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Pneumocystis jirovecii (formerly known
as Pneumocystis carinii special form hominis
(P. carinii f. sp. hominis) which originally classified
as a protozoan is now reclassified as a fungus by
evidences of genetic analysis(1). P. jirovecii causes
a diffuse bilateral pneumonia called Pneumocystis
pneumonia (PcP), which is pathologically
characterized by interstitial plasma cell infiltration
with eosinophilic intra-alveolar exudates. PcP was

A fungus Pneumocystis jirovecii, which causes a diffuse bilateral pneumonia called Pneumocystis
pneumonia (PcP) is one of the most common opportunistic infections in HIV-infected patients in
Thailand. Molecular techniques have demonstrated diversity among isolates of P. jirovecii by comparison
of DNA-sequence variation at the internal transcribed spacer region 1 (ITS1) and region 2 (ITS2) of the
nuclear ribosomal RNA genes. The studies confirm that a high diversity of P. jirovecii ITS types exists
in different populations from different geographical areas. Type Eg is found globally from represent
countries in Europe, North America, South Africa and Asia. Among the 23 types of P. jirovecii observed
in Thailand, type Ir is present at the highest frequency (28.6 %), followed by type Eb (21.4%) and types
Eg and Rp (14.3 %), respectively. Ir and Rp are unique types observed in Thailand. Mixed infections of
more than one types of P. jirovecii are commonly observed in all studies with prevalence of 25-82 %.
Moreover, unique types of P. jirovecii can be found in a specific group of populations. These types may
be used as genetic markers to study the evolution of the organism in each geographical area.
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firstly recognized in premature infants and
malnourished children in orphanages in Europe
after World War II(2). Ever since, sporadic cases
have been reported in patients having organ
transplantation, or undergoing chemotherapy
for malignant diseases, or congenital immuno-
deficiencies. Beginning of the epidemic of human
immunodeficiency virus (HIV) infection in 1981,
the incidence of PcP has increased dramatically
and remains the most common opportunistic
infection which causes morbidity and mortality in
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HIV-positive patients. In Thailand, PcP which is
ranked after tuberculosis, is the second most
common opportunistic infection in HIV-infected
patients(3). In North America and Europe, the
incidence of PcP has significantly decreased since
both highly active antiretroviral therapy (HAART)
and the effective anti-Pneumocystis chemopro-
phylaxis have been widely used(4,5). However, PcP
is still the most common life-threatening infection
in those who have not yet been diagnosed with
HIV or HIV-positive patients not using or not
responding to HAART, whose CD4+ T lymphocyte
cell count is less than 200 cells/µl. Thus, in countries
where HAART and PcP prophylaxis are not widely
available to all HIV-positive patients, understanding
patterns of transmission are very important for
developing methods of intervention.

Recently, a number of genes have been
identified for analysis and characterization of
P. jirovecii strains. Molecular techniques have
demonstrated diversity among isolates of P. jirovecii
by comparison of DNA-sequence variation at a
number of different genetic loci.  Molecular typing
based on nucleotide sequence variation of P. jirovecii
genome including the internal transcribed spacer
regions 1 (ITS1) and regions 2 (ITS2) of the nuclear
ribosomal RNA genes(6-13), the intron of the nuclear
26S ribosomal RNA gene (26S rRNA)(6), the
mitochondrial large subunit ribosomal RNA
(mtLSU rRNA) gene(14,15), the mitochondrial small
subunit r ibosomal RNA (mtSSU rRNA)
gene(16,17), the dihydropteroate synthase (DHPS)
gene and the dihydrofolate reductase (DHFR) gene
which encodes a target for the anti-pneumocystis
drugs, a combination of trimethroprim and
sulfamethoxazole (TMP-SMX) and dapsone(18), the
thymidylate synthase (TS) gene(19), the 5S ribosomal
RNA gene (5S rRNA)(20), arom locus (21) and the
β-tubulin (β-tub) gene(22). Among these genes,
mtLSU rRNA, mtSSU rRNA, arom locus, and ITS
are DNA targets which have been widely used for

sequence analysis.  However, the ITS regions of
the nuclear ribosomal RNA gene give the most
informative typing characteristics since their
nucleotide sequences are highly divergent(8,9). This
present review will address the cumulative molecular
genetic data of P. jirovecii using ITS sequences in
different geographical areas including P. jirovecii
infection in Thai HIV patients attending Phramong-
kutklao Hospital from 1997 to 2003.

Genetic Differences of Pneumocystis Organisms

Using molecular techniques, heterogeneous
group of Pneumocystis organisms have been
demonstrated. Pneumocystis isolated from one
species cannot productively infect another species,
which means the organism is apparently strict host
specificity.

P. jirovecii which infects only human
hosts has been shown to be genetically different
from other Pneumocystis that infect other mammals
(rats, mice, shrews, rabbits, ferrets, pigs, horses,
monkeys)(23). The genetic differences of Pneumo-
cystis derived from different host species
were observed by analysis of chromosomes using
gel electrophoresis, which showed that the
electrophoretic karyotypes of Pneumocystis from
rats and humans were similar but distinct(24,25).
Karyotypes from both human-derived and rat-derived
Pneumocystis contained about 15 bands, ranging
in size from 200 to 1,000 kb, but the band patterns
of the two kinds of Pneumocystis were different.
Studies of Pneumocystis organisms from ferrets
and mice also demonstrated their own electrophoretic
karyotypes and  the chromosomes from ferret and
mouse Pneumocystis did not hybridize to any of
three genes (DHFR, TS, and β-tubulin genes) from
rat Pneumocystis(26). A similar result was obtained
with a gene encoding the major surface glycoprotein
(MSG). An MSG gene of Pneumocystis from
rats hybridized to all bands in an electrophoretic
karyotype from rat Pneumocystis but did
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not hybridize to those from human Pneumo-
cystis(27,28). A 300-bp segment of the mtrRNA
sequence has been studied in Pneumocystis isolates
from nine host species (rats, mice, shrews, rabbits,
ferrets, pigs, horses, monkeys, and humans). The
sequence variation at this locus ranges between 4
and 27%. The most extensively comparative
sequence studies of eight different loci of
Pneumocystis organisms from humans and rats were
performed. The multiloci are different between the
two organisms, with variation reaching to 50% at
the ITSs region of the nuclear rRNAs gene. These
studies confirm that the level of genetic difference
between rat-derived Pneumocystis and human-
derived Pneumocystis is greater than those observed
between different fungus species of one genus.

Genetic Heterogeneity of P. jirovecii in Human

Infection

In vitro cultivation of rat-derived P. carinii
has been demonstrated(29) but the technique has
not been successfully applied to P. jirovecii.
Moreover, small amounts of P. jirovecii DNA
obtained from clinical samples limit genotyping
methods to be done. Molecular tools i.e., DNA
amplification using the polymerase chain reaction
(PCR) has been useful to study genetic heterogeneity
of P. jirovecii in clinical samples. Tools for
molecular epidemiological studies have been
successfully developed to detect levels of genetic
heterogeneity within P. jirovecii. Studying multiloci
genes, sequence polymorphisms have been observed
i.e. three nucleotide positions of polymorphism
have been reported in a 346-bp portion of the
mtLSU rRNA gene(30). A single base polymorphism
has been described at position 81, 85, 248(30).
A low frequency of variation has been observed
at position 81 and 248(16) but position 85 is variable
at a relatively high frequency. Hence, typing of
P. jirovecii isolates using the variation at this position
has been used in a number of epidemiological

studies. The variation has been observed in a
300-bp portion of the gene encoding the
mitochondrial small subunit rRNA gene (mtSSU
rRNA). A single base polymorphism has been
observed at position 160 and position 196(17).
The base A or C has been found at position 160,
and T or G at position 196. At present, of the four
possible sequence types, only two which are C160/
T196 and A160/G196 have been recorded(16).
As a result, a few variations of nucleotides on
conserved mtSSU rRNA gene limit molecular
typing of P. jirovecii.

The enzymes involved in aromatic amino
acid biosynthesis in P. jirovecii are encoded by the
arom gene, which codes for the pentafunctional
AROM protein(31).  A 237-bp portion of this gene
has been examined for variation among isolates
of P. jirovecii. Variations at nucleotide position
121 and 208 have been observed. Both these
polymorphisms are in the third base position of the
codon, encoding valine and serine, respectively,
and variation at this position does not change the
amino acid sequence. The base C or T has been
reported at position 121 and A, G or C at position
208(21). Of the six possible sequence types, four
have been reported which are T121/A208, C121/
A208, C121/G208, and C121/C208(16). The study
of the  arom gene shows that it is a single copy
gene(31). Thus, the variation at this locus has been
used to demonstrate mixed infections with different
strains of P. jirovecii(21). Compared with other
genetic loci, a high level of sequence divergence
has been observed at the internal transcribed spacer
regions (ITS) of the nuclear rRNA operon. The
ITS1 region is located between the genes encoding
the 18S rRNA and the 5.8S rRNA and the ITS2
between the 5.8S rRNA and the 26S rRNA
(Fig. 1). The ITS regions are processed by splicing
events during the maturation of the rRNA molecules.
Differential PCR demonstrated that P. jirovecii
has only one copy of rRNA gene(32). A number
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of studies have examined diversity in these
regions(7,33). Variations at seventeen positions in the
ITS1, together with twenty eight positions of
variation at the ITS2 region give a discriminatory
power and sensitivity for typing analysis.

Typing of P. jirovecii using ITS1 and ITS2 sequences

Scoring methods are available for typing
P. jirovecii at the ITS regions, i.e., the methods
described by Lee et al(8), by Tsolaki et al(16), and
by Miller et al(34).  The scoring nucleotide positions
reported by Tsolaki et al and by Miller et al provide
less discriminatory power than that of Lee et al.
Using the ITS region, P. jirovecii sequence types
are designated with a two-letter code, in which the
uppercase letters represent the ITS1 type and the
lowercase letters represent the ITS2 type(12). The
ITS1 sequence type are designated types A through
R, and the ITS2 are designated types a through
r(8,35). Based on the variations of both ITS regions,
Lee et al (1998) reported 15 ITS1 and 14 ITS2
sequence types which can identify 59 types of
P. jirovecii in 207 clinical specimens collected from
9 countries. Numbers of clinical specimens were
approximately 59 % (123 of 207) of PcP patients
from Denmark, 21 % (44 of 207) from the United
States, and only 14 % (30 of 207) from 7 countries
(Ivory Coast, Italy, France, the Netherlands, Portugal,
Sweden and Thailand). Due to a relatively small
number of samples obtained from most countries,
the study focused on identifying types of P. jirovecii
rather than studying the distribution of types in

different geographical areas. Using combinations
of ITS1 and ITS2 sequences, types Eg (20.3 %),
Ne (14.8 %), and Eb (8.6 %) were present in most
countries. Type Eb was described in specimens
from Denmark, United States, France, and Portugal.
Types Be, Hn, Nb, and Ne were found only in
the United States. Lee et al identified types Di,
Eg, and Gh in three specimens from Thailand.
Type Eg was also the most frequent type described
in infants from France(36). More information of the
P. jirovecii types have been reported from 19 patients
with PcP from Cape Town, South Africa(37). The
most prevalent type was Eg (14 of 19), followed
by Gg (4 of 19), Eu (3 of 19) and Gh (2 of 19),
respectively. Specific types of Eo, Je, Ge, and No
were unique to the South African samples.
In Thailand, typing of P. jirovecii was conducted
in 28 HIV-positive Thai patients attending
Phramongkutklao Hospital, Bangkok, Thailand,
during 1997-2003(35).  A total of 23 types were
identified which were types Ai, Bb, Bi, Bp, Ea,
Eb, Ec, Ef, Eg, Eq, Er, Gb, Gg, Ic, Ip, Ir, Jf, Nb,
Ne, Rc, Rp, Qb, and Qq, respectively.  Among
these, thirteen types (Ai, Bb, Bi, Ea, Eb, Ec, Ef,
Gb, Jf, Nb, and Ne) were previously reported
by Lee et al(8). The ten new types found in Thai
HIV-positive patients were types Bp, Eq, Er, Ic,
Ip, Ir, Rc, Rp, Qb, and Qq, respectively. The
combination of both ITS1 allele I and ITS2 allele
c designated type Ic, was first reported from a
PcP patient in Thailand. Among the 23 types
of P. jirovecii, type Ir is present at the highest

Fig. 1 Locations of ITS regions on nuclear rRNA. The 18S, 5.8S and 26S rRNA genes are represented by black boxes.  The ITS
regions are illustrated as open boxes.  The areas that were amplified from P. jirovecii present in human specimens and
the primers used for PCR are indicated
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frequency (28.6 %), followed by type Eb (21.4%)
and types Eg and Rp (14.3 %), respectively. Ir and
Rp are unique types observed in Thailand. The
variation of P. jirovecii ITS types found in various
countries was summarized in Table 1.

All studies confirm that a high diversity
of P. jirovecii ITS types exists in different
populations from different geographical areas. To
date, Eg is the most common type found worldwide
from countries in Europe, North America, South
Africa and Asia. Moreover, unique types of
P. jirovecii can be found in a specific group of
populations. These types may be used as genetic
markers to study the evolution of the organism in
each area. Additionally, mixed infections of more
than one type of P. jirovecii are commonly observed
in all studies with a prevalence of 25-82 %(8,35-38).
A single copy of ribosomal RNA (rRNA) has
been reported in P. jirovecii(32), therefore a single
transcription occurs. Since multiple types of
P. jirovecii are commonly described, events of

recombination could contribute to the degree of
heterogeneity observed in all studies(37).

Usefulness of molecular typing of P. jirovecii

Genotyping of the organism permits
extensive epidemiological studies. Both the
environment and humans have been proposed as
the source of P. jirovecii. Molecular techniques
have been used to determine where DNA of
P. jirovecii can be found in the environment
(i.e. air, soil). Environment samplings gave the
evidence that the airborne transmission of P. jirovecii
is possible. P. jirovecii was detected in location
where the PcP patients had lived and have been
living, such as patient rooms and clinics(34).
Transmission pattern of PcP in persons with AIDS
has been studied using the pattern of allelic variation.
The evidence of P. jirovecii DNA can be detected
in the respiratory tract of immunocompetent
adults, suggesting humans could be a reservoir and
source of the infection(39). Molecular typing of

Table 1. Pneumocystis jirovecii ITS types found in different countries

aP. jirovecii ITS type identification by using the score of Lee et al(8). *, the most common type found in each country. +, type newly
described in Thailand

Ab, Ac, Ad, Ai, Ba, Bb, Bg, Gh, Bi, Bk, Bm, Cg, De, Dg, Di, Ea, Eb, Ec, Ed, Ee, Ef, Eg*,
Eh, Ei, Ej, El, Em, Fg, Fp, Gb, Gg, Gi, He, Ie, Ih, Ii, In, Jf, Kf, Me, Ne, Ng, Ni, Nl, Nn,
Oe, Oh, Oh, On

Al, Bb, Bi, Bl, Ea, Eb, Ec, Eg*, Ei, El, Em, Fg, Gi, ((H))f, Jf, J((f)), L((f)), Ne, Ng

Eg, Gf, Hg, Ih, Jf, Jg, Kf*, Of

Ad, Ai, Bi, Bk, De, Dh, Ec, Ee, Eg, Fg, Gb, Fg, Kf, Li, Me*, Ne, Oe, Og

Al, Bl*, Eb

Ea, Eb, Eg*, Eo, Eu, Gb, Ge, Gg, Eh, Ig, Je, Ne, Ng, No

Eg*, Na, Ne, Og

Ai, Bb, Bi, Bp+, Di, Ea, Eb, Ec, Ef, Eg, Eq+, Er+, Gb, Gg, Gh, Ic+, Ip+, Ir*+, Jf, Nb, Ne,
Rc+, Rp+, Qb+, Qq+

Ai*, Ne, Oi

Ai, Al, Bb, Be, Bi, Eb, Ec, Ee, Eg, Eh, Gg, Hh, Kf, Li, Me, Nb, Nc, Ne*, Ng, Oe, Og

Denmark

France

Lee et al(8)

Helweg-Larsen
et al(7)

Italy

Ivory Coast

Portugal

South Africa

Sweden

Thailand

The Netherlands

United States

Lee et al(8)

Totet et al(36)

Lee et al(8)

Lee et al(8)

Lee et al(8)

Robberts et al(37)

Lee et al(8)

Lee et al(8)

Siripattanapipong
et al(35)

Lee et al(8)

Lee  et al(8)

Country ITS types
a

References
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P. jirovecii can be used to reveal whether there is
any epidemiological link between cases harboring
P. jirovecii and those from the human reservoir.
Transmission of P. jirovecii to health care workers
in close occupation contact with PcP patients was
demonstrated. They became asymptomatic carriage
and colonized with the same types of P. jirovecii
as those found in the patients(34). However,
P. jirovecii genotypes isolated from patients with
active PcP to susceptible patients caused only a
few, indicated that person-to-person transmission
may occur but not be the major route of transmis-
sion in humans(40).

Typing of P. jirovecii is also useful for
studying recurrent episodes of PcP.  Several studies
demonstrated a different P. jirovecii type in separate
disease episodes(8,12,13,41,42) which prove that the
subsequent infections are not necessarily relapses.
However, Tsolaki and colleages(13) reported that
recurrence caused by the same type of P. jirovecii
could possibly occur. Other studies showed that
genotype frequency distribution patterns varied
by the place of residence rather than the place of
birth(43). This likely indicates that the infection is
acquired later than the first year of life and that
any latency has natural limits(43).

On the basis of ITS sequence information,
application of molecular phylogenetic analysis
has been used to resolve questions relating to the
evolution of the organism. Molecular phylogeny
of P. jirovecii ITS of RNA gene in Thai HIV-
infected patients has been studied to elucidate
the evolutionary relationships and molecular
epidemiology among genotypes of P. jirovecii in
Thailand and around the world. Molecular genetic
studies showed that the 10 new types found in
Thailand is unique information with regard to the
molecular epidemiology among HIV-infected
patients throughout Europe, America and South
Africa(8,37). Some of the new genotypes such as
the type Bp had already coexisted in Thailand.

The types Ir, Rp and†the new genotype Rp has the
potential to reemerge and cause major epidemics
of Pneumocystis pneumonia in Thai HIV-infected
patients. More molecular genetic data will provide
not only the patterns of transmission and developing
methods of intervention but also the control and
prevention strategies of P. jirovecii. Moreover, the
variable and conserved regions within the ITS
regions and 5.8S rRNA gene can be exploited to
develop specific probes that can be used as selective
amplification primers offering an alternative
approach for the rapid identification of a large
number of P. jirovecii specimens in Thailand in
the near future.
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™π‘¥ “¬æ—π∏ÿå¢Õß Pneumocystis jirovecii „πª√–‡∑»‰∑¬

‡ “«π’¬å ≈’≈–¬Ÿ«–,  ÿ√‡¥™ »‘√‘æ—≤πæ‘æß…å, æ’√æ√√≥ µ—πÕ“√’¬å, ®’√æ—π∏å «√æß…å, ¡±‘√ÿ∑∏ ¡ÿàß∂‘Ëπ

‡™◊ÈÕ√“ Pneumocystis jirovecii ∑”„Àâ‡°‘¥‚√§ªÕ¥Õ—°‡ ∫„πºŸâªÉ«¬∑’Ë¡’¿“«–¿Ÿ¡‘§ÿâ¡°—π∫°æ√àÕß ‚¥¬„π
ª√–‡∑»‰∑¬æ∫«à“‡ªìπ‚√§µ‘¥‡™◊ÈÕ©«¬‚Õ°“ ∑’Ëæ∫‰¥â∫àÕ¬∑’Ë ÿ¥‚√§Àπ÷Ëß„πºŸâªÉ«¬∑’Ëµ‘¥‡™◊ÈÕ HIV ®“°°“√»÷°…“
 “¬æ—π∏ÿå¢Õß‡™◊ÈÕ‚¥¬À“√Ÿª·∫∫§«“¡·µ°µà“ß¢Õß≈”¥—∫‡∫ ¢Õß DNA ∫√‘‡«≥ internal transcribed
spacer (ITS1 ·≈– ITS 2) ¢Õß®’π rRNA ®“°®”π«π “¬æ—π∏ÿå∑’Ëµ√«®æ∫∑—ÈßÀ¡¥ 23  “¬æ—π∏ÿå æ∫ “¬æ—π∏ÿå
Ir ¡“°∑’Ë ÿ¥ (28.6%) √Õß≈ß¡“§◊Õ “¬æ—π∏ÿå Eb (21.4%)  “¬æ—π∏ÿå Eg ·≈– “¬æ—π∏ÿå Rp (14.3%) µ“¡≈”¥—∫
 “¬æ—π∏ÿå Ir ·≈– “¬æ—π∏ÿå Rp ‡ªìπ “¬æ—π∏ÿå∑’Ëæ∫‡©æ“–„πª√–‡∑»‰∑¬ ‡¡◊ËÕ‡ª√’¬∫‡∑’¬∫°—∫ “¬æ—π∏ÿå∑’Ë ”√«®„π
∑«’ªÕ◊ËπÊ æ∫«à“ “¬æ—π∏ÿå Eb  “¡“√∂µ√«®æ∫‚¥¬∑—Ë«‰ª®“°∑ÿ°ª√–‡∑»∑’Ë¡’°“√ ”√«®®“°∑«’ª¬ÿ‚√ª Õ‡¡√‘°“‡Àπ◊Õ
Õ‡¡√‘°“„µâ ·≈–‡Õ‡™’¬ ·≈–°“√µ‘¥‡™◊ÈÕ„πºŸâªÉ«¬ à«π„À≠àæ∫«à“µ‘¥‡™◊ÈÕ¡“°°«à“Àπ÷Ëß “¬æ—π∏ÿå (25-82%) ´÷Ëß®“°
°“√ ”√«®®–æ∫ “¬æ—π∏ÿå‡©æ“–„π·µà≈–ª√–‡∑»∑’Ë∑”°“√»÷°…“ ¥—ßπ—Èπ§«“¡·µ°µà“ß∑’Ëæ∫¥—ß°≈à“«Õ“®π”¡“„™â‡ªìπ
genotypic marker ‡æ◊ËÕ„™â„π°“√»÷°…“∑“ß¥â“π√–∫“¥«‘∑¬“·≈–°“√µ‘¥µàÕ¢Õß‡™◊ÈÕ„π·µà≈–ª√–‡∑»‰¥â


