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ABSTRACT Lignin peroxidases (LiPs) are likely catalysts
of ligninolysis in many white-rot fungi, because they have the
unusual ability to depolymerize the major, recalcitrant, non-
phenolic structures of lignin. Some white-rot fungi have been
reported to lack LiP when grown on defined medium, but it is
not clear whether they exhibit full ligninolytic competence
under these conditions. To address this problem, we compared
the abilities of a known LiP producer, Phanerochaete chryso-
sporium, with those of a reported nonproducer, Ceriporiopsis
subvermispora, to degrade a synthetic lignin with normal
phenolic content, a lignin with all phenolic units blocked, and
a dimer, 1-(4-ethoxy-3-methoxyphenyl)-2-(2-methoxyphen-
oxy)propane-1,3-diol, that represents the major nonphenolic
structure in lignin. P. chrysosporium mineralized all three
models rapidly in defined medium, but C. subvermispora
showed appreciable activity only toward the more labile phe-
nolic compound under these conditions. However, in wood, its
natural environment, C. subvermispora mineralized all of the
models as rapidly as P. chrysosporium did. Defined media
therefore fail to elicit a key component ofthe ligninolytic system
in C. subvermispora. A double-labeling experiment with the
dimeric model showed that a LiP-dependent pathway was
responsible for at least half of dimer mineralization in wood by
P. chrysosporium but was responsible for no more than-6-7%
of mineralization by C. subvermispora in wood. Therefore, C.
subvermispora has mechanisms for degradation of nonphenolic
lignin that are as efficient as those in P. chrysosporium but that
do not depend on LiP.

squalens and Ceriporiopsis subvermispora-are aggressive
decayers that selectively remove lignin from wood (17, 26).
One possibility is that the cleavage of nonphenolic struc-

tures is not important for fungal ligninolysis in wood. Some
white-rot fungi might avoid the need for LiP by using weaker
enzymatic oxidants that they are known to produce, such as
manganese peroxidases or laccases, to cleave the labile
phenolic structures that are minor constituents of lignin
(14-16). These enzymes are unable to oxidize nonphenolic
lignin but can cleave phenolic lignin model compounds (18,
19). Manganese peroxidases depolymerize phenolic lignin to
a limited extent in vitro (11, 20).
An alternative hypothesis is that white-rot fungi previously

thought to lack LiP may in fact produce the enzyme but only
on wood, their natural substrate. Polymerase chain reaction
analysis with degenerate primers has demonstrated the pres-
ence of LiP-like genes in both C. subvermispora and D.
squalens (D. Cullen, personal communication) as has South-
ern blot hybridization with a LiP gene from Phanerochaete
chrysosporium in the case of C. subvermispora (21). How-
ever, it remains unclear whether these LiP-like genes are ever
expressed or actually code for LiP activity.
We have designed experiments to distinguish between these

hypotheses and report that neither of them explains ligninol-
ysis by C. subvermispora when it grows on wood. This fungus
attacks recalcitrant nonphenolic lignin structures as rapidly
and as extensively as the known LiP producer P. chryso-
sporium does but without significant participation by LiP.

White-rot fungi are the only organisms known that have
evolved the specialized extracellular mechanisms needed to
degrade lignin, a nonhydrolyzable plant cell wall polymer of
phenylpropane-based subunits. In intact woody tissues, lig-
nin functions as a barrier to microbial attack on the cellulose
and hemicelluloses that account for most terrestrial fixed
carbon. Fungal ligninolysis, which releases wood polysac-
charides and lignin fragments into the biosphere for further
metabolism to C02, is therefore an essential link in the carbon
cycle (1, 2).

Lignin peroxidases (LiPs) are generally considered the
primary catalysts of fungal ligninolysis. These extensively
characterized, unusually oxidizing peroxidases (3-6) employ
free radical chemistry to cleave the propyl side chain of lignin
substructures (7-10) and have been shown to depolymerize
lignin in vitro (11). LiPs have the unusual ability to cleave the
recalcitrant nonphenolic units that comprise -90% of lignin
(12, 13) and appear tailor-made for the biochemically formi-
dable task of ligninolysis.
However, it is not clear that LiP is needed for ligninolysis

in all white-rot fungi. Some of these basidiomycetes have
been reported to degrade pure synthetic lignins in liquid
culture without expressing detectable LiP activity (14-16),
and some apparent nonproducers-e.g., Dichomitus

MATERIALS AND METHODS
Organisms and Reagents. P. chrysosporium (ATCC 24725)

and C. subvermispora (FP-90031) were obtained from the
Center for Forest Mycology, Forest Products Laboratory.
1-(4-Ethoxy-3-methoxy[ring-14C]phenyl)-2-(2-methoxyphe-
noxy)propane-1,3-diol (I) was prepared by ethylating 3-hy-
droxy-1-(4-hydroxy-3-methoxy[ring-14C]phenyl)-2-(2-meth-
oxyphenoxy)propan-1-one with CH3CH2I/K2CO3 in N,N-
dimethylformamide and then reducing the product with
NaBH4. 4-Ethoxy-3-methoxy[ring-14C]benzaldehyde (II)
was prepared by ethylating labeled vanillin with CH3CH2I.
Unlabeled I and II were prepared by the same procedures
from unlabeled precursors. Labeled and unlabeled 3-hy-
droxy-1-(4-hydroxy-3-methoxyphenyl)-2-(2-methoxyphen-
oxy)propan-1-one (22), [ring-14C]vanillin (23), and synthetic
[ring-14C]guaiacyl lignin (23) were obtained from T. K. Kirk
(Forest Products Laboratory). An exhaustively methylated
[ring-14C]guaiacyl lignin was prepared by treating the unmod-
ified polymer with diazomethane as reported (11).

Mineralization Experiments. Liquid cultures. P. chryso-
sporium was grown from conidiospore inocula as described
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at 39°C and under 02 in stationary cultures that contained 10
ml of minimal low trace element medium with ammonium
tartrate (1.1 mM) as the nitrogen source (24). C. subvermis-
pora was grown from blended mycelial inocula (15) in the
same medium but with the following changes: The pH of the
medium was 5.0 rather than 4.5, the cultures were grown
under air rather than 02 for the first 7 days, and the temper-
ature was 29°C. 14C-labeled lignins (53 ,ug; 792 Bq) or I (95 ,ug;
792 Bq) were added to the cultures in 0.75 ml of sterile H20
after 6 days of growth for P. chrysosporium and after 7 days
for C. subvermispora. The cultures were flushed with 02 at
intervals thereafter and vented 14CO2 was trapped in etha-
nolamine for quantitation by scintillation counting (23).

Solid wood cultures. Solutions containing 53 ,g of [14C]lig-
nin (792 Bq, in N,N-dimethylformamide) or 95 ,ug of [14C]I
(792 Bq, in methanol) were pipetted onto the end grain of
autoclaved, vacuum-dried birch (Betula papyrifera) sapwood
blocks (approximately 15 x 15 x 15 mm), and the solvents
were evaporated under vacuum. The wood blocks were then
infiltrated with a sterile 0.36% (wt/vol) solution of potato
dextrose broth (C. subvermispora) or with minimal medium
(P. chrysosporium) (24) for 1-2 min using a vacuum aspirator
pump. Under these conditions, a final water content between
75% and 85% of the wood dry weight was achieved, and the
loss of radiolabeled substrate was <5%. The wood blocks
were placed on Teflon spacers over pregrown 7-day cultures
of the desired fungus on potato dextrose agar (C. subvermi-
spora) or vermiculite soaked with minimal medium (P. chry-
sosporium) in 125-ml flasks. The wood blocks were then
inoculated with agar plugs from plate cultures ofthe fungi and
incubated at 29°C (C. subvermispora) or 39°C (P. chryso-
sporium). Colonization of the wood blocks was apparent by
eye within 48 h of inoculation. The flask headspaces were
flushed periodically with air (C. subvermispora) or 02 (P.
chrysosporium) and vented 14CO2 was trapped for quantita-
tion (23). In some experiments, P. chrysosporium was grown
as C. subvermispora was, in wood blocks over potato dex-
trose agar and under air at 29°C. These cultures gave min-
eralization rates similar to those obtained with the procedure
described above.
Double-Labeling Experiments. Birch blocks (8 or 10 repli-

cates) were infiltrated with a mixture of I (0.29 umol per
block) and 1 (8.33 ,umol per block), with I radiolabeled in half
the set and II labeled in the other half, such that the total 14C
per block was set at a known value of >103 Bq. The blocks
were then inoculated by vacuum inflltration with conidios-
pores (P. chrysosporium) or blended mycelium (C. subver-
mispora) in potato dextrose broth and were incubated over
pregrown cultures on potato dextrose agar at 29°C under air
as described above for the mineralization studies. This pro-
cedure gave a more rapid and synchronous onset of 14CO2
evolution than did the inoculation method used for the
mineralization experiments, with the result that rates were
linear by days 6-7. Mineralization was determined over a
24-h period preceding day 7 or 8, after which the blocks in
each category were pooled, pulverized in an electric coffee
mill, and extracted with methanol in a Soxhlet apparatus for
3 h. Polymeric material was removed from the extracts by gel
filtration on Sephadex LH20 in N,N-dimethylformamide
(11), and the low molecular weight products were analyzed
by reversed-phase HPLC and scintillation counting (25).

RESULTS AND DISCUSSION
P. chrysosporium and C. subvermispora showed distinctly
different patterns of lignin mineralization when grown in
liquid culture. P. chrysosporium degraded unmodified (phe-
nolic) and exhaustively methylated (nonphenolic) lignins
rapidly and to similar extents (Fig. 1), which is consistent
with observations that this fungus secretes LiP in liquid

culture (12, 13, 24) and that LiP depolymerizes exhaustively
methylated lignin (11). P. chrysosporium also exhibited high
degradative activity (>30% mineralized in 2 days) toward the
lignin model dimer I, which represents the major nonphenolic
arylglycerol-,-aryl ether subunit of the polymer (Fig. 2). The
high degradative rates obtained with this basidiomycete
reflect its thermotolerant nature and the fact that the culture
conditions used were developed for it specifically (24).

C. subvermispora, although it was a slower degrader,
mineralized the unmodified lignin nearly as extensively as P.
chrysosporium did. However, unlike P. chrysosporium, C.
subvermispora mineralized the nonphenolic lignin far less
than the phenolic polymer (Fig. 1) and also showed low
biodegradative activity toward model dimer I (<10% miner-
alized in 20 days). The same results were obtained with C.
subvermispora under a variety of culture conditions-e.g., in
high-nitrogen potato dextrose broth medium rather than
minimal medium, on agar rather than liquid medium, or under
air rather than 02 (data not shown). These results, which are
consistent with the reported lack of LiP in C. subvermispora
(15), could be taken to indicate that the primary mechanism
for ligninolysis in this fungus involves attack on phenolic
units of the polymer.
However, further work showed that cultures grown under

the usual laboratory conditions are unreliable predictors of
ligninolytic competence. In wood, C. subvermispora miner-
alized unmodified lignin, nonphenolic lignin, and lignin model
dimer I as rapidly as P. chrysosporium did (Fig. 3). The ability
of C. subvermispora to degrade nonphenolic lignin was
significantly increased under these conditions, whereas P.
chrysosporium mineralized both lignins more slowly than it
did in defined medium (Fig. 1). These results, unlike those
obtained in liquid cultures, agree with previous ultrastruc-
tural observations and chemical analyses, which show that C.
subvermispora and P. chrysosporium delignify wood at sim-
ilar rates (17, 26). Most important, the data show that growth
of C. subvermispora on its natural substrate enhances the
expression of a previously undetected degradative mecha-
nism that can attack recalcitrant nonphenolic lignin struc-
tures.
To examine the hypothesis that C. subvermispora pro-

duces LiP in wood, we inflltrated compound I into wood
blocks, colonized the blocks with fungi, and then analyzed
the resulting metabolites. The rationale for this experiment is
that the biochemically unusual Cd Cs fission reaction ac-
complished by LiP is unlikely to be duplicated by other
mechanisms. Given I as the substrate, LiP yields II as the
CctCjs cleavage product (2). H is rapidly reduced to 4-ethoxy-
3-methoxybenzyl alcohol (III) by P. chrysosporium (27), and
in the work reported here we found this also to be the case
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FIG. 1. Mineralization of synthetic [ring-14C]guaiacyl lignin by P.
chrysosporium (v) and C. subvermispora (o) and of an exhaustively
methylated preparation of the same lignin by P. chrysosporium (o)
and C. subvermispora (A) in liquid culture. Error bars show 1 SD of
the sample for eight replicate cultures and, where not shown, are
smaller than the size of the data points.
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FIG. 2. (Left) Principal intermonomer linkages of lignin showing
phenolic (a) and nonphenolic (b) units. (Right) Structure of nonphe-
nolic lignin model I, showing radiolabel location, site of cleavage by
LiP to give H, and fungal reduction of II to give HI.

for C. subvermispora (data not shown). Therefore, the for-
mation ofm from I in fungal cultures would demonstrate the
presence of active LiP (Fig. 2). This approach showed clearly
that P. chrysosporium metabolized I to Im in wood, in
agreement with previous experiments done in defined me-
dium (27, 28). However, no Cd--Cs fission products were
detectable in the C. subvermispora cultures.
The possibility remained that Cd-Cp fission products were

in fact formed by C. subvermispora in wood but were
degraded too rapidly to permit detection. To address this
problem, we performed double-labeling experiments in
which wood block cultures of the fungi were given a mixture
of I and II to mineralize. All of the cultures received identical
mixtures of the two compounds, but I was 14C-labeled in half
the set and H was labeled in the other half, so that the fates
of I and H in the added mixture could be monitored inde-
pendently. The blocks were then colonized with P. chryso-
sporium or C. subvermispora and, once linear rates of
mineralization for I and II had been established, the cultures
were harvested and extracted for metabolite analysis.
The contribution made at harvest time toward the miner-

alization of I by a LiP-dependent pathway (I -I H -- --

C02) was then assessed for each fungus as follows. The
fraction of CO2 derived solely via Cd-Cp cleavage of I is a
quantity, x, that can be derived from four experimental
measurements: a, the rate of CO2 evolution from H imme-
diately before harvest; b, the amount of extractable m
derived from II; c, the rate of CO2 evolution from I imme-
diately before harvest; and d, the amount of extractable m
derived from I. The relationship between the amount of
I-derived Ill in the wood block (d) and the rate of I-derived
C02 evolution that is produced via H (xc) must be the same
as the relationship between the amount ofH-derivedm in the
block (b) and the rate of II-derived CO2 evolution (a). This is
so because any HI that is produced from I via Cd-Cp cleavage
and reduction must mix with the III that is derived from the
reduction of exogenous H. That is, xc/d = a/b, and x =

ad/bc.
An important feature of this experimental design is that it

requires only reproducible, as opposed to quantitative, ex-
traction ofIII from the cultures. HPLC analyses showed that,
for both fungi, the total amount of HI extractable from the
14C[I] cultures agreed with the total amount extractable from
the 14C[H] cultures within an error of ±20%6. A limitation of
this approach should also be noted: we must assume that
mineralization of I by the two fungi is a consequence of initial
attack by extracellular ligninolytic mechanisms and not of
intracellular oxidation. ForP. chrysosporium, previous work
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FIG. 3. Mineralization of ring-14C-labeled synthetic guaiacyl
lignin (A), exhaustively methylated lignin (B), and lignin model I (C),
by C. subvermispora (five replicates; o) and P. chrysosporium (six
replicates; o) in wood. Error bars show 1 SD of the sample.

shows this assumption to be reasonable (2, 27). For C.
subvermispora, the assumption is supported by our miner-
alization data obtained with I and with exhaustively methyl-
ated polymeric lignin. Since both fungi mineralized the non-
phenolic high molecular weight substrate at the same rate
(Fig. 3B), the presence of an additional intracellular mecha-
nism in C. subvermispora specifically for the mineralization
of low molecular weight lignin models should have caused
this fungus to mineralize I more rapidly than P. chryso-
sporium did. However, the two fungi also mineralized I at the
same rate (Fig. 3C).
For P. chrysosporium, the fraction of I mineralization

attributable to C,-Cs cleavage was determined on day 8 in
two independent experiments, giving values of 0.56 (Fig. 4 A
and B) and 0.51 (data not shown). That is, at the time of
workup, at least half of the compound I being mineralized
was routed through a pathway that depends on the principal
cleavage reaction catalyzed by LiP. This finding alone is
significant because, although LiP has been detected immu-
nocytologically in fungus-colonized wood (30-32), it has not
previously been shown to degrade lignin-related structures in
this environment. Actually, the total contribution made by
LiP toward the degradation of I was probably somewhat
greater than our numbers indicate, because this enzyme
catalyzes several minor fragmentation reactions in arylglyc-
erol-,B-aryl ether structures besides Cd-Cq cleavage (2, 27).
For C. subvermispora, the fraction of I mineralization

attributable to Cd-Cq cleavage on day 7 was far lower, giving

Lignin
HO Y bOH

HO b
c 0

bQ 3OCH3
OCH3

HO

HOQ OCH3
a -OH

Proc. Natl. Acad Sci. USA 91 (1994)



Proc. Natl. Acad. Sci. USA 91 (1994) 12797

5

4

3

cn
2

a) 1 _o

.0

0

a)

.0

~0

1

0 U

0

10 20 30

250

200

150

100

50

10 20 30 0 10 20 30

Elution volume (ml)

FIG. 4. HPLC analysis of metabolite HI (*) formed by P. chry-
sosporium from precursors I (A) and (B) and by C. subvermispora
from I (C) and H (D) in double-labeling experiments. Amount of III
expected if I were degraded exclusively via Cd-Cp cleavage is
indicated by dotted curves in chromatograms A and C. In chromato-
grams A and C, most of the 14C consisted of unmetabolized I, which
eluted at 36 min and is not shown. Identity and quantity of [14C]I
in all experiments were confirmed by oxidizing the collected HPLC
peak with 2,3-dichloro-5,6-benzoquinone (29) and subjecting it again
to HPLC: both the labeled and unlabeled product then eluted
together at 38 min, the elution time for authentic II. Variables a-d
(see Results and Discussion) were calculated on a per culture basis
and had the following values: P. chrysosporium, a = 500 nmol/day,
b = 643 nmol, c = 9.9 nmol/day, d = 7.1 nmol; C. subvermispora,
a = 725 nmol/day, b = 484 nmol, c = 7.9 nmol/day, d = 0.3 nmol.

values of 0.06 (Fig. 4 C and D) and 0.07 (data not shown) in
two independent experiments. The contribution of LiP to-
ward the mineralization of I was therefore -8 times greater
in P. chrysosporium than it was in C. subvermispora. Since
the absolute rates of I mineralization were essentially the
same for the two fungi (Fig. 3), we conclude that C. subver-
mispora has a LiP-independent mechanism for the degrada-
tion of nonphenolic lignin structures and that this mechanism
is as efficient as the LiP-dependent process in P. chryso-
sporium. This does not mean that LiP is never expressed by
C. subvermispora, but it is evident that additional mecha-
nisms of attack, perhaps involving benzylic hydrogen ab-
straction from C, of the lignin propyl side chain (33) or direct
attack by an oxyradical on the aromatic ring, must be invoked
to explain the degradation of lignin by this basidiomycete.

We thank M. D. Mozuch for organic syntheses and T. K. Kirk for
a critical reading of the manuscript. This work was supported in part

by a fellowship from the Austrian Erwin Schrodinger Foundation
(E.S.), U.S. Department of Agriculture Grant 90-37291-5805
(K.E.H.), and U.S. Department of Energy Grant DE-FG02-
94ER20140 (K.E.H.).

1. Frankland, J. C. (1982) in Decomposer Basidiomycetes, eds.
Frankland, J. C., Hedger, J. N. & Swift, M. J. (Cambridge
Univ. Press, Cambridge, U.K.), pp. 241-261.

2. Kirk, T. K. & Farrell, R. L. (1987) Annu. Rev. Microbiol. 41,
465-505.

3. Tien, M. & Tu, C.-P. D. (1987) Nature (London) 326, 520-523.
4. Edwards, S. L., Raag, R., Wariishi, H., Gold, M. H. & Poulos,

T. L. (1993) Proc. Natl. Acad. Sci. USA 90, 750-754.
5. Piontek, K., Glumoff, T. & Winterhalter, K. (1993) FEBS Lett.

315, 119-124.
6. Gold, M. H. & Alic, M. (1993) Microbiol. Rev. 57, 605-622.
7. Kersten, P. J., Tien, M., Kalyanaraman, B. & Kirk, T. K.

(1985) J. Biol. Chem. 260, 2609-2612.
8. Hammel, K. E., Kalyanaraman, B. & Kirk, T. K. (1986) Proc.

Natl. Acad. Sci. USA 83, 3708-3712.
9. Hammel, K. E., Tien, M., Kalyanaraman, B. & Kirk, T. K.

(1985) J. Biol. Chem. 260, 8348-8353.
10. Schoemaker, H. E., Harvey, P. J., Bowen, R. M. & Palmer,

J. M. (1985) FEBS Lett. 183, 7-12.
11. Hammel, K. E., Jensen, K. A., Jr., Mozuch, M. D., Landucci,

L. L., Tien, M. & Pease, E. A. (1993) J. Biol. Chem. 268,
12274-12281.

12. Glenn, J. K., Morgan, M. A., Mayfield, M. B., Kuwahara, M.
& Gold, M. H. (1983) Biochem. Biophys. Res. Commun. 114,
1077-1083.

13. Tien, M. & Kirk, T. K. (1983) Science 221, 661-663.
14. Perie, F. H. & Gold, M. H. (1991) Appl. Environ. Microbiol.

57, 2240-2245.
15. Ruttimann-Johnson, C., Salas, L., Vicunia, R. & Kirk, T. K.

(1993) Appl. Environ. Microbiol. 59, 1792-1797.
16. Orth, A. B., Royse, D. J. & Tien, M. (1993) Appl. Environ.

Microbiol. 59, 4017-4023.
17. Otjen, L., Blanchette, R., Effland, M. & Leatham, G. (1987)

Holzforschung 41, 343-349.
18. Kawai, S., Umezawa, T. & Higuchi, T. (1988) Arch. Biochem.

Biophys. 262, 99-110.
19. Tuor, U., Wariishi, H., Schoemaker, H. E. & Gold, M. H.

(1992) Biochemistry 31, 4986-4995.
20. Wariishi, H., Valli, K. & Gold, M. H. (1991) Biochem. Biophys.

Res. Commun. 176, 269-275.
21. Ruttimann, C., Schwember, E., Salas, L., Cullen, D. & Vicunia,

R. (1992) Biotechnol. Appl. Biochem. 16, 64-76.
22. Landucci, L. L., Geddes, S. A. & Kirk, T. K. (1981) Holzfor-

schung 35, 66-69.
23. Kirk, T. K., Connors, W. J., Bleam, R. D., Hackett, W. F. &

Zeikus, J. G. (1975) Proc. Natl. Acad. Sci. USA 72, 2515-2519.
24. Kirk, T. K., Croan, S., Tien, M., Murtagh, K. E. & Farrell,

R. L. (1986) Enzyme Microb. Technol. 8, 27-32.
25. Jensen, K. A., Jr., Evans, K. M. C., Kirk, T. K. & Hammel,

K. E. (1994) Appl. Environ. Microbiol. 60, 709-714.
26. Srebotnik, E. & Messner, K. (1994) Appl. Environ. Microbiol.

60, 1383-1386.
27. Higuchi, T. (1990) Wood Sci. Technol. 24, 23-63.
28. Weinstein, D. A., Krisnangkura, K., Mayfield, M. B. & Gold,

M. H. (1980) Appl. Environ. Microbiol. 39, 535-540.
29. Fenn, P. & Kirk, T. K. (1984) J. Wood Chem. Technol. 4,

131-148.
30. Srebotnik, E., Messner, K., Foisner, R. & Pettersson, B. (1988)

Curr. Microbiol. 16, 221-227.
31. Daniel, G., Nilsson, T. & Pettersson, B. (1989) Appl. Environ.

Microbiol. 55, 871-881.
32. Blanchette, R. A., Abad, A. R., Farrell, R. L. & Leathers,

T. D. (1989) Appl. Environ. Microbiol. 55, 1457-1465.
33. Wariishi, H., Valli, K., Renganathan, V. & Gold, M. H. (1989)

J. Biol. Chem. 264, 14185-14191.

Agricultural Sciences: Srebotnik et al.

c-


