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ABSTRACT

The sequence of the coding region of the rRNA operon
of rat-derived Pneumocystis carinii has been
completed, including the genes for 5.8S and 26S rRNA.
These genes show homology to the rRNA genes of
yeast, and an apparent group | self-splicing intron is
present in the 26S rRNA gene. Like a similar intron in
the 16S rRNA gene, this intron is in a phylogenetically
conserved region. Variation in the 26S rRNA sequence
was noted between P.carinii organisms isolated from
two different sources.

INTRODUCTION

Pneumocystis carinii is a ubiquitous eukaryotic microorganism,
causing asymptomatic infections in most humans early in
childhood (1), but causing life-threatening pneumonia in
immunosuppressed hosts, including patients with AIDS (2).
Although morphologically P.carinii has properties associated with
both protozoa and yeasts, the 16S rRNA coding sequence of
P.carinii grown in immunosuppressed rats most resembled that
of the yeast Saccharomyces cerevisiae (3). This sequence also
included a 390 base pair insertion resembling a Group I intron,
located 31 nucleotides from the 3’ end of the rRNA gene (3).
Absence of this sequence from mature 16S rRNA (4) and
demonstration of its ability to spontaneously excise from
transcripts of cloned fragments of the gene (5) confirmed its
identity as a self-splicing intron (6—7). The sequence of the 5S
rRNA of P.carinii grown in nude rats showed closer similarity
to 55 rRNA of Amoeba and Myxomycota than to that of
Ascomycetes such as Saccharomyces (8). However, the validity
of sequence analysis of such relatively short rRNA genes as a
taxonomic tool has been questioned (9—10). In S. cerevisiae, the
5S rRNA is encoded in the same genomic repeated element
encoding 168, 5.8S and 26S rRNAs, but on the opposite strand
(reviewed in 11), although most eukaryotes studied do not have
the gene for 5S rRNA linked to those for the other rRNA species.
Hybridization of chromosomal DNA separated by pulsed field
electrophoresis with 16S rRNA-derived probes has localized the
16S rRNA gene of Pneumocystis to one or two 500 kbp.
chromosomal DNAs, with the gene for 5S rRNA apparently
located elsewhere (12—13).

In order to better understand the molecular genetics of
Pneumocystis, we have determined the sequence of the portion
of the major rRNA-encoding operon (encoding the 16S, 5.8S
and 26S rRNA molecules) from organisms derived from the lungs
of immunosuppressed rats, including the genes for 5.8S and 26S
rRNAs. These results indicate that these two genes also show
similarity to the homologous genes of S.cerevisiae, with the gene
for 26S rRNA also containing an apparent Group I self-splicing
intron.

The relatedness of different Pneumocystis isolates has been
difficult to determine in the absence of a long-term culture method
for this organism. The 5S rRNA gene amplified by polymerase
chain reaction (PCR) from multiple infected humans and rats had
the identical sequences (14). However, rat and human-derived
organisms showed sequence differences in their mitochondrial
DNA (15). When portions of the 26S rRNA gene from two
different sources were sequenced, we found that phylogenetically
variable regions of the gene differed between these two
organisms. This marked sequence difference between 26S rRNA
gene sequences may represent differences between clones of the
same species or may indicate the existence of more than one
species within the genus Pneumocystis. In either case, such
differences might provide a mechanism of recognizing the
relationships between different individual Pneumocystis isolates
for epidemiological studies. The existence of such differences
between small subunit rRNA sequences from different isolates
was previously suggested based on a single nucleotide difference
obtained by two different laboratories (4).

METHODS
Growth and purification of Pneumocystis carinii

Sprague-Dawley rats from Sasco, Inc. (Omaha, NE) were
maintained in isolation cages with protective filters (Lab Products,
Maplewood, NJ) were immunosuppressed by addition of
dexamethasone (1 mg/ml) and tetracycline (0.5 mg/ml) to their
drinking water. Water and autoclaved 8% protein diet (ICN) were
provided ad libitum. Hooded rats (Harlan-Sprague-Dawley,
Indianapolis, IN), provided by R.Heikkila (deceased) of this
institution were treated in the same way but not isolated. Rats
were sacrificed after 8 — 12 weeks of immunosuppression or when
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Table 1. Oligonucleotides Used

Number Sequence 5’ Coordinate Ref.
228A AACAGCTATGACCATGAT pUC polylinker

229 TTCCCAGTCACGACGTTG pUC polylinker

230 TGTAAAACGACGGCCAGT pUC polylinker

1138 AGGGATTGGTTGGCCTGGTCCTCCGAA 637(+), 16S 3
1887 CTTTCCAGTAATAGGCTTATCG 1726(-), 16S 3
2892 GCTATCCTGAGGGAAACTTCGG 964(—), 26S

2893 CCCGTCTTGAAACACGGACCAAGG 635(+), 268

2894 CCCGCGATCAGCAAAAGCTAATCTGG 1374(-), 16S 3
2917 CCATACAGAAGACCATTCTTTATCCC 507(—), DHFR 19
2918 GGCCGATCAAACTCTCTTCC 58(+), DHFR 19
2919 GGGAAAAGGTCGTGGGGAGCG 977(-), TS 18
2920 GGGGAAGACCGCCCTGATAGG 58(+), TS 18
2982 GAGCCAATCCTTATCCCGAAGTTACG 1933(-), 26S

2983 GTCTAAACCCAGCTCACGTTCCC 2933(-), 26S

3175 GGGTGGTGGTGCATGGCCG 1262(+), 16S 3
3176 CCTTCCGCAGGTTCACCTACGG 1796(-), 16S 3
3243 CCGCAGCAGGTCTCCAAG 1833(+), 26S

3425 CGAAAGAGAGGAGGTAGCACC 368(+), intron, 16S 5
3426 GGTCCGTGTTTCAAGACGGG 654(—), 26S

3427 GGGAACGTGAGCTGGGTTTAG 2911(+), 26S

4016 GGTTTGGCAGGCCAACATCGG 485(+), 26S

4138 CCATGAAAGTGTGGCCTATCG 2715(+), 26S

4139 GCCTGGTCAGACAACCGC 3049(-), 26S

4169 GGATTATGGCTGAACGCC 3074(+), 26S

4170 GGCTTAATCTCAGCAGATCG 3328(—), 26S

4358 GACGAGGCATTTGGCTACC 2267(-), 26S

4443 GTACACACCGCCCGTCGC 1631(+), 16S 3
4743 TTTAGCTCTTGATTGTAG 556(+), 26S, Pc2

4744 CGCATATTTTATATTATG 3234(-), 26S, Pc2

4746 GTTAGCTCTTGGCTTCTG 556(+), 268, Pcl

Table I lists all primers used for PCR amplifications and sequencing. The underlined G in 3243 was predicted for the 26S rRNA gene
sequence based on sequences from other organisms, but was A in the actual 26S rRNA sequence of P.carinii. The underlined C in 4169
was present in the 26S rRNA gene of P. carinii from Hooded rats (Pc2) but was A in the homologous location in organisms from Sprague-
Dawley rats (Pcl), as described in the text. The underlined C in 3425 is from the published intron sequence (5) but was T in a clone
of the intron amplified using flanking exon-derived primers 4434 and 3176 (data not shown). TS indicates the thymidylate synthase (18)
and DHFR the dihydrofolate reductase (19) genes of P.carinii.
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Figure 1. The top li'ne represents the DNA sequence of a portion of the rRNA-encoding gene(s) of P.carinii isolated from immunosuppressed Sprague-Dawley rats
(Sasco), and the horizontal lines below represent PCR amplifications, which were subsequently cloned and sequenced as described in the text. Thin lines (A) indicate

PCR prgducts from Sprague-Dawley rats (Sasco) and heavy lines (B) indicate PCR products from Hooded rats. Numbers indicate oligonucleotide primers (Table
I) used in each PCR reaction.

signs of respiratory distress were observed. All subsequent  centrifuged for 10 min at 200X g to remove tissue debris and
procedures were done at 4°C. Each pair of lungs was removed,  lung cells. The supernatant was then transferred to a fresh tube,
minced with a scissors and the homogenate was suspended in  cells were collected at 1,600x g and resuspended in 3 ml of
25 ml of Dulbecco’s Modified Eagle’s Medium (DMEM) and phosphate buffered saline (PBS). Suspended cells were loaded
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cRasagagag gaggtagcac LETTCCGTAG GTGAACCTGC GGA \TCA TT. actagtttat ctggttcttg acattttcat
at ttt ta
aaaatataat ttttaaAAAC TTTCAGCAAT GGATCTCTTG GTTCCCGCGT CGATGAAGAA CGTGGCAAAA TGCGATAAGT AGTGTGAATT GCAGAATTCA
GTGACTCATC GAATTTTTGA ACGCATATTG CGCTCCTCAG TATTCTGTGG AGCATGCCTG TTTGAGCGTC ATTTttatac ttgaaccttt ttaaggtttg
tgttgggcta ag agt tt .
gtttttagaa ag ttgaacCTTT GACCTCAAAT CAGGTAGGAT TACCCGCTGA ACTTAAGCAT

ATCAATAAGC GGAGGAAAAG AAACTAACAA GGATTCCCTC AGTAACGGCG GAAAAGCTCA AAATTAAAAT CTGGCGAGGA TCCTCGTCCG
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CCTTTGGGCG TCCGATGCAC GCTTAACAAT CAACTTAGAA CTGGTACOGA CAAGGGGAAT CTGACTGTCT AATTAAAACA TAGCATTGCG ATGGCCAGAA
AGTGGTGTTG ACGCGATGTG ATTTCTOCCC AGTGCTCTGA ATGTCAAAGT GAAGAAATTC AACCAAGCGC GGGTAAACGG CGGGAGTAAC TATGACTcac
CLLLLRSRKR LCALERRAKC RKCKCKQ8SK LKLLORCULAK LESLCCRORS 8aLaaaticK ALURCE4cH cabcaastt AcRasmastc cctassmatt 2900
casctactes ECARCLLALK E8AScacest LELEKccKas ttsatagccc LEEEtatest ssceststty sstatgzactc ttaattgesx sastaEabEs

CGGATCCTGT TAGGATCGAT CAGTGAATGA TTTTAGCAGC 2600
2700
2800

3000
3100
'AAG GTAGCCAAAT GCCTCGTCAT CTGATTAGTG ACGCGCATGA 3200

tctacsatge ttaaggtety gtctastctc tttcgasase aaxagtasts tECTCTT.
ATGGATTAAC GAGATTCCCA CTGTCCCTAT CTACGATCTA GCGAAACCAC AGCCAAGGGA ATGGGCTTGG CAAAATCAGC GGGGAAAGAA GACCCTGTTG 3300

AGCTTGACTC TAGTTTGACA TTGTGAAAAG ACATAGAGGA TGTAGAATAG GTGGGAGCTT CGGCGCCTGT GAAATACCAC CGCCTTTATT GTTTTTTTAC 3400
GAGCGGGACT

GAGCTTTTGC TCATCTTITA GCGTTAAGGT CCTTTTACGG GCCGACCCGA GTTGATGACA TTGTCAGATG GGGAGTTTGG 3500

CTGGGGCGGC ACATCTGTCA AAAGATAACG CAGGTGTCCT AAGGGGAGCT CATTGAGAAC AGAAATCTCA AGTAGAATAA AAGGGTAAAA GTTCCCTTGA 3600
TTTTGATTIT CAGTACGAAT ACAAACCATG AAAGTGTGGC CTATCGATCC TCTAAATCCT CGAAATTTGA GGCTAGGGGT GCCAGAAAAG TTACCACAGG 3700

TAGCGACGTT GCTTTTTGAT CCTTCGATGT CGGCTCTTCC TATCATACCG AAGCAGAATT CGGTAAGCGT 3800
AGACCGTCGT GAGACAGGTT AGTTTTACCC TGCTGATGAA GTTATCGCAA TGGTAATTCA 3900

AGCTGGGTTT
GCTTAGTACG AGAGGAACCG TTGATTCAGA TATTTGGTTT TTGCGGTTGT CTGACCAGGC AGTGCCGCGA AGCTATCATC TGTTGGATTA TGGCTGAAAG 4000

CCTCTAAGTC AGAATCCATG CCAGAAAGCG TIC I T

AA T TT GCCAATATCA GTATTTGGAC GGGTGGAGGC 4100

GGACGGAAGT GTTCGTCTCT GTCCATTAAT ATTAATTAAT ATTCGTGAGG GCGAATCCTT TGTAGACGAC TTAGTTGAGG AACGGGGTAT TGTAAGCAGT 4200
AGAGTAGCCT TGTTGTTACG ATCTGCTGAG ATTAAGCCtt tgttcccasg atttgt 4256

Figure 2. The total contiguous sequence determined for P. carinii from immunosuppressed Sprague-Dawley rats (Sasco) by the strategy shown in Figure 1A is shown.
All sequences were determined at least twice on each strand from the clones described in Figure 1A, except for the last 18 nucleotides (indicated in lower case)
which were determined from DNA amplified from Hooded rats as described in the text. Except for this region, capital letters indicate rRNA coding sequences (positive
strand), lower case letters indicate spacers, and underlined lower case letters indicate Group I introns. The initial 22 nucleotides are from the 3’-terminal portion
of the Group I intron in 16S rRNA. Nucleotides 23—53 are the second exon of 16S rRNA, 54—216 are internal transcribed spacer 1 (ITS1), 217 —374 the gene
for 5.8S rRNA (identified by similarity to other 5.85 rRNA sequences), 375—556 ITS2, and 557 —4256 are the gene for 26S rRNA, with a Group I intron sequence
in lower case underlined. This sequence has been deposited at EMBL/GenBank under accession No. M86760.

Pc taaAAACTTT CAGCAATGGA TCTCTTGGTT CCCGCGTCGA TGAAGAACGT GGCA--AAAT GCGATAAGTA GTGTGAATTG CAGAATICAG 85
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Figure 3 indicates comparison of the sequence of the 5.85 rRNA gene of P.carinii shown in Figure 2 with the homologous sequences from Saccharomyces cerevisiae
(24) indicated as Sc, Tetrahymena pyriformis (25) indicated as Tp, and Homo sapiens (26) indicated as Hs. Since the actual 5.8S rRNA sequence was not determined,
the termini of the P.carinii gene have been chosen based on the known sequence of the homologous gene of S.cerevisiae, to which it appears to be closely related.
The three nucleotides 5’ to the proposed rRNA 5’ terminus are indicated here in lower case letters.

on discontinuous Percoll gradients (10—40% in 10% steps) and
after centrifugation at 1,600X g for 30 min, trophozoites were
found at the 10—20% interface, cysts with some trophozoites
and a few mammalian cells at the 20—30% interface, and
predominantly mammalian cells with some cysts at the 30—40%
interface.

For in vitro cultivation of P.carinii, mink lung cells of line
ATCC CCL64 (16) grown to 80% confluence in 10 cm petri
dishes in DMEM supplemented with 10% fetal calf serum were
used as feeder cells. Percoll gradient purified cysts (5% 10°)
were added to each plate in the presence of penicillin,
streptomycin, gentamicin and fungizone, followed by incubation
at 37°C in a humidified 5% CO, incubator. After 1—3 days in
culture, the plates were gently agitated and the Pneumocystis-
containing medium was collected and centrifuged at 100X g for

S min to pellet contaminating detached mammalian cells. Only
a few mammalian cells detached during the culture period and
these were efficiently removed by the centrifugation.

Microscopic techniques

Pneumocystis trophozoites were quantitated in 5 ul samples air
dried on microscope slides and stained with Diff-Quik (Baxter
Healthcare Co., Miami, FL). Cysts were identified by toluidine
blue O stain (17). All quantitation was done by counting three
5 ul samples for a total of 30 oil immersion fields for each sample.
All cultures and purified Pneumocystis preparations were negative
for fungal and bacterial contamination by microscopy and culture,
and for Mycoplasma contamination by MycoTect kit (Gibco
BRL).
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Extraction of nucleic acids from Trophozoites

P.carinii cells from mink lung cell cultures were harvested by
centrifugation at 3,000 rpm for 30 minutes at 4°C in a Sorvall
SS-34 rotor, and were washed with chilled PBS. Cells were
resuspended in 50 mM Tris-HCl, 50 mM Na-EDTA, pH 8.0,
and were lysed by incubation at 65°C for 30 minutes in the
presence of 1% SDS. Proteins were removed by precipitation
on ice in the presence of 1.25 M potassium acetate followed by
centrifugation at room temperature. Total nucleic acids were then
concentrated by precipitation in an equal volume of absolute
ethanol on ice.

Oligonucleotides

DNA oligonucleotides were synthesized by beta-cyanoethyl
phosphoramidite chemistry on automated DNA synthesizers
(Cyclone, Milligen and 380B, Applied Biosystems), and were
purified by chromatography on NENsorb-Prep cartridges (NEN-
DuPont). Oligonucleotides used are listed in Table I. }

Amplification and cloning of DNA

Pneumocystis carinii DNA was amplified by means of PCR
performed in a DNA Thermal Cycler (Perkin Elmer Cetus) using
thermostable DNA polymerase from Thermus aquaticus
(AmpliTaq, Perkin Elmer Cetus). Reactions were run in the
presence of 0.2 mM of each dNTP, 0.4 uM of each of the
indicated primers, 10 mM Tris-HCl (pH 8.3), 50 mM KCl, 1.5
mM MgCl,, gelatin (0.001% w/v), and 5 units of AmpliTaq
DNA polymerase in 100 gl total volume. Amplifications of over
1 kb. segments were performed by incubation at 95°C for 2
minutes followed by 30 cycles of 94°C for 1 minute, 50°C for
1 minute, and 72°C for 1.5 minutes, followed by a 7 minute
incubation at 72°C. Amplifications of fragments of less than 1
kb. were performed by 2 cycles of 94°C for 2 minutes, 58°C
for 1 minute, and 72°C for 45 seconds, followed by 30 cycles
of 94°C for 1 minute, 58°C for 1 minute, and 72°C for 1 minute,
followed by incubation at 72°C for 1 minute. For some PCR
reactions the thermostable DNA polymerase from Thermus
thermophilus (Hot Tub, Amersham) was used, under reaction
conditions recommended by the manufacturer using 1.5 units of
polymerase in a 100 ul reaction, using 2 cycles of 94°C for 2
minutes, 58°C for 1 minute, and 70°C for 2 minutes, followed
by 30 cycles of 94°C for 1 minute, 59°C for 1 minute, and 70°C
for 3 minutes, followed by incubation at 70°C for 10 minutes.
After PCR reaction, products were purified by agarose gel
electrophoresis, treated with T4 DNA polymerase (BRL) to
generate blunt ends, phosphorylated with T4 polynucleotide
kinase (Pharmacia), ligated under blunt end ligation conditions
to Smal-cut pUC18 DNA (plasmid provided by J. Dougherty
of this department), and transformed into E. coli DH5a competent
cells (BRL, Bethesda, MD) as described (20). Cells were grown
in LB medium and plasmid DNA was extracted and purified as
described (20).

DNA Sequence Determination

DNA sequence determination was performed on the Genesis
2,000 Automated DNA Sequencer (DuPont) according to the
manufacturer’s instructions for sequencing reactions run on
covalently closed superhelical DNA templates, using DNA
polymerase from bacteriophage T7 (Sequenase version 1.0, U.S.
Biochemicals). Primers used included oligonucleotides 228A,
229, and 230 (Table I), which base pair with regions flanking

the pUC18 polylinker, and others listed in Table 1. For inserts
of over 300 nucleotides without convenient internal primer
binding sites, nested deletions were generated as described (20),
which were then sequenced using the standard primers. All
sequences reported were determined at least twice for each DNA
strand.

RESULTS

Sequence of the rRNA operon of P.carinii

Prior to use for these experiments, nucleic acids from P. carinii
were shown to be from that source by confirmation of previously
published sequences using PCR methods. Primers 2920 and 2919
used in a PCR reaction yielded a single 920 bp. product (based
on agarose gel electrophoresis), the size predicted for the
thymidylate synthase gene with its 4 intervening sequences (18).
A PCR utilizing primers 2918 and 2917 amplified a single 493
bp. product, as predicted for the dihydrofolate reductase gene
with a 43 bp. intervening sequence (19). The P.carinii-specific
primers for 16S rRNA, 1138 and 2894, yielded a single PCR
product of the predicted 738 bp. size (3). The ‘universal’ 16S
rRNA primers, 3175 and 3176, generated two PCR products:
one was 925 bp. in length, the size predicted for the 16S rRNA
gene with its Group I intron (3, 5), and the other was 535 bp.
in length. This smaller fragment had a sequence identical to the
corresponding region of human 18S rRNA (21), and presumably
represents amplification of contaminating mink lung cell
ribosomal DNA rather than amplified reverse transcript (22) of
P.carinii rRNA (data not shown).

Figure 1 shows the amplifications used for subsequent cloning
and sequence determination. Each PCR product, produced using
primers listed in Table I, was cloned into pUC18 and both strands
were sequenced at least twice. All overlapping segments yielded
the same sequence, indicating an error rate of Taq polymerase-
catalyzed PCR (23) of less than one per 500 nucleotides. We
cannot rule out rare misincorporation events in the regions which
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Figure 4 is a dendrogram generated by the ‘pileup’ program of the Wisconsin-
GCG package indicating sequence similarity (but not necessarily evolutionary
relationships) among the 5.8S rRNAs compared in Table II.



were only amplified once. The sequence determined for the
amplified portion of the rRNA operon of P.carinii is shown in
Figure 2. The sequence of the final exon of the 16S rRNA gene
agrees with that previously reported (3), although the third base
from the 3’ end of the intron (C) previously reported (5) is absent
in our sequence. This sequence has been confirmed in an
additional amplified fragment (amplified with primers 4434 and
3176) including the entire intron sequence (data not shown).
The sequence of the 5.8S rRNA gene indicated in Figure 2
was recognized by similarity to the 5.8S rRNA sequences from
other eukaryotes (24 —26), with which it is compared in Figure 3.
The 5.8S rRNA sequence is 87% identical with the homologous
rRNA of S.cerevisiae, which was also the species to which
P.carinii showed closest relatedness of its 16S rRNA gene (3).
In contrast, the 5.8S rRNA sequence was 67% and 69 % identical
with the homologous genes of T.pyriformis and H.sapiens,
respectively. Table II shows a similarity matrix of fungal and
protozoan 5.8S rRNA sequences; these data are expressed as a
dendrogram in Figure 4. The P.carinii 5.8S rRNA sequence is
most similar to five fungal sequences, and is more distantly related
to sequences from various protoza, algae and slime molds.
However, this dendrogram may not be identical to one based
on evolutionary distances. Also, taxonomic classification based
on sequences of relatively short genes with conserved regions
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may not be valid, as has been suggested from genes for 5S rRNA
(9-10).

Figure 5 shows the sequence of the 26S rRNA gene from
Figure 2 compared to homologous genes from S. cerevisiae (27)
and T.pyriformis (28). The indicated P.carinii sequence has an
apparent Group I self-splicing intron sequence (see below) omitted
after nucleotide 2241, and the T. pyriformis sequence has an
intron of the same type omitted from a location four nucleotides
3’ to the homologous site in the P.carinii gene (28). Thus the
26S rRNA genes of both P. carinii and T. pyriformis have Group
I self-splicing introns inserted into the same relatively conserved
region. Comparison of the three sequences shown in Figure 5
indicates the relative conservation of some regions of the 26S
rRNA genes, and the greater phylogenetic variability of other
regions. Comparison of the coding regions of the four completely
sequenced 26S rRNA genes of microbial eukaryotes are shown
in Table III; P.carinii is again more similar to S. cerevisiae than
to T. pyriformis.

Group I self-splicing introns of rRNA genes

As was indicated in Figure 2, an apparent Group I self-splicing
intron interrupts the 26S rRNA gene sequence in P. carinii. This
intron is recognizable by the presence of the conserved P, Q,
R, and S segments (boldface in Figure 6A) present in all intrpns

Pc CTTTGACCTC AAATCAGGTA Gsnmocos CTGAACTTAA GCATATCAAT AAGCGGAGGA MAGAAACTA ACAAGGA‘H'C CCTCAGTAAC GGCGAGTGAA 100
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............................ Toiiihie CouTuiiit tiiiiiiins ceieiaieas ceieiie ceneieens ooo. TAGA 1164
Tp st T L -.cm. ...... CouT LCLCTuuiit theiiiiiit cetieians e, Ao T....TTGA 1175
Pc GITAAGGTOC COGAA-GCAC OCTCATCAGA TACCACAAAA OGTGTIAGTT CATCTAGACA GTAGGACOGT GOCCATGGAA GTCOGAKTCC OCTAMDGAGT 1250
SE ittt e TAuet evinenne Caereennne eeneneenen eenenenne (0 uuiiain taieiinien ceieaeaans e 1264
TP AiiiiCo LCALT it ittt e e G.o. ... FERRr NN Toeen .. TAiie e 1278
Ec GIGTANCAAC TCACCIACCS AATGAACTOG COCTGAMAT GGATGOCOCT CAAGCGTGCT ACCTATACCT OGOCGICTOS GAT-— ATGA TIOCTAGACS 1357
L 2 S P, T IC TA.....A.. .T.GAT. 1364
TP teiiiieien cenens S PR Goown. T 6600 AALA A CARATOE. wrri 1w
Pe AGTAGGCAGG CGTGGGTC ~GTGOCGANG CCTAGOGCGT GAGCCCOGGT TGANCOGCCT CTAGTGCAGA TCTTGGTGST AGTAGCAAAT ATICAAATGA 1456
SC it aene L - V= S - 1464
Tp e AG.. ... ATC..T -.CCIA.. it At 6. 6A& L T 1476
Pe GGACTITGA GACTGANGTG GUGAKAGGTT CCATGIGAAC AGTTATIGOG CATCGGTTAG TCGATCCTAA GAGATAGGGA AACTCCGTTT TA-AAGTGC- 1554
SC Auiiinen eneniin e e C.TC... ..CAG....A .Gurrrnrnr ererenns cneniGunn 3N C.-...GC.T 1563
Tp A......o0 .l Covvnnn W A...G.... ..... Aol L CA" ......... C o iiiiininn on C..... T ...... T.GC A.T.CAA.AA 1576
Pc GCGATITITC CCOCCTCTAT CGAAAGOGAA TCCOGTTAAT ATTGCGGANC CAGGATATOG ATICTICACG GCAACSTANA TOAGTONGA GACOTCAGCS 1634
Sc .ATT..A.G. AG...A.Ccu wvuerins coeremeiiB vuninnnnns b IO N € ....T6T... ...... G... 1662
Tp .ACG..C.CG TTTT.GT.G. .A........ .GA....... cooun 1C..G .T...CG... -.ATAGAGT. : m..m..oc ............. A 1675
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Pc GGGGGCCTGG GAAGAGTTAT CTTTTCTICT I'WA rcwccm A‘l’mﬂA‘l CCGGAGATA- GGGTTCAATG WAGAG TTCAGCA-CT 1752
Sc C.LAC..... .. Guvieenr vavnnnnnen ceeeennTon ci Bl LTl el G- ....CIT... .....A.... GC..... -.C 1760
Tp ..A.CLACT. ...iiiiinn cvvnnnns T, ...oe TA... .GG. A A AT..A ...... A...... 'l‘C CG‘IC TA...C.... CAGCT..C.C 1775
Pc TCTGTTGAAT CCAGTGCGCT TTCGATGACC CTTGAAAATC CGACGGAAGG AATAGTTTTC ATGCCTGGTC GTACTCATAA CCGCAACAGG TCTCCAAGGT 1852
S¢ .T..C..6C. ..G....... .GT..C.G.. .G..... MCAL .. e e TA.... ..... L« 1860
Tp .AA.AGCTG. .AGT...... B > S R T.M. ..m=. .CATAA.... . C...AT.. .... Covvrn ennn b S 1873
Pc GAACAGCCTC TAGTTGATAG AATAATGTAG ATAAGGGAAG TCGGCAAAAT AGATCCGTAA CTTCGGGATA AGGATTGGCT CTAAGGATIG GGTGCATTGG 1952
St ttitttiee aeeeeeene seseasesae seeesesses asesesase sestseuaes saseessans sesarsceis seend G.C. ...AGTGA.. 1960
Tp T.G G..CC.... .. o b S < R R G..... C. ...AT.AA 1973
Pc GCTTTAATCG GAAGCTATIG GACCAGACGG GAACTACCTT GOGAAAC--- ---= ~CGAGG CGGATCCTGT TAGGATCGAT CAGTGAATGA TTTTAGCAGC 2044
Sc ..C..GG..A ..C..AGCG. .CGTGCTT.T .G...G.T.G .T.66G.TTG CICTG.T... ....CTACT. GC.TGC.TTG TT..AG.C.G CC..G.T..G 2060
Tp C.A...GAT. AT.T.C.AGC TTGTTIGITA .TGTGG.AAC AT.--===== ======-=c== === ~CTGATA G.CTTG...C .GAA....TC ..G.G.T..A 2052
Pc CCTTTGGGCG TCCGATGCAC GC------ TT AACAATCAAC TTAGAACTGG TACGGACAAG GGGAATCTGA CTGTCTAATT AAAACATAGC ATTGCGATGG 2138
Sc T..C.T.TA. A...TC..TT ..TACAAT.A .CAG...... ..covennrn conrnnonns soonnand e eeeeeneene haeeaeaene aeeasenaes 2160
Tp ...======= =.G.TC.TCT TTATACAA.. ... G.oovuvn o Covvnnnn AAS....... A .. T....C. ... T LAl A... ... T..C.. 2144
Pc CCAGAAAGTG GTGTTGACGC GATGTGATIT CTGCCCAGTG CTCTGAATGT CAAAGTGAAG AAATTCAACC AAGCGCGGGT AAACGGCGGG AGTAACTATG 2238
Sc T 2260
Tp . 2243
Pc ACTICTCTTAA GGTAGCCAAA TGCCTCGTCA mﬂm GACGOGCATG AATGGATTAA CGAGATTCCC ACTGTCCCTA TCTACGATCT AGCGAAACCA 2338
Sc 2360
TP tiiiiinnen teerenneas seeeaaiane e A .......................... k SUPN Y Tooo ciienn C... 2343
Pc CAGCCAAGGG Mm ecmm CGGGGAAAGA AGACCCTGTT GAGCTTGACT CTAGTTTGAC A‘lmM GACATAGAGG ATGTAGAATA 2438
Sc G 2460
Tp ....T..... . C ...... A Al‘ ......................................... C.A.. T .G.. .. G.A...CC.. 2443

Pc GGTGGGAGCT rccoooocm TGAAATACCA m‘l mA CTTAATCAGT GGAGCOGGAC TGAGCTT--T TGCTCATCTT TTAGCGTT-A 2535

. ..T...A. .A.....AG. ..GAA..CA. .TIC..CG.. C....A..C. 2560
Ot'l'c .A.. """ AMAACW GAGAACCAG . C'KAMAI‘ 2538

2635

.............................. T...Ce. viviv Al tiiie.... 2680

G..T. .GG....... ... Toevies e A.TGC 2638

Pc AGCTCATTGA GAACAGAAAT CTCAABTAGA ATAAAAGGGT AAAAGTTCCC TTGATTTTGA TTTTCAGTAC GAATACAAAC CA-TGAAAGT GTGGCCTAIC — 2734
c GT . T

2756
2737

2834
2856
2836

2934
2956
2936

Pc GTCGTGAGAC AGGITAGTTT rmccmo ATGAAGTTAT C--GCAATGG TAATTCAGCT TAGTACGAGA GGAACCGTTG ATTCAGATA‘I TIGGTTITIG 3032

- Y R TG.TA .CA..... A ... GA.. i e A...C ....G.... Aol 3056
TP o iiiiiiit eeeianeees aeeaen A ........ ACG.. GIT..G.CA TG L e C..A A....... A ... AAA.A 3036
Pc CGGTTGTCTG wcmccmt GCCOCGAAGC TATCATCTGT TGGATTATGG cmmmcct CTAAGTCAGA Amm GAAAGCGATG ATATTT---- 3128
L~ o Rk S ¢c...G.. ..T.C.TIGC 3155

...... C AG TGA‘K'CTAAG?GTG 3136

Pc ----CCTCAC GTTTTTTGAT ACAAAT-AGG CATCIT--== ======== 3210
Sc TCCA.ACA.T A.AGA.G... ..G...A.. .G.CWWA.C...G... JAGCA.. .6.CC ..G. .. 3255
Tp ATGATAAACG MMAMM‘A 8 -------------------- 3208
Pc TCCATTAATA TTAATT---A ATATTCGTGA GGGCGAATCC TT 3307
Sc G.TGGCG.AT .GC.A.GTC. T.T.G....G ..ATA....A ...... T el A..T AC 3355
Tp A.TGC....CG..... CCA. ..TA..ACTAC.TA....T .....covvn cunnn A==, CGAC.... ...ouunn T. . LTC.. 3304

Pc CGATCTGCTG AGATTAAGCC tttgttccca agatttgt  334S
GI.T -

Figure 5 shows a comparison of the sequence of the 26S rRNA genes of P.carinii (Pc) from Figure 2, with homologous sequences from S.cerevisiae (Sc), and
T. pynfomus (Tp). As indicated in the text, the Group I self-splicing introns in the P.carinii and T. pyriformis genes have been omitted. The final 18 nucleotides
of the P.carinii sequence were determined from organisms from immunosuppressed Hooded rats as indicated in Figure 2.

of this class, as previously reviewed (6—7). There is 74 % identity
between the sequence of the putative Group I intron in the 26S
rRNA gene and that previously reported (5) in the 16S rRNA
gene. Our sequence for the intron in the 16S rRNA gene is
identical to that reported (5) except for the absence of the third
nucleotide from the 3’ end of the intron (C); we have confirmed
the sequence of the 16S rRNA gene (3) 3’ to nucleotide 1649.
Comparison of the sequences of the introns in the genes encoding
26S (Figure 6A) and 16S rRNA (5, Figure 2) reveals nearly
complete identity in a ‘core’ region of the intron structure. Except
for G89 of the 26S rRNA intron which corresponds to A in the
168 intron, all nucleotides beween sites 78 and 251 of the 26S
intron are conserved in the 168 intron sequence. The remainder
of the sequences of the two introns show less similarity, but
secondary structure of the two introns is highly conserved.
Figure 6A indicates that the 26S rRNA gene intron can be
folded into a structure similar to that reported for other Group
I self-splicing introns (6—7), including that in the gene encoding

16S rRNA in P. carinii (5). This structure could not be reproduced
by the Wisconsin-GCG ‘fold’ program (29), but is most consistent
with the consensus folding proposed for Group I introns (7). The
structure in Figure 6A contains the conserved P1 double-helix
made up of a pairing of the 5’ exon-intron junction with an
internal guiding intron sequence (IGS). It also contains an
unusually long P8 helix with a bulge-loop on its 5’ side; although
the previously proposed structure for the 16S intron (5) does not
have such an elongated P8 helix, its structure also can be drawn
in this way (Figure 6B).

We have utilized PCR primers pairing to the exons on either
side of the 26S rRNA gene intron, including a 5’ primer with
a 17-nucleotide 5' extension consisting of a bacteriophage SP6
promoter (30), to generate a DNA product consisting of the intron
sequence with portions of both flanking exons with an SP6
promoter at the 5’ end of the positive strand. Transcription of
this DNA by bacteriophage SP6 RNA polymerase (Promega)
results in production of RNA catalyzing self-splicing under similar



Table II. Sequence similarity of 5.8S rRNAs of simple Eukaryotes
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Ne Ca Aa Sc Sp Pc Ac Cr Tp Tb Pf Dd Pp Gl
Nc 1.0000 .9299 .9236 .9172 .8599 .8854 .7771 .7308 .6883 .6624 .5159 .5414 ,5097 4483
Ca 1.0000 .8924 .,8797  .8544  .8418 .7215 .7244  .6688 .6519  .4873 .5506 .4968 .4828
Aa 1.0000 .9494  .8987 .8671 .7722 .7436 .6883 .6582 .5380 .5506 .5161 .4483
Sc 1.0000 .9114  .8734  .7848 .756§, .7143  .6392 .5316 .5696 .5161 .4483
Sp 1.0000 .8165 .7407 .7500 .7143 .5879 .5273 .5432 .5290 .4759
Pc 1.0000 .7468 .7051 .6753 .6519 .5063 .5443 .5032 .4207
Ac 1.000 .7500 .6818 .5679 .5185 .5000 .5032 .4828
Cr 1.0000 .6429  .5641  .5513 .4744  .4516 .4552
Tp 1.0000 .5844  .5714 .5130 .5000 .4414
by ) 1.0000 .4702 .4691 .5161 .4138
Pt 1.0000 .4753  .4452 .3793
Dd 1.0000 .4065 .3862
Pp 1.0000 .4483
Gl 1.0000

Table II indicates the extent of genetic identity as indicated by the Wisconsin-GCG ‘Distances’ program. Sequences are from GenBank with the following
accession numbers: Neurosopora crassa, Nc X02447; Cephalosporium acremonium, Ca X06574; Alternaria alterata, Aa X17454; Saccharomyces cerevisiae,
Sc K01051; Schizosaccharomyces pombe, Sp J01359; Pneumocystis carinii, Pc; Acanthamoeba castellani, Ac K00471; Chlamydomonas reinhardtii, Cr
M35013; Tetrahymena pyriformis, Tp M10752; Trypanosoma brucei, Tb X05682; Plasmodium falciparum, Pf J04683; Dictyostelium discoideum, Dd V00192;

Phyarum polycephalum, Pp M13612; and Giardia lamblia, Gl M35013.

conditions to those reported (5) for self-splicing of the intron in
the 16S rRNA gene (Y.Liu and M.J.Leibowitz, unpublished).
Thus the three rRNA genes encoding 16S, 5.8S and 26S rRNA
of P.carinii closely resemble their fungal homologues in
sequence. However, they contain Group I self-splicing introns
in the 16S and 26S rRNA genes, unlike known fungi but like
some protozoa (28).

Sequence Variation between P.carinii Isolates

In the course of studies to confirm the sequence shown in
Figure 2, various regions of the rRNA operon of P.carinii were
repeatedly amplified and sequenced. Organisms obtained from
the lungs of Sprague-Dawley rats (Sasco) immunosuppressed in
isolation chambers yielded the same sequences for duplicate or
overlapping amplifications, as summarized in Figure 1. When
portions of the 26S rDNA were amplified, cloned and sequenced
from P.carinii obtained from Hooded rats immunosuppressed
without isolation, they were found to differ in sequence from
the same regions obtained from organisms from Sprague-Dawley
rats from Sasco (Figures 7 and 8). Figure 7 shows the sequence
of a region of the 26S rRNA gene which was determined for
five independent PCR products (summarized in Figure 1) using
three different sets of primers from P.carinii from Sprague-
Dawley rats, for the region of nucleotides 485—964 as shown
in Figure 5. This sequence is denoted Pc1 in Figure 7, and was
identical in three full-length and two partial clones of this region,

Table III. Sequence similarity of 26S rRNAs of simple Eukaryotes

Pc Sc Tp Pp
Pc - 0.833 0.739 0.623
Sc - 0.734 0.602
Tp - 0.605

Table III indicates the extent of genetic identity of 26S rRNA gene sequences,
calculated as in Table II. Abbreviations are as in Table II; sequences from GenBank
include Sc, JO1355; Tp, X54004; and Pp, VO1159.

as indicated in the legend of Figure 7. When the pair of primers
indicated in Figure 7 was used to amplify DNA from P.carinii
from Hooded rats, the sequence indicated as Pc2 was obtained.
Comparison of these sequences with those of S.cerevisiae and
T. pyriformis 26S rRNA sequences demonstrates that the DNA
sequences of the two P.carinii isolates differ from each other
at multiple positions, with the differences occurring mostly in
phylogenetically variable regions of the rRNA sequence.
However, the two P.carinii sequences are clearly more similar
to each other than to the sequence of the S.cerevisiae gene,
indicating the phylogenetic relatedness of these two isolates.
Similarly, as is shown in Figure 8, the 3'-terminal region of the
26S rRNA gene of P.carinii from these two sources differed from
each other, with most of the differences in phylogenetically non-
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Figure 6 (panel A) shows the secondary structure into which the apparent Group
I intron in the gene for 26S rRNA of P. carinii can be folded. The helices P1-P9
are conserved among Group I introns (6—7). The bases in the intron are numbered
1 through 355, and the flanking exon regions are indicated in lower case letters.
The consensus sequences P (nucleotides 80—91), Q (nucleotides 202 -211), R
(nucleotides 247 —260) and S (nucleotides 316 —327) are indicated in boldface.
Panel B shows an alternative folding for the P8 helix of the intron (5) in the 16S
rRNA gene.

conserved regions; again the two P. carinii genes showed greater
similarity to each other than to the genes from other species.

When Pcl DNA template was amplified by PCR using the
primer pair 4358 (universal) and 4746 (Pc1-specific), the expected
2,067 bp product was produced; in contrast, no product was
generated from Pc2 template with these same primers (Figure 9).
Similarly, primers 4743 (Pc2-specific) and 4744 (Pc2-specific)
amplified an approximately 3.0 kbp product from Pc2 template;
no similar product was seen with Pcl template (Figure 9). Note
that in some reaction a barely detectable band of the same size
seen with Pc2 template was seen with Pcl template using the
latter primer pair. These data are consistent with Pc1 and Pc2

Pel  GGTTIGGCAG GCCAACA--- 525

Tp A.G.C.ATGA TAGGAAGGM:ACABAACTTCTACGC GCAGAAGA AAAG

Pcl  TCAAGAGAGG GTAGCCTCTT TCGTGGGGTG GTTAGCTCTT GGCTTCTGTA GTAGCAGGGA 585
Pc2  ........ Al ol ITo Tovevienns .AT.GTA... .C...T....
Sc CAT..GA.T. TAGCTTG.C. CG..AA.TAT TA....CTIG. ..GAATAC.G CC...T....
Tp CAG.TT..A. .-..T.A.C. GA.ATIC..G. CAACAGATAMAAAGGM.CTTCA..

Pcl  CCGGAAGGTC TAGCGTC--- -AG-CTTGGT TGTTGGCTTA ATGGTCTTAA GCGACCCGTC 640

Sc T.AGGAC.G CGA...A--- -..T.AA..A ..C....A.. ..... TA..T ..CG......

Tp  .T...CT.AG GG..C.A--- -..-=GGC.A .T...T.AA. ....CT.CT. CT........

Pol  TTGAAACACG GACCAAGGAG TCTAATATCT ATGCGAGTGT TTGAGTGGA- AMCTCATAC 699
PE2 it e e e G..... c

SE i e (o N G Tm Gl

TP i e TC.AT. .A....... A AG.. c.6.C

Pcl  GCGAAATGAA AGTGAAGCAA AAGGTMM CCCT‘!‘TAAGG GTGCACTATC GACCGGTTICA 759

Sc B -.GT GTG .GC .T.GCA.GA. A .....A.C.T
k3 T C.oo. .. GTAC. .-...GCC.. G..G-C. TA...GC... AC...ACCT.

813

873

933

Figure 7 shows the sequence of the region from nucleotides 485 through 964
of the 26S rRNA gene from P.carinii from Sprague-Dawley rats, as indicated
in Figure 5 (Pcl). This sequence was determined for three PCR products made
using oligonucleotides 4016 and 2892 as primers and for PCR products made
using the oligonucleotide pair 3425 and 3426, and the pair 2893 and 2982, each
resulting in products partially overlapping this region. This entire sequence was
thus determined on four or five isolates, with four separate sequence determinations
made for each PCR product. The sequence of DNA amplified using the same
primers (4016 and 2892) from P. cariniilil from Hooded rats is indicated as Pc2.
The homologous regions of genes from S. cerevisiae (Sc) and T. pyriformis (Tp)
are also indicated. The numbering is according to the 26S rRNA sequence of
Pcl as in Figure 5. The sequence denoted Pc2 has been deposited at
EMBL/GenBank under accession No. M86761.

each containing predominantly genes encoding single distinct
major 26S rRNA sequences.

External transcribed spacer sequence

The sequence of the 26S rRNA gene shown in Figure 3 contains
a phylogenetically conserved EcoRI site at position 2875, which
is located in a highly conserved region of the sequence. DNA
isolated from P. carinii from Hooded rats was restricted with pairs
of restriction enzymes, including EcoRl and various other
‘6-cutters,” and the resulting fragments were then ligated into
pUCI18 cut with the same pairs of restriction enzymes. The
product of each of the ligation reactions was then subjected to
PCR amplification, with thermostable DNA polymerase from
Thermus thermophilus (Hot Tub, Amersham) using the primer
pair: oligonucleotide 3427, which pairs on the positive strand
at positions 2911—2931, and oligonucleotide 230, which pairs
with a pUC18 region 3' to the polylinker (on the negative strand).
When such PCR reactions were analyzed by agarose gel
electrophoresis with visualization of bands by ultraviolet light-
induced fluorescence in the presence of ethidium bromide, only
the pair of restriction enzymes EcoRI and Pst] generated a visible
DNA band. When this band was cloned and sequenced, its 5’
region had the sequence indicated as Pc2 in Figure 8, followed
by the final 18 nucleotides of the 26S rRNA gene as indicated
in Figure 5 and 381 nucleotides of the following spacer region



shown in Figure 10, which would correspond to the external
transcribed spacer region in the homologous operon of most
eukaryotes (reviewed in 31). When the same ligation-dependent
PCR procedure was followed using the DNA from P. carinii from
Sprague-Dawley rats, no visible band of DNA was detected. This
presumably indicates that the PstI site in the spacer of the DNA
denoted Pc2 is absent in Pcl DNA, and the next one is
presumably too distant to support ligation-dependent PCR.

DISCUSSION
The rRNA operon of P.carinii

Although the exact phylogenetic relationship of P.carinii to other
species remains unknown, we have confirmed that the 5.8S and
26S rRNA genes, like that for 16S rRNA (3), are similar in
primary sequence to the homologous genes of S.cerevisiae. This
finding contrasts with the report that the 5S rRNA gene most
resembles the sequence of the homologous genes of Amoeba or
Myxomycota rather than those of the Ascomycetes (8). The
organization of the major rRNA operon of P. carinii differs from
that of S.cerevisiae in that for the former there is no evidence

Pcl GGGAACGTGA GCTGGGTTTA GACCGTCGTG AGACAGGTTA GTTTTACCCT GCTGATGAAG 2970

Pcl TTATC--GCA ATGGTAATTC AGC'ITAGTAC GAGAGGAACC GTTGATTCAG ATATTTGGTT 3028

Pcl TTTGCGGTTG TCTGACCAGG CAGTGCCGCG AAGCTATCAT CTGTTGGATT A'I.'GGCTGMA 3088
P2 i iiiiie iereeiien teceetecee seeetarate tseseseece seseseees

S il [ Toon .. | -.Cou . CCivrvnr e c

TP AAA...... ...l AA..A LA T. .ol Covt e o A.:...G

Pcl GCCTCTAAGT CAGAATCCAT GCCAGAAAGC GATGAT--AT TICCTGAC-G TTTTTTGATA 3145
PC2 oiiieeatt e e s [ S ACA.........

[ T....C.. .G....TIC - .AC ACAA.AT.G.

TP e e . T6...... Aemenne oo 'L ‘A.GT. .GA.GAT.A

Pcl CAAATAGGCA TCTTGC---- ---ee=ceee --o CAATATC AG--TATTTG GACGGGTGGA 3186
Pc2 T.G.oovvvr JTuuuommms memmeeeene oen R

Sc TCG...C.A. .AAG..GTCC TTGTGGCGTC GCTG..CCAT ..CAGGC.A. CAC....C

Tp .G..AAMA. AA-rennnn semeeeeeen won G..AT.A ..TTCGAAA. .TA.A.C.

Pcl GGCGGACGGA AGTGTTCGTC TCTGTCCATT A--ATATTAA --TTAATATT CGTGAGGGCG 3242
Pe2 L. ALl i .AC...A..T --AA..... G ........ T.
Sc CTT..CG.A. ..GCC.T.GG .GCT.G.TGG CGA..TGC.. TG.C.T.T.G ....G..ATA
Tp .AA.AG..A. .AA.C.T.-A ....TAA.TGC TAATCG.A. T TCCA...TA. .A.CTAC.TA

Pcl AATCCTTTGT AGACGACTTA GTTGAGGAAC GGGGTATTGT AAGCAGTAGA GTAGCCTTGT 3302
c

Figure 8 shows a comparison of the sequences of the region from nucleotides
2911 through 3327 of the 26S rRNA gene of P.carinii (Pc1) from Sprague-Dawley
rats (Figure 5) with the homologous regions from P.carinii from Hooded rats
(Pc2) and from S. cerevisiae (Sc) and T. pyriformis (Tp). The fragment denoted
Pcl was amplified using primers 4138 and 4170; part of this sequence was
confirmed for a clone of DNA amplified using primers 3243 and 2983. The
sequence shown for Pc2 was determined based on amplifications using primer
pair 4138 and 4139 and pair 4169 and 4170, and ligation-dependent PCR
amplification of a fragment extending from oligonucleotide 3427 through a Pstl
site 381 nucleotides past the 3’ end of the 26S rRNA gene (details in text).
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that the 5S rRNA and 16S-5.85-26S rRNA operon genes are part
of the same repeated DNA unit, based on pulsed field
electrophoresis studies (12—13). We have also failed to show
linkage of the 5S rRNA gene to genes encoding 16S rRNA or
26S rRNA by the PCR techniques used in this paper (Y. Liu
and M.J.Leibowitz, unpublished results). The amount of DNA
obtained from P.carinii was limited, and so classical Southem
analysis was not attempted.

The presence of Group I self-splicing introns in the 16S and
26S rRNA genes of P.carinii distinguishes this organism from
S.cerevisiae and from its mammalian hosts. Since various
compounds can specifically inhibit the splicing of Group I introns
in vitro (32), Group I intron splicing from transcripts of nuclear
genes might provide a specific target for development of new
therapeutic agents against P.carinii.

Taxonomy of P.carinii

The exact taxonomic relationships of P.carinii remain uncertain,
in part due to the limited number of eukaryotic microorganisms
whose rRNA sequences are known. It is possible that once more
organisms of this type are studied, the taxonomic relations within
and between the Fungi and Protozoa may require some
redefinition. This has already proven to be the case for the
Microsporidia, which have been placed in a group distinct from
all other eukaryotic microorganisms on the basis of their rRNA
sequences (33).

In the absence of a long-term culture method or other tools
for comparison of different P.carinii organisms, the number of
species within the genus Pneumocystis is undefined. Antigenic
differences between P.carinii obtained from different mammalian
host species have been demonstrated (34—37), although their
genetic basis is not proven. Although the 5SS rRNA gene
sequences of multiple human and rat isolates of P.carinii are
identical (14), such isolates differ in the sequence of their

M1 23 4M

Figure 9 shows the results of PCR amplification confirming the sequence
differences between Pcl and Pc2 shown in Figures 7 and 8. Primers 4358 and
4746 were used to amplify Pcl (lane 1) or Pc2 (lane2) DNA templates. Primers
4743 and 4744 were used to amplify Pcl (lane 3) or Pc2 (lane 4) DNA. Lanes
M contain a mixture of Hindlll digested bacteriophage lambda DNA and Haelll
digested replicative form DNA of bacteriophage $X174 (BRL).

TCAAAAAGAA CATTTCTTCT GAGTGGTGAG GGGTCCGTTA GAGCACACTC GCTCCTTGGA AGAGATGTTT TTTTTGATAT TAGGAACCAA TAGAATATIT 100
AGAATTTAAT TTAGATTAAA TTATAGAAGG GTATCTGTAG CGATAAGTTT CCATTTCAAA TTTTTCTGAT GCAGTAGTAT GTTCTTTICT AAAATAAAAT 200
GATAGTTTAT TAATGATTAA ACTAATTATT ATCCTTTGGC CATCTTTTIC TACATTTTCC AGAAACAGAT CTAATTACGT TTTTGCTATC TATAATTATT 300
AAAAATAATC ATATATCTTT AAAGTTGACC TCAACGTCTT AAAATGTTTA GTTTTTTAAT TAACCCTAAA CCCTAGAACA C 381

Figure 10 shows the sequence of the spacer region 3 to the 26S rRNA gene of P.carinii from Hooded rats (Figure 8), which was determined by ligation-dependent
PCR as described in the text. The sequences shown in Figures 8 and 10 have been deposited at EMBL/GenBank under accession No. M86759.
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mitochondrial DNA (15). DNA hybridization methods with a
cloned DNA fragment have also suggested the non-identity of
human and rat-derived P.carinii, with differences noted among
different human, but not rat, isolates (38). Based on these resuits,
it has been suggested that subspecies of P.carinii might be
designated based on the hosts from which they are isolated (39).
The data presented in this paper indicate that multiple
differences exist between the predominant 26S rRNA gene
sequences of P.carinii from Sprague-Dawley rats from Sasco
which were immunosuppressed in isolation (and therefore
presumably infected at some other location prior to their arrival
here) and Hooded rats which were immunosuppressed here
without isolation (and therefore presumably infected in this
building or at some geographic location distinct from the site at
which the Sprague-Dawley rats were infected). Since multiple
independent PCR amplifications of portions of the 26S rRNA
gene prepared from templates derived from different individual
rats of the same type yielded identical sequences, there is no
evidence that the differences observed between the two sources
represent PCR artefacts or sequencing errors. However, since
we did observe faint and variable PCR bands corresponding to
the Pc1 sequence in some DNA preparations from P. carinii from
hooded rats, we cannot exclude possible mixed infections with
multiple strains, as previously claimed to occur (40), or
heterogeneity of rRNA sequences within an individual cell, as
has been reported in Plasmodium species (41). The variation
between different P. carinii isolates resembles that seen between
different individual humans, which also occurs in regions of the
26S rRNA gene which are phylogenetically non-conserved (42).
Sequence differences in rRNA genes have been suggested as
defining species differences within the genus Giardia (43).
Comparisons of the sequences of multiple P.carinii IRNA gene
regions should determine the extent of variability present. If
different human isolates of this organism vary as much as do
different rat isolates, then these sequences could be useful as
epidemiological markers for identifying strains of P.carinii and
studying the spread of the organism and the relative roles of new
infection versus reactivation of earlier asymptomatic colonization
in the development of P. carinii pneumonitis in immunosuppressed
humans, including patients with AIDS. Since different species
of Tetrahymena differ more in their intron sequences than in the
sequences of adjacent conserved regions encoding rRNA (28),
such regions might prove to be even more variable between
different P.carinii organisms. Further studies will be needed to
determine the variability within and between species of the
internal transcribed spacers (between the 16S and 5.8S rRNA
and 5.8S and 26S rRNA genes) and external transcribed spacers
(flanking the rRNA coding regions). If these spacers contain
regions with specific functions in rRNA transcription or
processing (31), such regions might show sequence conservation.
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