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Analysis of a 2.4-kb cDNA of the cellulose-binding extracellular -glucosidase (CBGL) from Phanerochaete
chrysosporium suggested that CBGL is organized into two domains, an N-terminal cellulose-binding domain
and a C-terminal catalytic domain. Genomic sequence analysis suggested that cbgl is encoded by 30 exons.
Southern analysis of DNA from homokaryotic cultures indicated that CBGL is encoded by two alleles, cbgl-1

and cbgl-2, of a single gene.

Cellulose-degrading cultures of the white rot basidiomycete
Phanerochaete chrysosporium apparently produce three differ-
ent B-glucosidases—extracellular, intracellular, and cell wall
bound—depending on the carbon source (9, 26). Deshpande
et al. (9) reported that cellulose induces intracellular and cell
wall-bound enzymes and purified five isozymes of extracellular
B-glucosidases from cellulose-degrading cultures of P. chryso-
sporium. Molecular weights of these glucosidases ranged from
165,000 to 182,000. Smith and Gold (26) partially purified
an extracellular B-glucosidase from P. chrysosporium OGC101
and charaterized it as a monomer with a molecular weight
of 90,000. Recently, we purified and characterized a cellulose-
binding extracellular B-glucosidase (CBGL) with a molecular
mass of 114,000 from cellulose-supplemented cultures of
P. chrysosporium OGC101. When CBGL was treated with pa-
pain, its molecular weight decreased to 95,000; it lost the ability
to bind to cellulose, but its catalytic activity was unchanged.
This suggested that CBGL is organized into two domains—a
cellulose-binding domain (CBD) and a catalytic domain (20).
The glucosidase isolated previously by Smith and Gold (26)
from this strain might be the non-cellulose-binding form. The
kinetic properties of the cellulose-binding and nonbinding
forms were similar, indicating that the CBD was not involved
in catalysis. Here cloning and characterization of a cDNA
clone and a genomic clone of CBGL are reported. Sequence
analysis confirmed our prediction that this B-glucosidase con-
sists of a catalytic domain and a CBD.

Organism. P. chrysosporium OGC101 (a derivative of BKM-
F-1767) was obtained from Michael H. Gold (Oregon Gradu-
ate Institute) (1). Escherichia coli XL1-Blue MRF’ and SOLR
were obtained from Stratagene (La Jolla, Calif.).

Nucleotides. Oligonucleotides were prepared by the Oregon
Regional Primate Research Center (Beaverton, Oreg.). The
plasmid isolation kit was obtained from Qiagen, Inc. (Chats-
worth, Calif.).

Isolation of a ¢cDNA clone of cbgl. The cDNA \ZAP ex-
pression library, prepared as described previously (18), was
screened with an anti-CBGL antibody and a secondary an-
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tibody labeled with alkaline phosphatase. The pBluescript
SK(—) plasmid containing a putative B-glucosidase cDNA in-
sert was rescued by in vivo excision with a helper phage. The
plasmid was purified with a commercial plasmid isolation kit
(Qiagen, Inc.). The cDNA was sequenced by the dideoxy meth-
od with the primer walking strategy (25, 27).

Isolation of a genomic clone of cbgl. A \EMBL3 genomic
library of P. chrysosporium OGC101 was screened at high strin-
gency (4.8X SSC [1X SSCis 0.15 M NaCl plus 0.015 M sodium
citrate]-48% formamide at 50°C) with a 550-bp Apal fragment
from the 3’ end of the cbgl cDNA clone. Based on the restric-
tion mapping of the genomic clones, four overlapping restric-
tion fragments (3.6-kb Sacl, 1.7-kb Sacl, 4.5-kb Sall, and 1.2-kb
Sall) covering the entire region of cbgl were subcloned into
pBluescript SK (Stratagene) and sequenced by the primer
walking method (27). Sequencing was performed with an au-
tomatic sequencer (model 377; Applied Biosystems) and
AmpliTaqg DNA polymerase, FS.

Isolation of a full-length ¢cDNA clone of chgl. The cDNA
library of P. chrysosporium was probed with a restriction frag-
ment (66 to 324 bp) obtained by digesting cbgl-2 with Mscl and
Ndel. Hybridization was performed at high stringency (4.8X
SSC, 48% formamide, 50°C). Positive clones were purified by
further screening. The pBluescript II SK plasmid containing
the putative cbgl cDNA insert was rescued by in vivo excision
with a helper phage. The plasmid was purified with a plasmid
midi kit (Qiagen, Inc.).

Isolation and analysis of homokaryons. Single homokaryotic
basidiospores were isolated as described previously (1, 12).
DNAs from homokaryotic cultures were isolated by standard
procedures and restriction digested with Sall, size fractionated
in a 0.7% agarose gel, blotted onto a Magnagraph nylon trans-
fer membrane (Micron Separations, Westboro, Mass.), and
probed with a **P-labeled 1.4-kb Sacl fragment of cbg/ (nucle-
otides 1446 to 2866).

Northern (RNA) blot analysis. Total RNA was isolated from
11-day-old mycelia of P. chrysosporium cultured with 1% cot-
ton linters, cellobiose, or glucose as the carbon source (2, 8).
RNA was electrophoresed in 1.5% agarose gel containing 2.2
M formaldehyde, transferred to Magnagraph nylon membranes
(Micron Separations), and probed with cDNA for CBGL at
42°C as described previously (6).

Southern blot analysis of cbhgl. DNA from P. chrysosporium
was restriction digested and electrophoresed with a 0.7% aga-
rose gel. The DNA was transferred to Magnagraph nylon mem-



TCGAAGTTGCCGCTGTTTGTCCGCGCCTTATCCGCTCGACGCGGCTGCTGTTGGGCAACGACGTGGCCAAGACCATTTCCGATCTACATATCGACTTCTTCAAACATGTTCGAGAAGTAT 120
AAGTGCTTTGACCATGCGTACGCTGTCTACGCAAGGCAGCCCCCTCTCCCTACGCTGACAAAATGGGACTGACACTGGTCGTCTTATTACATCTTGCTCTAGGGTTGCTGACTGGGGTCC 240
M 66 L T L VV L L HL AL GULULT GV 19

AAGCTCAGTCCGGCCTGTATCAGCAATGTGGCGGTATCGGATGgL tagetggettgtctctectgegtecggagtggatgetcatatgttectegeatgcagGACTGGTGCAACTACTTG 360
Q Al Qg 8§ 6 L Y Q O C G G I G | | T G A T T C hO

A
CGTCAGCGGCGCGACCTGCACAGTGCTGAACCCATgtacgtcgccacacagtacatgtcacagcagecgagetcatgacacgtaghCTACTCGCARTGTCTCCCTGGCGCCGCCACCACG 480
I S G A T C T V L N P I I Y Y S Q C L lP G A A T T 63

C A C [8] T
AGTGTTTCGTCTAGTCATTCGTCAAGTAGCAGCGTCAGCAGCCACTCCAGCAGTGCAAGCAGCAGCAGCATAAGTTCTACTAGCACCAGCCCCCCGGCGCCCTCCCAGACCGTGGCGAAC 600
S Vv 8§ §$ §$ H S S §$ 8§ 8 V S S HS S SASSSSsSI1I S s8T ST S P PAP S Q TV A N 103
(E)
G T T C G T
GTGTCTCCAGAATGGGCCGCCGCTTACGTCAAGyttggaacgacgtcttcagatgtatatgttgatgtcactgaaacacgegeagGCACAAGCTGCTGTAGCAAAGCTATCGGTGACTGA 720
vV 8 P E W A A A Y V K A Q A AV A K L 8 V T D126
T
TATGGTCAACCTCGCAACAthgagatgactcgtgattaatactctatcttctaacaacttctggcagGTGTGCAGTGGCAGAAAGGTCCATGTGTCGGCAACACCCCTGCTATCTCGTC 840
M V N L A G V ¢ W Q K G P C V G NT P A I S S150
TATACCCGGTTTTACTGGACTTTGCCTGCAAGgtatgcgttcaacgtccctacgatgtgtgcaggtcgacttattccatggtccacagACAGTCCCGTTGGTGTCCGCTACGCTGATGGA 960
G F T G L C L @ s PV G V R Y A D G 171
A
ACGTCTGTCTTCCCACCgtacgtgectgagegatagectgtgaatctacttccctggectgaaacagttacctacagTGAAATCAACGTTGCTGCTACATGGAACCGTACGCTTATGCGCCAA 1080
T 8§ V F P P E I N V A A T WNU®RT L M R Q 192
T C A G
CGCGGAGCTGCTATGGGAGCGGAATTTAAGGGGAAAGGCGTGCACGTCGCTCTCGGTCCCATGATGAACCTCATGCGTGTCCCCGCCGCTGGCCGAAACTGGGAAGthgagtttctttg 1200
R G A A M G A EF K G K GV HVALSGU?PMMNDNILMMIERV P A AGIRNWE 228

G A G
gagtgtttgacacgecttgtegeggecagtacttaatttetcegtettggattgtagTGGCGETGGTGATCCTTTCCTCTCTGGCGAAGTGGCGTTCGAGACCATCACTGGCATTCAGTCCT 1320
G D PF L S G EV A F ETTITTGTI Q S8 249

(s)

G A
CCGGTGCCCAGGCTTGTGCCAAGCATTTCATCAACAAgtgcgtgtcttcatctecttgcagttecgegettactgacgtatttatgcagCGAGCAAGAACACTTTAGGGACTCCAGTTCAT 1440
S G A Qg A C A K HVF I NN E ¢ EH F R D 8§ 8 S8 272
CTAACGTCGACGATAthgagttttaccgtgttgcgacagtcgggaaagtagctgacctgctctcatagGACthgagataatcgtagtttatatgtgacatgtttctcattcaagtgtt 1560
S N V D D R 279
agGAGCATGAACTCTACGGACACCCTgtaatggttcctctatcattcgccgtcaccgactctgacgcatcaatagTTCCTTCGTAGCGTCCAGGCAAACGTAGCTTCCGTAATGTGCAGC 1680

E H E L Y G H P F L R 8 V ¢ ANV A S V M C s 302
TACAgtaagttgtgatctcagcctcgtgcagacgcaaactaaatcgtctgatgtttactacagATCAAAgtacgaatgcatcacgaatgattccagcagacgctaatctatatectacte 1800
Y N 0O 305

T
agTCAACGGAACCTTCTCTTGCGAAAATGAGAAGACCTTGTCAGGACTCCTCAAGGGAGAGTACGGCTTCCAAGGCTgtgagtgectetttttacggggeaggcaatcaaattaactete 1920
I N G T F S C ENZEIZ KTUL S G L L K G E Y G F Q G 330
agtatcgtagACGTCATGTCTthaggttttacagtgtgccatgtcaagctcgcggctgagctaagctgtcagACTGGTGGGCCACTCACTCTGGTGCACCCGCTGTGAACGCCGGCCTT 2040
Y v M S W WA T H S G A P A V N A G L 350

GACgtatgtctccgcgccttcccatggccgctactgctaactgcttttagATGACCATGCCGGGCGACGAGACACTCAGCTCTGGAACGACgtacgcagctcctgccgtaagctgtcttg 2160
D P G D ETUL S S8 G T 365

C
cggcattctgacgtgegeattgecagCTACTTCGGACAGAACCTCGTCAACGCTGTGAACAGCGGCCAAGTCTCGCAGGCCAGGGTTAAGgtacgcagaatcgaccatatatctactaat 2280
Y G ¢ N L V N AV NS G Q V S Q A R V K 386

A
aggacttgaatgttgtcttgcacagGACATGGCGACTCGCATCCTTGCGGCGTGGTACCTCCTTGGCCAAGACCAAAACTTCCCCGCGGTCAACTTCAACTCGTGGAACTCTGGTCAGGG 2400
D T R I L A AW YL L G QD Q NUF P AV NV FDNS WN S G Q G418
C G
CCAGCATGTGAACGTCTCCGGCAACCATGCGAGgtactgtaaaccgggtatoccactacteggegegecaccgectgacacgtetgtagCCTCATCCGCACCATCGGCGCGGCCTCGCAAATC 2520
Q HV NV S G NH A S L I R T I G A A S8 Q I 440
G C
CTGCTCAAGAACGTGAACAGTGCGCTTCCGCTCAARAAGCCCAAGACTATTGGCATCATTGGGAACGGTGCTGGATCAAACCCTAACGGTCCCAACGCgtacggacacaateccagettta 2640
L L K N V N S AL PL KK UPIXKT1I1IGTITIGDNUGAG G SNU?PNUGUPN A 473
(a) (G)

T
cgttcccaaagettgetgaagtttegtttacgecagTTTCTCCGACCGCGCCGGAGACGTCGGTGTCCTCGCGCTTGGGTGGGGCAGTGGgtaagteggegeccgacgttggggttgcta 2760
F S DR AGDV G VL ALGWG S G 491
T c T
caagctcacggtgccacaaaatatagCACTGCGAACTTCCCGTACTTGGTCGCAgtaggtetatgettetgoctgegtttecgetgtaactgacgegecttagCCCGTCGACGCGATTACT 2880
T A N F P Y L V A P VvV D A I T 506

GCTCGTGCGTCGCAGGATGGGACGACCETGTCGTCGTCACTGAGTGACACCGACCTGACGGGCGCTGCTAACACCGCGACCGGGAAGGACGTCGCGATGGTGTTCATCACGGCCGACAGC 3000
A R A SQDOGTTV S S S L SDTDUZLT TG AA ANTA AT GIEKUDUVAMVYF I T A D S 546

T
GGgtgcgtgtgtetggecctgttettatggegcacgetgatatttttacagTGAAGGATACCTTACTGTCGAGGGCAATGCAGGTGACCGTAACGACCTCCAGGCATGGCACGGAGGTg 3120
G E G Y L TV EGNAGUDI RNUDIULQAWH G G 569

C C
aagtgcgcectaacategtgactacatgeccgcettatacacagacgectctagGATGCGCTGGTTCAGCAGGTCGCGAGCCACAACAAGAACACGATTGTCGTGATCAACAGTGTCGGACC 3240
D AL V Q Q VA S HNI KDNTT IV V I N S V G P592
TATCAATATGGAAGCCTGEGTCAACCACCCGAACGTCACCGCTATTgtgagtgaccgtgtgcat tggagageecctgetygctygacgecgeteggt taactagGTTTGGAGTGGCCTCCCTG 3360

I NM E AWV NH PNV T A I vV W S G L P 613
GTCAGGAAGCAGgtatgcatatacgcgcaagattegetgtgcgaaacacteaccctgtgeccegatagGCARCGCGGTCACTGACGTTCTATTTGGCGCGGTCAACCCTGGgtacgtggte 3480
G Q E A G N AV T DV L F G A V N P G 632

A

gaccatgtcegttaggegtagggacggtatgetgacaccgaccacagCGGCAAGCTGCCCTTCACCATCGGCAAGTCGATCAGCGACTACTCCGCGCAGATCATCACCACCGGCTCGGGCA 3600

L P F TI G XK S I 8 DY S A QI I T TG S G 656
TCGTGCCCATCCCGTACAACGAGGGCCTCTTCATCGACTACCGGCACTTTGACCAthgtgtaccggggtgcgtgcgcagcgcgcagcgtgctgacgggggcgtgcttagGCGGGCATCG 3720
I v P I P Y NE G UL F I DY R H F Q A G I 678

A
CACCGCGCTTCCAGTTCGGGTTCGGCCTCTCGTACACGACGTTCGACTACTCGAACCTCGTCATCACGGGCTCGACGGCCGGCGGCACGCGTCAGCCCCCGGGGCCCGGCTCGTCGCTCG 3840
A PR F EPF GV F GL 8 Y TTTVPFDY S NILV I TGS TAGGTU RQ?PUPGUPG S S L 718
ACCCATthgcgccatttccctttcgtaaagtcacctcgctgacgcaggtcgctgcgcccgcgcagGCTGCACGACTCGGTCGTCACCGTGTCCTTCACGCTGACGAACAACGGCACGGT 3960
D W L H DS V VvV T V § F T L T N N G T V 739

CGACGGGACGGAGGTGCCGCAGCTGTACCTGAGCCCGCCCGCGAGCGCGAAGAGCGCGCCGCAGAACCTGAAGGGCTTCGACAGCGTATTCCTCCCCGCAGGCGCGTCGACGACGGTCTC 4080
D G T EV P QL YL S P PA S A K SAUPOQNULI KSGT FDSUV FLPAGA ASTTV 5779

T
TTTCGAGCTCTCGCGCTACTCGTTCTCCGTCTGGGACGTCETCTCCCAGAGCTGGCAGATCCCTGCTGGTGTCACCGGCATCTCCGTGGGCGCGAGCAGCAGAGATTTGCGCCTCAAGGG 4200
F EL §8 R Y S F 8§ V W D V vV $ ¢ $ woQ I P AGV T GI SV G AS S RDILRTIL K GB819

CG
CTCAATCACGAACTGAGGG——CGAGGAACGTGCCGTGGTAAAAATGTATTCGTAGTGCACTGTGCACTATCTTTCCTGGCTTGACATATGTAAACACTTCCCATTTCGCCGACATAGCGC 4318
s I T N * 823
GAGGTACACTGACTGACTTTCACATGGAGGCACGTTTGCCCATATAAGCTAGCTTCCCCTTGCGTGCGAACAGGTAACCACGACGGGTAAAAATGTTTCTGCAGCCCAACCATGTACARA 4438
ACTACAGATTAGGGGGGATCACGTCAGTGCGAAGAGTCATGTTGCTAGAAGTGAATATGCGGGTAGTACAATGATATATCCAGACTCGGGGAGTTACGTCGCCAGTGACGCTTTTGA 4555

FIG. 1. Nucleotide and deduced amino acid sequences of CBGL from P. chrysosporium. Genomic and amino acid sequences were derived from cbgl-2. The amino
acid sequence deduced from the cDNA sequence of cbgl-1 was the same as that of cbgl-2 except at positions indicated in the line below the amino acid sequence in
parentheses. The exon sequence of cbgl-1 is the same as that of cbgl-2 except at the positions indicated in the line above the gene sequence. Nucleotides and amino
acids are numbered on the right. The potential signal peptide sequence is overlined. The potential CBD is boxed. Potential N-glycosylation sites are in boldface type.
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safl 688 AKKVDEELPEPATYLSEFSYQNAKDSKNPSDAFAPADLNRVNEYLYPYLDSNVTLKDGNYEYPDGYSTEQRTTPNQPGﬁG
saf2 692 AKKVDEELPQPKLYLAEYSYNKTEEINNPEDAFFPSNARRIQEFLYPYLDSNVTLKDGNYEYPDGYSTEQRTTPIQ|ZG[C
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Phc 618 LDP---~=--=-===—-=-==- WIMHDSVVTVSFTLTNN[ETVDGTE jIDSV-—---FAPAGA
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Asa 738 TDGSPQPVLPAGGGSGGNPRWMYDELIRVSVTVENTERVAGDA IIDRL----TKPSE
sel 696 PD--———-=c——---=-=-=-=-~ EEVVSVTAAVENT[ESVSGSQ IR[EJERV - - --DIIQPGQ
Pic 661 K8----=c--—sc--cwn-= DIVATVKFTVTNT[EDVAAAE <4 ;GFDKK----L%HPGQ
Pia 714 RKE------==--cwr—-—-—-—-= NYTYPYIHDASSIKANSSYDYPEG){STEQLD@P-KSLAAGGUGENHTCCGMLVT SLLK

safl 828 DTTRE]S
saf2 832 DTTR[]S
Phe 675 DVVS[s]s
Trr 695 SGTATFNIRKRD DT A S{9K|

Asa 810 ETVWTTTLTRRDIEINEDVAALD
Sel 754 SKSVEFSEIMERDIEIFENTTAND
pic 713 SEEFVFELTIRD DVVA[IN
pia 775 SQIKVLMLVGLH

%RLKGSITN--
IRLTSTLSVA-
L PLHAALPRVQ

VRSVFDYPLTSALVFTN
CMLDIQIMMNSQHLQCNYVDLKRCFWEKIILELFLLN

FIG. 2. Comparison of the catalytic domain sequence of CBGL with the B-glucosidases from T. reesei (Trr) (3), A. aculeatus (Asa) (15), S fibuligera (Saf1 and Saf2)
(21), Pichia anomala (Pia) (17), P. capsulata (Pic) (14), and Septoria lycopersici (Sel) (24).

branes and hybridized to a **P-labeled 1.4-kb Sall cDNA frag-
ment of cbgl (5).

Seventy-two positive clones of cbgl were isolated by im-
munoscreening of the P. chrysosporium cDNA library. A full-
length clone was isolated by screening the cDNA library with a
Mscl + Ndel fragment from the genomic clone cbgl-2. Geno-
mic clones were isolated by screening a \EMBL3 genomic li-
brary of P. chrysosporium with a 500-bp Apal fragment from
the 3’ region of the cDNA sequence. This screening yielded
~50 positive genomic clones. Restriction fragment analyses of
five clones which hybridized strongly to the probe indicated
that they were very similar, and one of them was subcloned and
sequenced.

cbgl cDNA sequence. Sequence analysis of the cDNA clone
(2.4 kb) revealed an open reading frame consisting of 2,469 bp
encoding 823 amino acids, including a 21-amino-acid N-termi-
nal signal peptide sequence (Fig. 1). Prediction of the signal
peptide cleavage site suggested that GIn22 was the N-terminal
amino acid (22). The mature CBGL apparently consists of 802
amino acids and has an apparent molecular weight of 83,439.
The CBGL molecular weight as determined by sodium dodecyl
sulfate-polyacrylamide gel electrophoresis was 114,000. CBGL
is a glycoprotein, and the difference in molecular weight could
be attributable to the carbohydrate portion. The cDNA se-
quence revealed six potential N-glycosylation sites conforming
to the general rule Asn-X-Thr/Ser, in which X is not a proline
(4). In addition, numerous O-glycosylation sites are possible.

CBD. Analysis of the cbgl cDNA sequence suggested that
the amino acid sequence from 22 to 57 has a high sequence
similarity to the conserved cellulose-binding sequence of
CBHII from P. chrysosporium and other fungal CBD se-
quences (11). This confirmed our prediction that CBGL pos-
sesses a CBD similar to that of cellulases (20). This domain is
connected to the C-terminal catalytic domain via a 43-amino-
acid linker region.

Catalytic domain. Approximately amino acids 101 to 823 at
the C terminus form the catalytic domain. Sequence analysis
suggests that CBGL should be categorized as a family 3 gly-
cosylhydrolase along with the extracellular B-glucosidases from
Trichoderma reesei, Aspergillus aculeatus, Saccharomycopsis fi-

buligera, and Pichia capsulata (3, 13, 14, 17, 21). Asp and Glu
have been found in the active sites of numerous glycosidases,
including B-glucosidase, cellulase, and amylase (7, 23, 28).
Analysis of the catalytic domain sequences of eight family
3 fungal and yeast glycosidases indicated conservation of 13
acidic amino acid residues. Sequences surrounding seven con-
served residues are preserved (Fig. 2). Potentially, any two of
the conserved residues could be involved in catalysis.

FIG. 3. Northern blot analysis of P. chrysosporium RNA. Total RNA was
isolated from 11-day-old mycelia obtained from 1% cellulose (lane 1), glucose
(lane 2), and cellobiose (lane 3) cultures. The blot was probed with 32P-
labeled CBGL cDNA. Bars to the left indicate the positions of 18S and 28S
rRNA (from top to bottom).
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FIG. 4. Schematic representation of the protein and gene structures of CBGL and the restriction map of cbgl-2.

CBGL expression. P. chrysosporium produced CBGL abun-
dantly only when cellulose was provided as the sole carbon
source (2, 20). CBGL production was not observed in cultures
supplemented with either glucose or cellobiose (2). To further
understand CBGL expression in P. chrysosporium, total RNA
was isolated from 11-day-old cellulose, cellobiose, or glucose
cultures and analyzed by Northern blotting (Fig. 3). A band
corresponding to 2.4 kb was observed only with the RNA
isolated from cellulose-grown cells. Also, the size of this RNA
was very similar to the size of the cDNA insert. These prelim-
inary findings suggest that either cellulose or one of its degra-
dation products might be controlling the expression of CBGL
at the transcriptional level.

Gene sequence of cbgl-2. cbgl-2 consisted of 4,555 bp, includ-
ing 182 bp in the 5’ flanking region and 339 bp in the 3’
flanking region (Fig. 1). The 5’ upstream region contained a
potential TATAA box (TATAAGT) 64 bp upstream from the
translation start codon. Comparison of the genomic and cDNA
sequences of CBGL indicated the presence of 29 introns vary-
ing in size from 47 to 68 bp (Fig. 1). All of the intron splice
junctions conformed to the GT-AG rule. Exon 1 codes for the
signal peptide and a portion of the CBD (Fig. 4). Exon 2 codes
only for the CBD. Exon 3 codes for the rest of the CBD, the
linker peptide, and a small sequence of the catalytic domain.
Exons 4 to 30 code for the catalytic domain. Interestingly,
exons 10 and 13 code for one and two amino acids, respectively
(Fig. 4). In contrast to cbgl, T. reesei bglul has only two introns
(3).

Exon sequences of cbgl-2 exhibited 98% similarity to the chgl
cDNA sequence. A total of 50 bp in the sequences (in the exon
regions) did not match the cDNA sequence; however, the
amino acid sequences differed only at four locations (Fig. 1).
Restriction analysis of P. chrysosporium DNA indicated that,
except for HindlIII restriction, only one fragment from all the
other restrictions hybridized to a 1.4-kb Sall fragment of cbgl-2
(Fig. 5). This result suggested that cbgl is probably encoded by
two alleles (cbgl-1 and cbgl-2) of a single gene. The cDNA
sequence was presumably derived from cbgl-1.

cbglu-1 and cbglu-2 allelism. P. chrysosporium is a hetero-
karyon with two or more genetically distinct nuclei (1). The
genomic library from which the cbgl clones were isolated was
derived from such a heterokaryon. However, the basidiospores

are homokaryons and contain two identical nuclei. If cbgl-1
and cbgl-2 are truly allelic, then they should segregate among
homokaryons. Segregation of allelic variants of lignin perox-
idase, glyoxal oxidase, and cellobiose dehydrogenase from

FIG. 5. Southern analysis of genomic DNA from P. chrysosporium. Genomic
DNA, isolated by standard procedures, was digested with restriction enzymes
Sall (lane 1), HindIII (lane 2), BamHI (lane 3), Ndel (lane 4), EcoRI (lane 5),
and Sacl (lane 6). The blot was probed with a **P-labeled 1.4-kb Sall fragment
of cbgl-2. Bars indicate the positions of molecular size standards (from top to
bottom: 23.1, 9.4, 6.6, 4.4, 2.3, 2.0, and 0.6 kb).
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FIG. 6. Segregation of CBGL alleles into homokaryons. DNA from four
separate single spore cultures (lanes 1 to 4) and one parenteral heterokaryon
culture (lane 5) of P. chrysosporium OGC101 were restricted with Sall, size
fractionated on an agarose gel, and probed with a 1.4-kb Sall of cbgl-2. Bars
indicate the positions of molecular size standards (from top to bottom) of 23.1,
9.4, 6.6, 4.4, 2.3, 2.0, and 0.6 kb.

P. chrysosporium is known (10, 16, 19). A comparison of the
cDNA sequences of cbgl-1 and the exon sequences of cbgl-2
suggested that cbgl-2 has at least one extra Sall site at nucle-
otide 2866 (Fig. 4). This difference was utilized in identifying
the two alleles. DNAs from homokaryotic and heterokaryotic
cultures were restricted with Sa/l and probed with a 1.4-kb Sall
fragment (bp 1446 to 2866). The probe was expected to hybri-
dize to only a 2-kb fragment from cbgl-1, a 1.4-kb fragment
from cbgl-2, and two fragments (1.4 and 2 kb) from the wild-
type heterokaryon. Southern analysis suggested that only one
fragment (1.4 or 2 kb) from homokaryon DNA and two frag-
ments from wild-type DNA can hybridize to the probe (Fig. 6).
These findings support the proposal that cbgl-1 and cbgl-2 are
alleles.

B-Glucosidase multiplicity. Smith and Gold (26) partially pu-
rified an extracellular B-glucosidase (M., 90,000) from P. chryso-
sporium OGC101. CBGL is produced by the same strain in
cultures optimized for low extracellular protease levels (2).
Proteolytic hydrolysis of CBGL produces two non-cellulose-
binding forms (M,s, 96,000 and 98,000). Thus, the B-gluco-
sidase isolated by Smith and Gold (26) was probably a deg-
radation product of CBGL. At this time, there is no reason
to believe that the low-molecular-weight glucosidase could
arise from differential splicing of cbgl-1 or cbgl-2. Desh-
pande et al. (9) have reported five extracellular B-glucosi-
dases from P. chrysosporium, with molecular weights ranging
from 165,000 to 182,000. A comparison with the current find-
ings is not worthwhile because of strain differences and the
variation in culturing conditions.

Nucleotide sequence accession numbers. The P. chrysosporium
OGC101 CBGL cDNA and gene sequence data reported
here have been deposited in GenBank under accession no.
AF036873 and AF036872.
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