCK, J. B., SWENSON, D., TRAPIDO-ROSENTHAL, H., and BANGHART, L. 1997.
Ichthyodeterrent properties of lipophilic extracts from Bermudian sponges. J. Chem. Ecol.
23:1607-1620.

MULLER, W. E. G., KLEMT, M., THAKUR, N. L., SCHRODER, H. C., AIELLO, A., D’ESPOSITO, M.,
MENNA, M., and FATTORUSSO, E. 2004. Molecular/chemical ecology in sponges: Evidence for
an adaptive antibacterial response in Suberites domuncula. Mar. Biol. 144:19-29.

PAGE, M., WEST, L., NORTHCOTE, P., BATTERSHILL, C., and KELLY, M. 2005. Spatial and temporal
variability of cytotoxic metabolites in populations of the New Zealand sponge Mycale
hentscheli. J. Chem. Ecol. 31:1161-1174.

PAUL, V. J. and PUGLISI, M. P. 2004. Chemical mediation of interactions among marine organisms.
Nat. Prod. Rep. 21:189-209.

PAUL, V. J. and VAN ALSTYNE, K. L. 1992. Activation of chemical defenses in the tropical green
algae Halimeda spp. J. Exp. Mar. Biol. Ecol. 160:191-203.

PUYANA, M., FENICAL, W., and PAWLIK, J. R. 2003. Are there activated chemical defenses in
sponges of the genus Aplysina from the Caribbean? Mar. Ecol. Prog. Ser. 246:127-135.
RICHELLE-MAURER, E., DE KLUIVER, M. J., FEIO, S., GAUDENCIO, S., GASPAR, H., GOMEZ, R.,
TAVARES, R., VAN DE VYVER, G., and VAN SOEST, R. W. M. 2003. Localization and ecological
significance of oroidin and sceptrin in the Caribbean sponge Agelas conifera. Biochem. Syst.

Ecol. 31:1073-1091.

RODA, A. L. and BALDWIN, I. T. 2003. Molecular technology reveals how the induced direct
defenses of plants work. Basic Appl. Ecol. 4:15-26.

STEEL, H. C., COCKERAN, R., and ANDERSON, R. 2002. Platelet-activating factor and lyso-PAF
possess direct antimicrobial properties in vitro. APMIS 110:158—-164.

STENECK, R. S. and ADEY, W. H. 1976. Role of environment in control of morphology in
Lithophyllum congestum, a Caribbean algal ridge builder. Bot. Mar. 19:197-215.

STOEWSAND, G. S. 1995. Bioactive organosulfur phytochemicals in Brassica oleracea vegetables—a
review. Food Chem. Toxicol. 33:537-543.

TANAKA, R., ISHIZAKI, H., KAWANO, S., OKUDA, H., MIYAHARA, K., and NODA, N. 1997. Fruiting-
inducing activity and antifungal properties of lipid components in members of Annelida. Chem.
Pharm. Bull. 45:1702—1704.

TAYLOR, R. B., SOTKA, E., and HAY, M. E. 2002. Tissue-specific induction of herbivore resistance:
Seaweed response to amphipod grazing. Oecologia 132:68-76.

TEEYAPANT, R. and PROKSCH, P. 1993. Biotransformation of brominated compounds in the marine



ACTIVATED CHEMICAL DEFENSE IN Aplysina SPONGES REVISITED 123

sponge Verongia aerophoba. Evidence for an induced chemical defense?. Naturwissenschafien
80:369-370.

TEEYAPANT, R., WOERDENBAG, H. J., KREIS, P., HACKER, J., WRAY, V., WITTE, L., and PROKSCH,
P. 1993. Antibiotic and cytotoxic activity of brominated compounds from the marine sponge
Verongia aerophoba. Z. Naturforsch. 48¢:939-945.

THACKER, R. W., BECERRO, M. A., LUMBANG, W. A., and PAUL, V. J. 1998. Allelopathic
interactions between sponges on a tropical reef. Ecology 79:1740-1750.

THOMPSON, J. E., BARROW, K. D., and FAULKNER, D. J. 1983. Localization of two brominated
metabolites, aerothionin and homoaerothionin, in spherulous cells of the marine sponge
Aplysina fistularis. Acta Zool. Stockh. 64:199-210.

THoMS, C., HORN, M., WAGNER, M., HENTSCHEL, U., and PROKSCH, P. 2003a. Monitoring
microbial diversity and natural product profiles of the sponge Aplysina cavernicola following
transplantation. Mar. Biol. 142:685-692.

THOMS, C., EBEL, R., HENTSCHEL, U., and PROKSCH, P. 2003b. Sequestration of dietary alkaloids by
the spongivorous marine mollusc Tylodina perversa. Z. Naturforsch. 58c:426-432.

THOMS, C., WOLFF, M., PADMAKUMAR, K., EBEL, R., and PROKSCH, P. 2004. Chemical defense of
Mediterranean sponges Aplysina cavernicola and Aplysina aerophoba. Z. Naturforsch.
59¢:113-122.

TURON, X., BECERRO, M. A., and URIZ, M. J. 2000. Distribution of brominated compounds within
the sponge Aplysina aerophoba: Coupling of X-ray microanalysis with cryofixation techniques.
Cell Tissue Res. 301:311-322.

VAN ALSTYNE, K. L. and HOUSER, L. T. 2003. Dimethylsulfide release during macroinvertebrate
grazing and its role as an activated chemical defense. Mar. Ecol. Prog. Ser. 250:175-181.
VAN ALSTYNE, K. L., WOLFE, G. V., FREIDENBURG, T. L., NEILL, A., and HICKEN, C. 2001.
Activated defense systems in marine macroalgae: Evidence for an ecological role for DMSP

cleavage. Mar. Ecol., Prog. Ser. 213:53-65.

WAIJANT, H. and EFFENBERGER, F. 1996. Hydroxynitrile lyases of higher plants. Biol. Chem.
377:611-617.

WEISs, B., EBEL, R., ELBRACHTER, M., KIRCHNER, M., and PROKSCH, P. 1996. Defense metabolites
from the marine sponge Verongia aerophoba. Biochem. Syst. Ecol. 24:1-12.

WOLFE, G. V. and STEINKE, M. 1996. Grazing-activated production of dimethyl sulfide (DMS) by
two clones of Emiliania huxleyi. Limnol. Oceanogr. 41:1151-1160.

WOLFE, G. V., STEINKE, M., and KIRST, G. O. 1997. Grazing-activated chemical defence in a
unicellular marine alga. Nature 387:894—-897.

ZAR, J. H. 1999. Biostatistical Analysis. Prentice-Hall, Upper Saddle River, NJ.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AardvarkPSMT
    /AceBinghamSH
    /AddisonLibbySH
    /AGaramond-Italic
    /AGaramond-Regular
    /AkbarPlain
    /Albertus-Bold
    /AlbertusExtraBold-Regular
    /AlbertusMedium-Italic
    /AlbertusMedium-Regular
    /AlfonsoWhiteheadSH
    /Algerian
    /AllegroBT-Regular
    /AmarilloUSAF
    /AmazoneBT-Regular
    /AmeliaBT-Regular
    /AmerigoBT-BoldA
    /AmerTypewriterITCbyBT-Medium
    /AndaleMono
    /AndyMacarthurSH
    /Animals
    /AnneBoleynSH
    /Annifont
    /AntiqueOlive-Bold
    /AntiqueOliveCompact-Regular
    /AntiqueOlive-Italic
    /AntiqueOlive-Regular
    /AntonioMountbattenSH
    /ArabiaPSMT
    /AradLevelVI
    /ArchitecturePlain
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialMTBlack-Regular
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeLight
    /ArialUnicodeLight-Bold
    /ArialUnicodeLight-BoldItalic
    /ArialUnicodeLight-Italic
    /ArrowsAPlentySH
    /ArrusBT-Bold
    /ArrusBT-BoldItalic
    /ArrusBT-Italic
    /ArrusBT-Roman
    /Asiana
    /AssadSadatSH
    /AvalonPSMT
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Demi
    /AvantGardeITCbyBT-DemiOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /BankGothicBT-Light
    /BankGothicBT-Medium
    /Baskerville-Bold
    /Baskerville-Normal
    /Baskerville-Normal-Italic
    /BaskOldFace
    /Bauhaus93
    /Bavand
    /BazookaRegular
    /BeauTerrySH
    /BECROSS
    /BedrockPlain
    /BeeskneesITC
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BenguiatITCbyBT-Bold
    /BenguiatITCbyBT-BoldItalic
    /BenguiatITCbyBT-Book
    /BenguiatITCbyBT-BookItalic
    /BennieGoetheSH
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BernhardBoldCondensedBT-Regular
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BernhardModernBT-Italic
    /BernhardModernBT-Roman
    /Bethel
    /BibiGodivaSH
    /BibiNehruSH
    /BKenwood-Regular
    /BlackadderITC-Regular
    /BlondieBurtonSH
    /BodoniBlack-Regular
    /Bodoni-Bold
    /Bodoni-BoldItalic
    /BodoniBT-Bold
    /BodoniBT-BoldItalic
    /BodoniBT-Italic
    /BodoniBT-Roman
    /Bodoni-Italic
    /BodoniMTPosterCompressed
    /Bodoni-Regular
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolFive
    /BookshelfSymbolFour
    /BookshelfSymbolOne-Regular
    /BookshelfSymbolThree-Regular
    /BookshelfSymbolTwo-Regular
    /BookwomanDemiItalicSH
    /BookwomanDemiSH
    /BookwomanExptLightSH
    /BookwomanLightItalicSH
    /BookwomanLightSH
    /BookwomanMonoLightSH
    /BookwomanSwashDemiSH
    /BookwomanSwashLightSH
    /BoulderRegular
    /BradleyHandITC
    /Braggadocio
    /BrailleSH
    /BRectangular
    /BremenBT-Bold
    /BritannicBold
    /Broadview
    /Broadway
    /BroadwayBT-Regular
    /BRubber
    /Brush445BT-Regular
    /BrushScriptMT
    /BSorbonna
    /BStranger
    /BTriumph
    /BuckyMerlinSH
    /BusoramaITCbyBT-Medium
    /Caesar
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-Italic
    /CalligrapherRegular
    /CameronStendahlSH
    /Candy
    /CandyCaneUnregistered
    /CankerSore
    /CarlTellerSH
    /CarrieCattSH
    /CaslonOpenfaceBT-Regular
    /CassTaylorSH
    /CDOT
    /Centaur
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturyOldStyle-BoldItalic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Cezanne
    /CGOmega-Bold
    /CGOmega-BoldItalic
    /CGOmega-Italic
    /CGOmega-Regular
    /CGTimes-Bold
    /CGTimes-BoldItalic
    /CGTimes-Italic
    /CGTimes-Regular
    /Charting
    /ChartreuseParsonsSH
    /ChaseCallasSH
    /ChasThirdSH
    /ChaucerRegular
    /CheltenhamITCbyBT-Bold
    /CheltenhamITCbyBT-BoldItalic
    /CheltenhamITCbyBT-Book
    /CheltenhamITCbyBT-BookItalic
    /ChildBonaparteSH
    /Chiller-Regular
    /ChuckWarrenChiselSH
    /ChuckWarrenDesignSH
    /CityBlueprint
    /Clarendon-Bold
    /Clarendon-Book
    /ClarendonCondensedBold
    /ClarendonCondensed-Bold
    /ClarendonExtended-Bold
    /ClassicalGaramondBT-Bold
    /ClassicalGaramondBT-BoldItalic
    /ClassicalGaramondBT-Italic
    /ClassicalGaramondBT-Roman
    /ClaudeCaesarSH
    /CLI
    /Clocks
    /ClosetoMe
    /CluKennedySH
    /CMBX10
    /CMBX5
    /CMBX7
    /CMEX10
    /CMMI10
    /CMMI5
    /CMMI7
    /CMMIB10
    /CMR10
    /CMR5
    /CMR7
    /CMSL10
    /CMSY10
    /CMSY5
    /CMSY7
    /CMTI10
    /CMTT10
    /CoffeeCamusInitialsSH
    /ColetteColeridgeSH
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CommercialPiBT-Regular
    /CommercialScriptBT-Regular
    /Complex
    /CooperBlack
    /CooperBT-BlackHeadline
    /CooperBT-BlackItalic
    /CooperBT-Bold
    /CooperBT-BoldItalic
    /CooperBT-Medium
    /CooperBT-MediumItalic
    /CooperPlanck2LightSH
    /CooperPlanck4SH
    /CooperPlanck6BoldSH
    /CopperplateGothicBT-Bold
    /CopperplateGothicBT-Roman
    /CopperplateGothicBT-RomanCond
    /CopticLS
    /Cornerstone
    /Coronet
    /CoronetItalic
    /Cotillion
    /CountryBlueprint
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CSSubscript
    /CSSubscriptBold
    /CSSubscriptItalic
    /CSSuperscript
    /CSSuperscriptBold
    /Cuckoo
    /CurlzMT
    /CybilListzSH
    /CzarBold
    /CzarBoldItalic
    /CzarItalic
    /CzarNormal
    /DauphinPlain
    /DawnCastleBold
    /DawnCastlePlain
    /Dekker
    /DellaRobbiaBT-Bold
    /DellaRobbiaBT-Roman
    /Denmark
    /Desdemona
    /Diploma
    /DizzyDomingoSH
    /DizzyFeiningerSH
    /DocTermanBoldSH
    /DodgenburnA
    /DodoCasalsSH
    /DodoDiogenesSH
    /DomCasualBT-Regular
    /Durian-Republik
    /Dutch801BT-Bold
    /Dutch801BT-BoldItalic
    /Dutch801BT-ExtraBold
    /Dutch801BT-Italic
    /Dutch801BT-Roman
    /EBT's-cmbx10
    /EBT's-cmex10
    /EBT's-cmmi10
    /EBT's-cmmi5
    /EBT's-cmmi7
    /EBT's-cmr10
    /EBT's-cmr5
    /EBT's-cmr7
    /EBT's-cmsy10
    /EBT's-cmsy5
    /EBT's-cmsy7
    /EdithDaySH
    /Elephant-Italic
    /Elephant-Regular
    /EmGravesSH
    /EngelEinsteinSH
    /English111VivaceBT-Regular
    /English157BT-Regular
    /EngraversGothicBT-Regular
    /EngraversOldEnglishBT-Bold
    /EngraversOldEnglishBT-Regular
    /EngraversRomanBT-Bold
    /EngraversRomanBT-Regular
    /EnviroD
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /ErasITC-Ultra
    /ErnestBlochSH
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /EuroRoman
    /EuroRomanOblique
    /ExxPresleySH
    /FencesPlain
    /Fences-Regular
    /FifthAvenue
    /FigurineCrrCB
    /FigurineCrrCBBold
    /FigurineCrrCBBoldItalic
    /FigurineCrrCBItalic
    /FigurineTmsCB
    /FigurineTmsCBBold
    /FigurineTmsCBBoldItalic
    /FigurineTmsCBItalic
    /FillmoreRegular
    /Fitzgerald
    /Flareserif821BT-Roman
    /FleurFordSH
    /Fontdinerdotcom
    /FontdinerdotcomSparkly
    /FootlightMTLight
    /ForefrontBookObliqueSH
    /ForefrontBookSH
    /ForefrontDemiObliqueSH
    /ForefrontDemiSH
    /Fortress
    /FractionsAPlentySH
    /FrakturPlain
    /Franciscan
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /FranklinUnic
    /FredFlahertySH
    /Freehand575BT-RegularB
    /Freehand591BT-RegularA
    /FreestyleScript-Regular
    /Frutiger-Roman
    /FTPMultinational
    /FTPMultinational-Bold
    /FujiyamaPSMT
    /FuturaBlackBT-Regular
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Light
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /GabbyGauguinSH
    /GalliardITCbyBT-Bold
    /GalliardITCbyBT-BoldItalic
    /GalliardITCbyBT-Italic
    /GalliardITCbyBT-Roman
    /Garamond
    /Garamond-Antiqua
    /Garamond-Bold
    /Garamond-Halbfett
    /Garamond-Italic
    /Garamond-Kursiv
    /Garamond-KursivHalbfett
    /Garcia
    /GarryMondrian3LightItalicSH
    /GarryMondrian3LightSH
    /GarryMondrian4BookItalicSH
    /GarryMondrian4BookSH
    /GarryMondrian5SBldItalicSH
    /GarryMondrian5SBldSH
    /GarryMondrian6BoldItalicSH
    /GarryMondrian6BoldSH
    /GarryMondrian7ExtraBoldSH
    /GarryMondrian8UltraSH
    /GarryMondrianCond3LightSH
    /GarryMondrianCond4BookSH
    /GarryMondrianCond5SBldSH
    /GarryMondrianCond6BoldSH
    /GarryMondrianCond7ExtraBoldSH
    /GarryMondrianCond8UltraSH
    /GarryMondrianExpt3LightSH
    /GarryMondrianExpt4BookSH
    /GarryMondrianExpt5SBldSH
    /GarryMondrianExpt6BoldSH
    /GarryMondrianSwashSH
    /Gaslight
    /GatineauPSMT
    /GDT
    /Geometric231BT-BoldC
    /Geometric231BT-LightC
    /Geometric231BT-RomanC
    /GeometricSlab703BT-Bold
    /GeometricSlab703BT-BoldCond
    /GeometricSlab703BT-BoldItalic
    /GeometricSlab703BT-Light
    /GeometricSlab703BT-LightItalic
    /GeometricSlab703BT-Medium
    /GeometricSlab703BT-MediumCond
    /GeometricSlab703BT-MediumItalic
    /GeometricSlab703BT-XtraBold
    /GeorgeMelvilleSH
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansBC
    /GillSans-Bold
    /GillSans-BoldItalic
    /GillSansCondensed-Bold
    /GillSansCondensed-Regular
    /GillSansExtraBold-Regular
    /GillSans-Italic
    /GillSansLight-Italic
    /GillSansLight-Regular
    /GillSans-Regular
    /GoldMinePlain
    /Gonzo
    /GothicE
    /GothicG
    /GothicI
    /GoudyHandtooledBT-Regular
    /GoudyOldStyle-Bold
    /GoudyOldStyle-BoldItalic
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleExtrabold-Regular
    /GoudyOldStyle-Italic
    /GoudyOldStyle-Regular
    /GoudySansITCbyBT-Bold
    /GoudySansITCbyBT-BoldItalic
    /GoudySansITCbyBT-Medium
    /GoudySansITCbyBT-MediumItalic
    /GraceAdonisSH
    /Graeca
    /Graeca-Bold
    /Graeca-BoldItalic
    /Graeca-Italic
    /Graphos-Bold
    /Graphos-BoldItalic
    /Graphos-Italic
    /Graphos-Regular
    /GreekC
    /GreekS
    /GreekSans
    /GreekSans-Bold
    /GreekSans-BoldOblique
    /GreekSans-Oblique
    /Griffin
    /GrungeUpdate
    /Haettenschweiler
    /HankKhrushchevSH
    /HarlowSolid
    /HarpoonPlain
    /Harrington
    /HeatherRegular
    /Hebraica
    /HeleneHissBlackSH
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Narrow
    /Helvetica-Narrow-Bold
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Narrow-Oblique
    /Helvetica-Oblique
    /HenryPatrickSH
    /Herald
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HogBold-HMK
    /HogBook-HMK
    /HomePlanning
    /HomePlanning2
    /HomewardBoundPSMT
    /Humanist521BT-Bold
    /Humanist521BT-BoldCondensed
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Light
    /Humanist521BT-LightItalic
    /Humanist521BT-Roman
    /Humanist521BT-RomanCondensed
    /IBMPCDOS
    /IceAgeD
    /Impact
    /Incised901BT-Bold
    /Incised901BT-Light
    /Incised901BT-Roman
    /Industrial736BT-Italic
    /Informal011BT-Roman
    /InformalRoman-Regular
    /Intrepid
    /IntrepidBold
    /IntrepidOblique
    /Invitation
    /IPAExtras
    /IPAExtras-Bold
    /IPAHighLow
    /IPAHighLow-Bold
    /IPAKiel
    /IPAKiel-Bold
    /IPAKielSeven
    /IPAKielSeven-Bold
    /IPAsans
    /ISOCP
    /ISOCP2
    /ISOCP3
    /ISOCT
    /ISOCT2
    /ISOCT3
    /Italic
    /ItalicC
    /ItalicT
    /JesterRegular
    /Jokerman-Regular
    /JotMedium-HMK
    /JuiceITC-Regular
    /JupiterPSMT
    /KabelITCbyBT-Book
    /KabelITCbyBT-Ultra
    /KarlaJohnson5CursiveSH
    /KarlaJohnson5RegularSH
    /KarlaJohnson6BoldCursiveSH
    /KarlaJohnson6BoldSH
    /KarlaJohnson7ExtraBoldCursiveSH
    /KarlaJohnson7ExtraBoldSH
    /KarlKhayyamSH
    /Karnack
    /Kashmir
    /KaufmannBT-Bold
    /KaufmannBT-Regular
    /KeplerStd-Black
    /KeplerStd-BlackIt
    /KeplerStd-Bold
    /KeplerStd-BoldIt
    /KeplerStd-Italic
    /KeplerStd-Light
    /KeplerStd-LightIt
    /KeplerStd-Medium
    /KeplerStd-MediumIt
    /KeplerStd-Regular
    /KeplerStd-Semibold
    /KeplerStd-SemiboldIt
    /KeystrokeNormal
    /Kidnap
    /KidsPlain
    /Kindergarten
    /KinoMT
    /KissMeKissMeKissMe
    /KoalaPSMT
    /KorinnaITCbyBT-Bold
    /KorinnaITCbyBT-KursivBold
    /KorinnaITCbyBT-KursivRegular
    /KorinnaITCbyBT-Regular
    /KristenITC-Regular
    /Kristin
    /KunstlerScript
    /KyotoSong
    /LainieDaySH
    /LandscapePlanning
    /Lapidary333BT-Bold
    /Lapidary333BT-BoldItalic
    /Lapidary333BT-Italic
    /Lapidary333BT-Roman
    /LatinoPal3LightItalicSH
    /LatinoPal3LightSH
    /LatinoPal4ItalicSH
    /LatinoPal4RomanSH
    /LatinoPal5DemiItalicSH
    /LatinoPal5DemiSH
    /LatinoPal6BoldItalicSH
    /LatinoPal6BoldSH
    /LatinoPal7ExtraBoldSH
    /LatinoPal8BlackSH
    /LatinoPalCond4RomanSH
    /LatinoPalCond5DemiSH
    /LatinoPalCond6BoldSH
    /LatinoPalExptRomanSH
    /LatinoPalSwashSH
    /LatinWidD
    /LatinWide
    /LeeToscanini3LightSH
    /LeeToscanini5RegularSH
    /LeeToscanini7BoldSH
    /LeeToscanini9BlackSH
    /LeeToscaniniInlineSH
    /LetterGothic12PitchBT-Bold
    /LetterGothic12PitchBT-BoldItal
    /LetterGothic12PitchBT-Italic
    /LetterGothic12PitchBT-Roman
    /LetterGothic-Bold
    /LetterGothic-BoldItalic
    /LetterGothic-Italic
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LetterGothic-Regular
    /LibrarianRegular
    /LinusPSMT
    /Lithograph-Bold
    /LithographLight
    /LongIsland
    /LubalinGraphMdITCTT
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSansUnicode
    /LydianCursiveBT-Regular
    /Magneto-Bold
    /Map-Symbols
    /MarcusHobbesSH
    /Mariah
    /Marigold
    /MaritaMedium-HMK
    /MaritaScript-HMK
    /Market
    /MartinMaxxieSH
    /MathTypeMed
    /MatisseITC-Regular
    /MaturaMTScriptCapitals
    /MaudeMeadSH
    /MemorandumPSMT
    /Metro
    /Metrostyle-Bold
    /MetrostyleExtended-Bold
    /MetrostyleExtended-Regular
    /Metrostyle-Regular
    /MicrogrammaD-BoldExte
    /MicrosoftSansSerif
    /MikePicassoSH
    /MiniPicsLilEdibles
    /MiniPicsLilFolks
    /MiniPicsLilStuff
    /MischstabPopanz
    /MisterEarlBT-Regular
    /Mistral
    /ModerneDemi
    /ModerneDemiOblique
    /ModerneOblique
    /ModerneRegular
    /Modern-Regular
    /MonaLisaRecutITC-Normal
    /Monospace821BT-Bold
    /Monospace821BT-BoldItalic
    /Monospace821BT-Italic
    /Monospace821BT-Roman
    /Monotxt
    /MonotypeCorsiva
    /MonotypeSorts
    /MorrisonMedium
    /MorseCode
    /MotorPSMT
    /MSAM10
    /MSLineDrawPSMT
    /MS-Mincho
    /MSOutlook
    /MSReference1
    /MSReference2
    /MTEX
    /MTEXB
    /MTEXH
    /MT-Extra
    /MTGU
    /MTGUB
    /MTLS
    /MTLSB
    /MTMI
    /MTMIB
    /MTMIH
    /MTMS
    /MTMSB
    /MTMUB
    /MTMUH
    /MTSY
    /MTSYB
    /MTSYH
    /MT-Symbol
    /MTSYN
    /Music
    /MysticalPSMT
    /NagHammadiLS
    /NealCurieRuledSH
    /NealCurieSH
    /NebraskaPSMT
    /Neuropol-Medium
    /NevisonCasD
    /NewMilleniumSchlbkBoldItalicSH
    /NewMilleniumSchlbkBoldSH
    /NewMilleniumSchlbkExptSH
    /NewMilleniumSchlbkItalicSH
    /NewMilleniumSchlbkRomanSH
    /News702BT-Bold
    /News702BT-Italic
    /News702BT-Roman
    /Newton
    /NewZuricaBold
    /NewZuricaItalic
    /NewZuricaRegular
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NigelSadeSH
    /Nirvana
    /NuptialBT-Regular
    /OCRAbyBT-Regular
    /OfficePlanning
    /OldCentury
    /OldEnglishTextMT
    /Onyx
    /OnyxBT-Regular
    /OpenSymbol
    /OttawaPSMT
    /OttoMasonSH
    /OzHandicraftBT-Roman
    /OzzieBlack-Italic
    /OzzieBlack-Regular
    /PalatiaBold
    /PalatiaItalic
    /PalatiaRegular
    /PalmSpringsPSMT
    /Pamela
    /PanRoman
    /ParadisePSMT
    /ParagonPSMT
    /ParamountBold
    /ParamountItalic
    /ParamountRegular
    /Parchment-Regular
    /ParisianBT-Regular
    /ParkAvenueBT-Regular
    /Patrick
    /Patriot
    /PaulPutnamSH
    /PcEncodingLowerSH
    /PcEncodingSH
    /Pegasus
    /PenguinLightPSMT
    /PennSilvaSH
    /Percival
    /PerfectRegular
    /Pfn2BlackItalic
    /Phantom
    /PhilSimmonsSH
    /Pickwick
    /PipelinePlain
    /Playbill
    /PoorRichard-Regular
    /Poster
    /PosterBodoniBT-Italic
    /PosterBodoniBT-Roman
    /Pristina-Regular
    /Proxy1
    /Proxy2
    /Proxy3
    /Proxy4
    /Proxy5
    /Proxy6
    /Proxy7
    /Proxy8
    /Proxy9
    /Prx1
    /Prx2
    /Prx3
    /Prx4
    /Prx5
    /Prx6
    /Prx7
    /Prx8
    /Prx9
    /Pythagoras
    /Ranegund
    /Ravie
    /Ribbon131BT-Bold
    /RMTMI
    /RMTMIB
    /RMTMIH
    /RMTMUB
    /RMTMUH
    /RobWebsterExtraBoldSH
    /Rockwell
    /Rockwell-Bold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RomanC
    /RomanD
    /RomanS
    /RomanT
    /Romantic
    /RomanticBold
    /RomanticItalic
    /Sahara
    /SalTintorettoSH
    /SamBarberInitialsSH
    /SamPlimsollSH
    /SansSerif
    /SansSerifBold
    /SansSerifBoldOblique
    /SansSerifOblique
    /Sceptre
    /ScribbleRegular
    /ScriptC
    /ScriptHebrew
    /ScriptS
    /Semaphore
    /SerifaBT-Black
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /Sfn2Bold
    /Sfn3Italic
    /ShelleyAllegroBT-Regular
    /ShelleyVolanteBT-Regular
    /ShellyMarisSH
    /SherwoodRegular
    /ShlomoAleichemSH
    /ShotgunBT-Regular
    /ShowcardGothic-Reg
    /SignatureRegular
    /Signboard
    /SignetRoundhandATT-Italic
    /SignetRoundhand-Italic
    /SignLanguage
    /Signs
    /Simplex
    /SissyRomeoSH
    /SlimStravinskySH
    /SnapITC-Regular
    /SnellBT-Bold
    /Socket
    /Sonate
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /SpruceByingtonSH
    /SPSFont1Medium
    /SPSFont2Medium
    /SPSFont3Medium
    /SPSFont4Medium
    /SpsFont4Medium
    /SPSFont5Normal
    /SPSScript
    /SRegular
    /Staccato222BT-Regular
    /StageCoachRegular
    /StandoutRegular
    /StarTrekNextBT-ExtraBold
    /StarTrekNextPiBT-Regular
    /SteamerRegular
    /Stencil
    /StencilBT-Regular
    /Stewardson
    /Stonehenge
    /StopD
    /Storybook
    /Strict
    /Strider-Regular
    /StuyvesantBT-Regular
    /StylusBT
    /StylusRegular
    /SubwayRegular
    /SueVermeer4LightItalicSH
    /SueVermeer4LightSH
    /SueVermeer5MedItalicSH
    /SueVermeer5MediumSH
    /SueVermeer6DemiItalicSH
    /SueVermeer6DemiSH
    /SueVermeer7BoldItalicSH
    /SueVermeer7BoldSH
    /SunYatsenSH
    /SuperFrench
    /SuzanneQuillSH
    /Swiss721-BlackObliqueSWA
    /Swiss721-BlackSWA
    /Swiss721BT-Black
    /Swiss721BT-BlackCondensed
    /Swiss721BT-BlackCondensedItalic
    /Swiss721BT-BlackExtended
    /Swiss721BT-BlackItalic
    /Swiss721BT-BlackOutline
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldCondensedOutline
    /Swiss721BT-BoldExtended
    /Swiss721BT-BoldItalic
    /Swiss721BT-BoldOutline
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightCondensed
    /Swiss721BT-LightCondensedItalic
    /Swiss721BT-LightExtended
    /Swiss721BT-LightItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /Swiss721BT-RomanExtended
    /Swiss721BT-Thin
    /Swiss721-LightObliqueSWA
    /Swiss721-LightSWA
    /Swiss911BT-ExtraCompressed
    /Swiss921BT-RegularA
    /Syastro
    /Symap
    /Symath
    /SymbolGreek
    /SymbolGreek-Bold
    /SymbolGreek-BoldItalic
    /SymbolGreek-Italic
    /SymbolGreekP
    /SymbolGreekP-Bold
    /SymbolGreekP-BoldItalic
    /SymbolGreekP-Italic
    /SymbolGreekPMono
    /SymbolMT
    /SymbolProportionalBT-Regular
    /SymbolsAPlentySH
    /Symeteo
    /Symusic
    /Tahoma
    /Tahoma-Bold
    /TahomaItalic
    /TamFlanahanSH
    /Technic
    /TechnicalItalic
    /TechnicalPlain
    /TechnicBold
    /TechnicLite
    /Tekton-Bold
    /Teletype
    /TempsExptBoldSH
    /TempsExptItalicSH
    /TempsExptRomanSH
    /TempsSwashSH
    /TempusSansITC
    /TessHoustonSH
    /TexCatlinObliqueSH
    /TexCatlinSH
    /Thrust
    /Times-Bold
    /Times-BoldItalic
    /Times-BoldOblique
    /Times-ExtraBold
    /Times-Italic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Oblique
    /Times-Roman
    /Times-Semibold
    /Times-SemiboldItalic
    /TimesUnic-Bold
    /TimesUnic-BoldItalic
    /TimesUnic-Italic
    /TimesUnic-Regular
    /TonyWhiteSH
    /TransCyrillic
    /TransCyrillic-Bold
    /TransCyrillic-BoldItalic
    /TransCyrillic-Italic
    /Transistor
    /Transitional521BT-BoldA
    /Transitional521BT-CursiveA
    /Transitional521BT-RomanA
    /TranslitLS
    /TranslitLS-Bold
    /TranslitLS-BoldItalic
    /TranslitLS-Italic
    /TransRoman
    /TransRoman-Bold
    /TransRoman-BoldItalic
    /TransRoman-Italic
    /TransSlavic
    /TransSlavic-Bold
    /TransSlavic-BoldItalic
    /TransSlavic-Italic
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TribuneBold
    /TribuneItalic
    /TribuneRegular
    /Tristan
    /TrotsLight-HMK
    /TrotsMedium-HMK
    /TubularRegular
    /Txt
    /TypoUprightBT-Regular
    /UmbraBT-Regular
    /UmbrellaPSMT
    /UncialLS
    /Unicorn
    /UnicornPSMT
    /Univers
    /UniversalMath1BT-Regular
    /Univers-Bold
    /Univers-BoldItalic
    /UniversCondensed
    /UniversCondensed-Bold
    /UniversCondensed-BoldItalic
    /UniversCondensed-Italic
    /UniversCondensed-Medium
    /UniversCondensed-MediumItalic
    /Univers-CondensedOblique
    /UniversExtended-Bold
    /UniversExtended-BoldItalic
    /UniversExtended-Medium
    /UniversExtended-MediumItalic
    /Univers-Italic
    /UniversityRomanBT-Regular
    /UniversLightCondensed-Italic
    /UniversLightCondensed-Regular
    /Univers-Medium
    /Univers-MediumItalic
    /URWWoodTypD
    /USABlackPSMT
    /USALightPSMT
    /Vagabond
    /Venetian301BT-Demi
    /Venetian301BT-DemiItalic
    /Venetian301BT-Italic
    /Venetian301BT-Roman
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /VinetaBT-Regular
    /Vivaldii
    /VladimirScript
    /VoguePSMT
    /WaldoIconsNormalA
    /WaltHarringtonSH
    /Webdings
    /Weiland
    /WesHollidaySH
    /Wingdings-Regular
    /WP-HebrewDavid
    /XavierPlatoSH
    /YuriKaySH
    /ZapfChanceryITCbyBT-Bold
    /ZapfChanceryITCbyBT-Medium
    /ZapfDingbatsITCbyBT-Regular
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZapfHumanist601BT-Bold
    /ZapfHumanist601BT-BoldItalic
    /ZapfHumanist601BT-Italic
    /ZapfHumanist601BT-Roman
    /ZappedChancellorMedItalicSH
    /ZurichBT-BlackExtended
    /ZurichBT-Bold
    /ZurichBT-BoldCondensed
    /ZurichBT-BoldCondensedItalic
    /ZurichBT-BoldItalic
    /ZurichBT-ExtraCondensed
    /ZurichBT-Italic
    /ZurichBT-ItalicCondensed
    /ZurichBT-Light
    /ZurichBT-LightCondensed
    /ZurichBT-Roman
    /ZurichBT-RomanCondensed
    /ZurichBT-RomanExtended
    /ZurichBT-UltraBlackExtended
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


