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Laboratory Diagnosis of Infections in Cancer Patients: Challenges and
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Infections remain a significant cause of morbidity and mortality in cancer patients. The differential diagnosis for these patients
is often wide, and the timely selection of the right clinical tests can have a significant impact on their survival. However, labora-
tory findings with current methodologies are often negative, challenging clinicians and laboratorians to continue the search for
the responsible pathogen. Novel methodologies are providing increased sensitivity and rapid turnaround time to results but also
challenging our interpretation of what is a clinically significant pathogen in cancer patients. This minireview provides an over-
view of the most common infections in cancer patients and discusses some of the challenges and opportunities for the clinical

microbiologist supporting the care of cancer patients.

ancer is the leading cause of death worldwide, with 8.2 million

deaths reported worldwide in 2012 (1). Common treatment
options for oncology patients include hematopoietic stem cell
transplantation (HSCT), chemotherapeutic drugs, and surgical
resection. The first successful HSCT was performed in 1959 by E.
Donall Thomas in Cooperstown, NY, with infusion of two acute
lymphocytic leukemia (ALL) patients with bone marrow from
their disease-free identical twins. Although initially successful,
their remission was short-lived, with recurrence of the disease
occurring within a few months of the transplant (2). Today, HSCT
is a curative therapy for many types of hematologic malignancies
and immune deficiency diseases. E. Donall Thomas and Joseph E.
Murray received the 1991 Nobel Prize in Physiology or Medicine
for their discoveries concerning “organ and cell transplantation in
the treatment of human disease.”

Of note for microbiologists, the history of cancer chemother-
apy started as a history of antibiotics with Paul Ehrlich’s discovery
in 1909 of arsphenamine (Salvarsan), the first effective treatment
against Treponema pallidum infection. Paul Ehrlich also evaluated
early versions of alkylating agents to treat cancer but with little
hope that these drugs would be curative. Decades of investigations
and trials have resulted in the current modern chemotherapeutic
agents that are curative for large groups of either hematologic
malignancies or solid tumors when used in conjunction with sur-
gical resection (3).

CANCER AND INFECTIONS

Infections remains a significant cause of death in cancer patients,
particularly in HSCT recipients (1). Susceptibility to infections is
related to a host’s ability to reconstitute their immune system
following HSCT and/or chemotherapy treatment. The longer it
takes a patient to recover, the higher at risk they are of developing
infections. In general, the highest risk of infections occurs in allo-
geneic HSCT recipients and leukemia patients, and the lowest risk
occurs in solid-tumor patients on standard chemotherapy (Table
1) (4). The posttransplant period may be divided into three stages:
preengraftment (less than 4 weeks), early postengraftment (3
weeks to 3 months), and late postengraftment (>3 months) stages
(Fig. 1). The defect in innate immunity (including breaks in mu-
cosal barriers and decreased granulocyte and monocyte func-
tions) translates into initial susceptibility to bacteria, Candida,
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and herpes simplex virus (HSV) during the preengraftment or
early engraftment period. A delay in the recovery of adaptive im-
munity in the first 6 months posttransplant predisposes the host to
herpesviruses reactivation, fungal infection, and respiratory virus
infections (postengraftment period). Approximately 6 months af-
ter transplantation, innate immunity is almost completely recov-
ered, while adaptive immunity may take a year or more to recon-
stitute (Table 1 and Fig. 1) (4, 5). In comparison to HSCT
recipients and patients with hematologic malignancies, the risk of
infections in solid-tumor patients is lower and primarily related to
neutropenia, which often lasts for only a few days (6). This review
discusses the laboratory diagnosis of infections in oncology pa-
tients, including patients with hematologic malignancies, regard-
less of their transplant status (e.g., patients with cancer-related
immunosuppression, such as acute leukemia patients with leuko-
penia), solid-tumor patients, and recipients of HSCT.

BACTERIAL INFECTIONS

Gram-positive bacteria. In a recent multicenter study, bacterial
infections accounted for 30% of all infections detected in two
cohorts of allogeneic HSCT recipients, bone marrow and periph-
eral blood stem cell recipients, who were followed over a 2-year
period (7). The cumulative bacterial bloodstream infection inci-
dence rates were 52% and 48%), respectively, within the range (12
to 60%) of incidence rates reported in other studies of allogeneic-
HSCT (allo-HSCT) recipients (7, 8). The most frequently recov-
ered bacteria were coagulase-negative staphylococci (CNS) and
Enterococcus species. This finding is in line with the contemporary
epidemiology of increased Gram-positive bacterial infections,
which has been attributed in part to the increased use of indwell-
ing devices (7, 9). Although CNS are the most common organisms
detected, vancomycin-resistant Enterococcus species (VRE) are
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TABLE 1 Common risk factors for infections in cancer patients

Underlying
Infection disease” Common risk factors” Immune dysfunction Common pathogen(s) Comments Reference(s)
Bacterial  Allo-HSCT, HM, Neutropenia, broad-spectrum Mucosal barrier, cellular  CNS, Enterococcus spp., Duration and severity 6,9
auto-HSCT, antibiotics, central venous immunity, humoral viridans streptococci, of neutropenia is
ST catheter immunity Gram-negative bacteria, longer for HM/
Legionella species, HSCT than ST
C. difficile
Viral Allo-HSCT, HM, Lymphopenia, GVHD, Cellular immunity CMV, HSV, EBV, HHV-6, Highest risk of CMV 6, 29
auto-HSCT, high corticosteroids, adenovirus, norovirus or HSV disease in
ST immunosuppressants, D*/ D"/R™
R serostatus, monoclonal seropositive
antibodies, HLA mismatch
donor, cord blood, T-cell
depletion, myeloablative
conditioning
Fungal Allo-HSCT, HM, Neutropenia, GI mucositis, Mucosal barrier, cellular ~ Candida, Aspergillus Non-Aspergillusand 6, 58, 59, 65
auto-HSCT, GVHD, broad-spectrum immunity PCP are less
ST antibiotics, CMV disease, common but
central venous catheter and significant causes
port-A catheter, severe of high mortality
neutropenia,
corticosteroid, iron
overload, T-cell depletion
Parasitic  Allo-HSCT, HM  Corticosteroid, HTLV-1 Cellular immunity, Toxoplasma, Strongyloides ~ Rare, travel history 78, 80

eosinopenia

important

“ Allo, allogeneic; HSCT, hematopoietic stem cell transplantation; HM, hematologic malignancies; auto, autologous; ST, solid tumor.
b Neutropenia defined as absolute neutrophil count (ANC) of =500 cells/p.l; profound neutropenia defined as ANC of =100 cells/pl; D™, donor serostatus positive; HLA, human

leukocyte antigen; HTLV-1, human T-cell lymphotropic virus-1; ST has overall low risk.

more significant pathogens and a frequent cause of bacteremia in
HSCT recipients, especially in allo-HSCT recipients (10, 11).
Prevalence rates of VRE range between 16 and 27%, with mor-
tality rates of 9% and 20% occurring early in the preengraft-
ment period. Risk factors for developing VRE bacteremia in-
clude pretransplant VRE colonization, delayed engraftment,
T-cell depletion, or receipt of mismatched peripheral blood
stem cells (10, 11).

Gram-negative bacteria. Worldwide, the incidence of infec-
tions caused by Gram-negative bacteria (GNB) in neutropenic
cancer patients has increased in recent years, a consequence of
injury to the mucosal surface of the gastrointestinal tract from
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FIG 1 Timing of the most common infections in HSCT recipients and cancer
patients.
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cancer treatment (12, 13). The most commonly reported GNB
include Escherichia coli, Klebsiella pneumoniae, Pseudomonas
aeruginosa, and Acinetobacter species, with rates ranging from 40
to 60% (12, 13). Particularly worrisome is the emergence of car-
bapenem-resistant Enterobacteriaceae (CRE), extended-spectrum
beta-lactamase Enterobacteriaceae (ESBL-E), multidrug-resistant
Pseudomonas species, and Acinetobacter species. HSCT patients
are at increased risks for GNB infections because of their extended
hospitalization, the frequent use of indwelling devices (central
venous catheter or urinary catheter), and routine exposure to
broad-spectrum antibiotics. The reported mortality rates of CRE
and ESBL-E bacteremia in patients with hematologic malignan-
cies can be as high as 56% and 40%, respectively, especially during
periods of extended neutropenia (14, 15).

Laboratory diagnosis. Bacteremia is the most common bacte-
rial infection in cancer patients, and bacterial blood culture re-
mains the primary method of diagnosis. However, low recovery
rates for blood cultures, with one review citing recovery rates of 20
to 30% during febrile episodes, present a challenge for establishing
arapid and definitive diagnosis (9). This is particularly important
in cancer patients in whom common signs of infections may be
missing or indistinguishable from noninfectious syndromes.
First, approximately 10 to 50% of solid-tumor patients and >80%
of HSCT recipients and patients with hematologic malignancies
develop neutropenic fever posttransplant or posttreatment (9).
This common syndrome is characterized by the absence of typical
signs of infection (e.g., elevated neutrophils), and fever may be the
only marker of bacteremia. Therefore, antibacterial prophylaxis
(e.g., fluoroquinolone prophylaxis) is routinely used, especially
for high-risk patients (6). Second, cancer patients on corticoste-
roid therapy, which suppresses the inflammatory response, may
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present with afebrile bacteremia. To circumvent this problem,
some institutions caring for these patients utilize surveillance
blood cultures, which are collected at predetermined intervals
posttransplantation (8). The combination of routine prophylaxis,
surveillance cultures, and other host variables translates into even
lower sensitivity for blood cultures. New commercially available
methodologies, including molecular blood culture panels, peptide
nucleic acid fluorescent probes, and mass spectrometry, are addi-
tional tools that provide rapid preliminary data from positive
blood cultures. This in turn can facilitate the implementation of
targeted therapy based on organism identification, institutional
antibiogram profile, or identification of a specific resistance
marker (e.g., K. pneumoniae carbapenemase [KPC] or VRE). Re-
cent technologies, including amplification methods (e.g., T2 mag-
netic resonance energy and broad-range PCR/electrospray ioniza-
tion-mass spectrometry [ESI-MS]) that aim to detect organisms
directly in blood samples provide an opportunity to improve on
the diagnosis of bacteremia in oncology patients. However, the
utility of these new methods still remains to be established.

Legionella species. Although mostly associated with water
outbreaks in hospital or community settings, infections with Le-
gionella species in patients with compromised cellular immunity
results in high mortality (16). In one cohort of HSCT patients,
neutropenia was identified as the only risk factor, and mortality
rates of up to 31%, caused primarily by Legionella pneumophila
serotype 1 infections, were reported (17). In cancer patients, non-
pneumophila Legionella species are recovered more frequently (50
to 70%), with clinical presentations that may be atypical for Legio-
nella species, including radiological findings suggestive of fungal
infections and extrapulmonary diseases (16, 18).

Laboratory diagnosis. Routine Legionella culture for respiratory
specimens may be warranted in cancer patients. However, these
cultures require special media and an extended incubation period,
which may result in a significant delay in diagnosis. The use of
urinary antigen tests provides an additional diagnostic option, but
the sensitivities of these tests vary, and because they detect only
Legionella pneumophila serotype 1 species, their utility in cancer
patients may be limited.

Clostridium difficile. Due in part to their prolonged immuno-
suppression, HSCT recipients have an increased risk for Clostrid-
ium difficile infections (CDI), especially in the early preengraft-
ment period (Table 1). In a recent multicenter study conducted by
members of the Comprehensive Cancer Centers Infection Con-
trol Group (C3IC), rates of health care-associated CDI in solid
tumors and hematologic malignancy patients were twice the rates
reported by the National Healthcare Safety Network for other
hospitalized patients (15.8 versus 7.4 per 10,000 patient days, re-
spectively), independent of the method used to detect C. difficile
(19). However, CDI incidence rates vary among transplant centers
and with the type of HSCT procedure, with higher rates reported
in allogeneic HSCT recipients (12.5 to 27.0%) than in autologous
HSCT recipients (6.5 to 15%) (20).

Laboratory diagnosis. Laboratory diagnosis of CDI in cancer
patients is particularly challenging. The 2010 Infectious Diseases
Society of America (IDSA) guidelines define CDI as the presence
of diarrhea (i.e., 3 or more loose stools in =24-h period), a posi-
tive laboratory stool test for C. difficile toxin, and/or the presence
of pseudomembranous colitis, as determined by colonoscopy or
histopathology. However, diarrhea is a frequent symptom in
many HSCT patients, and with asymptomatic carriage of C. diffi-
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cile ranging from 7 to 18%, the detection of C. difficile, especially
using highly sensitive molecular assays, is problematic in differen-
tiating CDI from other causes of diarrhea, both infectious and
noninfectious (21).

Nontuberculous mycobacteria. The incidence of infections
caused by nontuberculous mycobacteria (NTM) in oncology pa-
tients is low (0.4 to 5%) but has increased over the last few decades
(22, 23). The incidence and epidemiology of NTM species vary
across centers, due in part to differences in the frequency of test-
ing, transplant procedures, conditioning regimens, and environ-
mental factors. Although Mycobacterium avium complex is the
most commonly recovered NTM group in oncology patients, rap-
idly growing mycobacteria (RGM) are being recovered with in-
creased frequency. One study reviewed the clinical features of 341
cancer patients positive for RGM (24). Disseminated infection,
frequently caused by Mycobacterium abscessus, was the least com-
mon presentation and occurred primarily in patients with hema-
tologic malignancies soon after the receipt of chemotherapy treat-
ment. Older patients with solid tumors presented more frequently
with pulmonary infections caused by Mycobacterium fortuitum
and M. abscessus/M. chelonae. In a large study in pediatric oncol-
ogy patients, 50% of cases due to RGM occurred in patients with
hematologic malignancies and presented as localized catheter-as-
sociated infection. Most cases were caused similarly by M. fortui-
tum and M. abscessus/M. chelonae, with an overall incidence of
RGM infections of 2.9 cases per 100,000 patient days (25).

Laboratory diagnosis. Mycobacterial culture remains the gold
standard for diagnosing mycobacterial infection but is limited by
its turnaround time of several days to several weeks. A particular
challenge in cancer patients is the diagnosis of mycobacterial in-
fections following an incidental finding of acid-fast bacilli (AFB),
detected during staining of biopsy samples submitted to rule out
malignancies. In many of these cases, insufficient or no tissue sam-
ples are submitted for AF culture. Broad-range bacterial sequenc-
ing of nucleic acid extracted from formalin-fixed paraffin-embed-
ded (FFPE) tissues has become a necessary tool, not only to rule
out primarily M. tuberculosis infections, but also to provide rapid
culture-independent identification and identification to the spe-
cies level of AFB identified in FFPE samples.

VIRAL INFECTIONS
Cytomegalovirus. Reactivation of latent cytomegalovirus (CMV)
in seropositive patients or primary infection in a seronegative
HSCT recipient can occur following immunosuppressive therapy
resulting in CMV infection or CMV disease. CMV-seropositive
HSCT recipients, including those receiving T-cell-depleted grafts
or unrelated donor, are particularly at high risk for developing
CMV disease until the T-cell response is restored (Table 1). Cur-
rent management strategies of transplant patients, including an-
tiviral prophylaxis and preemptive therapy, most commonly with
ganciclovir or foscarnet, have resulted in a decreased incidence of
early (i.e., first 4 months posttransplant) CMV disease, especially
CMV pneumonia. In a recent large single-center retrospective
analysis, the all-cause mortality of HSCT patients following the
onset of CMV pneumonia was still high, with only 30% survival at
6 months (26). When outcomes were compared before and after
the use of preemptive therapy, only a modest decrease was ob-
served. This study illustrates the continued challenge of accurately
diagnosing CMV disease.

Laboratory diagnosis. Detection of CMV is accomplished using
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either antigen tests or molecular assays, with molecular assays
providing rapid turnaround time, increased sensitivity, and objec-
tive interpretation of results. A challenge of using molecular assays
in HSCT patients comes with the interpretation of the significance
of a positive test result in certain specimen types. For example,
while a qualitative CMV PCR with high sensitivity may be re-
quired for the diagnosis of central nervous system infections, a
positive result generated using the same assay on a respiratory
sample (e.g., bronchoalveolar lavage fluid) may only represent
asymptomatic shedding and not be clinically significant. How-
ever, since CMV pneumonia remains associated with severe out-
comes, results need to be interpreted in the appropriate clinical
context.

In general, molecular quantitative CMV tests provide earlier
detection of CMV viremia than pp65 antigenemia tests, although
the increased sensitivity may result in unnecessary prolonged
therapy and increased toxicity. Quantitative assays used in the
laboratory for measuring CMV viremia have a significant impact
on the clinical management of transplant patients. Since institu-
tional guidelines for initiating therapy rely on specific numerical
values generated by the laboratory, a clear understanding of the
test performance characteristics, including the specimen type
used, the limit of detection, the limit of quantification, the linear
range, and the reproducibility of the assay, is necessary for an
accurate interpretation of the CMV viral loads. Studies have
shown that CMV viral loads measured in whole blood are gener-
ally higher than those measured in plasma, as whole blood may
contain both free and cell-associated CMV virions. Viral loads in
whole blood may therefore overestimate the level of actively rep-
licating viruses (27). Until recently, standardization of the many
laboratory-developed quantitative CMV tests was not feasible.
The recent availability of the World Health Organization (WHO)
international CMV standards and the introduction of commercial
in vitro diagnostic (IVD)-cleared assays should result in improved
standardization of CMV viral loads obtained from different insti-
tutions.

Epstein-Barr virus. Posttransplant lymphoproliferative disor-
der (PTLD) is the most common Epstein-Barr virus (EBV)-asso-
ciated syndrome in HSCT recipients. PTLD represents a group of
histopathologically heterogenous disorders, including early le-
sions (e.g., mononucleosis-like lesions), polymorphic PTLD
(polyclonal or monoclonal), and monomorphic PTLD (e.g., lym-
phoma). PTLD results from the reactivation of EBV in infected
B-cell lymphocytes following the loss of EBV-specific T-cell func-
tions due to immunosuppression (Table 1). Incidence rates of
PTLD in allogeneic HSCT recipients range from 0.45 to 29%,
depending on several factors, e.g., the type of transplant procedure
and the conditioning regimens, and generally occur in the posten-
graftment and late phases following transplantation (Fig. 1).
Other clinical manifestations of EBV infections in HSCT include
enteritis, hepatitis, encephalitis, and pneumonia (28, 29).

Laboratory diagnosis. Qualitative EBV molecular tests are suf-
ficient for the diagnosis of many syndromes, such as encephalitis.
Quantitative molecular tests in blood samples are the most useful
assays for the detection of EBV reactivation and for monitoring of
viral load in blood in PTLD. These assays may also be used to
distinguish between asymptomatic and low-level transient reacti-
vation, which does not warrant treatment. To date, no standard
threshold for implementing EBV treatment exists. Each transplant
center sets up an actionable threshold based on institutional ex-
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perience and taking into consideration the performance charac-
teristics (e.g., limit of quantitation and reportable range) of the
quantitative EBV assay in use and the specific patient population.
In general, high viral loads are often detected in patients with
PTLD, and changes in viral loads of greater than 0.5 log copies/ml
between consecutive samples are considered significant. Unlike
CMV, there are still no FDA-cleared commercial quantitative mo-
lecular tests for measuring EBV viral loads. Studies have shown
significant variability in EBV viral loads generated with laborato-
ry-developed tests across centers, which presents a challenge for
patients, laboratories, and clinicians alike, as data generated across
centers are not easily compared. In 2011, the 1st WHO interna-
tional standards for EBV became available, providing an oppor-
tunity for standardization of laboratory-developed assays.

Herpes simplex viruses. The risk of HSV infections in cancer
patients varies with the underlying disease or chemotherapy treat-
ment. Disseminated HSV infection is now uncommon due to pro-
phylaxis of high-risk patients, and most infections result from
reactivation of latent HSV (6). HSV reactivation manifests either
as mucocutaneous lesions of the oropharynx, esophagus, or gen-
itals, with rare cases of HSV encephalitis and pneumonia, occur-
ring in less than 1% of HSCT patients (29). Reactivation of HSV
generally occurs during period of neutropenia early in the preen-
graftment period, but it can develop at any time if immune sup-
pression occurs. Less data are available from patients with solid
tumors due to their low risk for reactivation. In a recent study that
included 45 cancer patients with confirmed, probable, or possible
HSV pneumonia, infection resulted in mortality rates of 22%,
with identified risk factors including lymphopenia and prior use
of corticosteroids (30).

Laboratory diagnosis. Although direct and indirect fluorescent-
antibody assays are commercially available and frequently used
for the detection of HSV antigens in clinical specimens, their sen-
sitivity may be too low for diagnosis in transplant patients. Several
molecular commercial assays are FDA cleared for the qualita-
tive detection and differentiation of HSV-1 and HSV-2 in cu-
taneous and mucocutaneous lesions, with sensitivity and spec-
ificity ranging between 95 and 100% compared to viral culture
and many have a turnaround time of less than 4 h compared to
days for culture (Table 2) (31). Currently, one commercial test,
the Simplexa HSV-1&2 (Focus Diagnostics), is FDA cleared for
the detection and differentiation of HSV-1/2 from cerebrospinal
fluid (CSF). The overall sensitivity and specificity of this assay
compared to a laboratory-developed test (LDT) using the Roche
HSV 1/2 analyte-specific reagent (ASR) were 96.2% and 97.9%,
respectively (32). While the gold standard for the diagnosis of
HSV central nervous system infection is molecular testing, diag-
nosis of other HSV syndromes, aside from mucocutaneous le-
sions, may be challenging, as shedding of HSV occurs frequently
in immunocompromised patients, and the detection of viral nu-
cleic acids need to be interpreted in the right clinical context.

Human herpesvirus 6. In HSCT recipients and hematologic
malignancy patients, human herpesvirus 6 (HHV-6) reactivates
following immunosuppression or chemotherapy in 50 to 90% of
HSCT patients, depending on the source of stem cells, with occur-
rence anytime posttransplantation (Fig. 1). One of the most com-
monly reported complications of HHV-6 is encephalitis, which
generally occurs in patients with high viral loads, although reports
vary depending on the type of transplant (33, 34). In some studies,
early reactivation of HHV-6 posttransplantation was associated
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TABLE 2 Laboratory testing and challenges for infection in HSCT and cancer patients

Infection Diagnostic methods”

Commercial molecular methods

Challenges Opportunities”

Bacterial ~ Bacterial culture, urinary antigens,

molecular methods

FilmArray blood culture, PNA-FISH
(Gram positive, Gram negative),
Verigene Gram positive, Verigene
Gram negative, MALDI-TOF MS,

Time to bacterial growth, no
standard tests for direct
from specimen detection,
differentiation between

Sepsis biomarkers, direct from sample
tests, direct from sample
susceptibility testing

C. difficile® infection and disease
Viral Viral culture, DFA/IFA, molecular ~ FilmArray respiratory panel, Variability in quantitative WHO IS (EBV and CMV), more
methods FilmArray gastrointestinal panel, PCR assays for WHO IS for standardization of
Luminex gastrointestinal panel, herpesviruses, other tests, IVD quantitative assays
Xpert Norovirus, HSV 1/2 differentiation between for herpesviruses, quantitative
(lesions),® Simplexa HSV 1&2 infection and disease respiratory virus PCR, mRNA or
(CSF) sensitive and rapid antigen tests
Fungal Fungal culture, B-D-glucans, PNA-FISH (yeast), T2 Biosystems, No standardized molecular Standardization of PCR, T2
Aspergillus galactomannan, MALDI-TOF MS assays, specificity of Biosystems, panfungal IVD PCR/
molecular methods fungal antigens sequencing assays
Parasitic ~ Ova and parasites exam, serology, ~None Need for multiple stools, Standardization of PCR, IVD
molecular methods depressed antibody Toxoplasma PCR

response, no standardized
molecular assays

“ DFA, direct fluorescent-antibody assay.
b IS, international standards.

¢ Includes several IVD-cleared commercial assays. MALDI-TOF MS, matrix-assisted laser desorption ionization—time of flight mass spectrometry; PNA-FISH, peptide nucleic acid

fluorescence in situ hybridization.

with delayed neutrophil and platelet engraftment, increased mor-
tality, and the development of acute graft-versus-host disease
(GVHD) (35, 36). However, other studies showed no impact from
HHV-6 reactivation, and these differences in outcomes may be
due to differences in the type of transplant (e.g., cord blood versus
HSCT) (37).

Laboratory diagnosis. Quantitative molecular diagnostics as-
says are the primary methods for the detection and monitoring of
HHV-6 infections. All currently used methods are laboratory-de-
veloped assays (Table 2). A diagnostic challenge that is specific to
HHV-6 is the differentiation of chromosomally integrated
HHV-6 (ciHHV-6) from actively replicating HHV-6. In approx-
imately less than 1% of the population, HHV-6 can integrate into
the host telomeres and be transmitted through germ cells, result-
ing in high viral loads. Detection of HHV-6 in cell-free samples,
such as plasma or CSF, may better reflect true infections. Several
approaches are used to differentiate between active and latent in-
fections. Whole-blood or plasma PCR with viral loads greater than
10° or 10* copies/ml, respectively, can be indicative of ciHHV-6.
Other methods include reverse transcription-PCR (RT-PCR) to
detect HHV-6 mRNA, qualitative PCR, or fluorescent in situ hy-
bridization (FISH) on hair follicles, cytogenetics, and immuno-
histochemistry tests. More recently, ciHHV-6 was detected by dig-
ital PCR, in which the ratio of HHV-6 to total cell counts was
measured, with a ratio close to 1 indicative of ciHHV-6 (38). A
second challenge, which lines up with other quantitative LDT, is
the lack of standardization across tests, making it difficult to com-
pare viral loads obtained across centers. To date, WHO interna-
tional standards for HHV-6 are not yet available.

Adenovirus. In HSCT recipients, adenovirus infection rates
range from 5 to 15%, with clinical disease varying from self-lim-
ited infections to severe fatal disseminated disease (39). Mortality
rates vary significantly depending on risk factors, such as under-
lying diseases and the type of transplants (Table 1). In a recent
cohort of HSCT patients transplanted with CD34™ selected stem
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cells, attributable adenovirus mortality rate was 22%, and in pa-
tients with adenovirus viremia, the mortality rate was higher, at
44% (40). However, the mortality rate was significantly lower in a
cohort of patients with an alemtuzumab-based allogeneic stem
cell transplant, where only 1 patient died from disseminated ade-
novirus infection (41). Following primary exposure, adenovirus
establishes latency in lymphoid cells, and infections in cancer pa-
tients occur primarily from reactivation. Adenoviruses are associ-
ated with a variety of clinical syndromes, including pneumonia,
nephritis, hemorrhagic cystitis, hepatitis, and colitis (39).
Laboratory diagnosis. Quantitative PCR assays are used to
monitor adenovirus viremia. In some centers, serial monitoring of
adenovirus in plasma at various intervals posttransplant has been
instituted, with the goal of earlier detection of adenovirus infec-
tion. Other specimen types used to predict adenovirus disease
include stool samples, which are primarily used to diagnose ade-
novirus gastroenteritis. In general, adenovirus enteritis is caused
by serotypes 40/41, but in cancer patients, adenovirus enteritis can
be caused by any subtype, and in our most recent evaluation, types
40/41 were the least common serotypes recovered in stool samples
(our unpublished data). This presents a challenge for the labora-
tory, as these two subtypes are the only two included in most
commercially available gastrointestinal (GI) panels, requiring the
laboratory to use either viral culture or adenovirus-specific LDT
in addition to GI panels. Furthermore, due to the heterogeneity of
adenovirus subtypes, the inclusivity of commercial ASR or LDT
may be hard to establish conclusively. Similar to other viral infec-
tions, quantitative PCR tests are not standardized, making the
establishment of valid actionable threshold challenging.

GASTROINTESTINAL VIRUSES

The most common gastrointestinal (GI) virus evaluated in oncol-
ogy patients is norovirus. In a retrospective review of allogeneic
HSCT adults, norovirus nucleic acid was detected in 90% of symp-
tomatic patients, revealing that in many cases, the infection was
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underdiagnosed, since presentation could not be distinguished
from other causes of diarrhea, including gastrointestinal GVHD
(42). Complications of norovirus infections in HSCT recipients
can occur and include bowel perforation, aspiration secondary to
severe retching, severe weight loss, malnutrition, and sepsis (42,
43). While symptoms resolve within 24- to 48 h in healthy pa-
tients, in HSCT recipients and other neutropenic cancer patients,
symptoms may last between 7 days and 90 days (43).

The importance of other GI viruses, including astrovirus and
sapovirus, is less well established, as methods for routine recovery
of these viruses were not available until recently. In a few reports
from pediatric oncology patients, sapovirus was recovered infre-
quently, in <5% of the cases, with diarrhea resolving between 3
and 21 days (44, 45). An astrovirus outbreak in a pediatric hema-
tology and HSCT patients unit revealed that symptoms of astro-
virus infections in oncology patients lasted longer and caused
more severe dehydration than with sapovirus, and similar to no-
rovirus, shedding could last for several weeks (46). Of note, astro-
virus is increasingly being recognized as a neurotropic virus in
immunocompromised patients (47).

Laboratory diagnosis. Molecular methods are the most sensi-
tive laboratory method for the diagnosis of norovirus infections in
HSCT recipients and patients with hematologic malignancies.
Until recently, a high level of suspicion was required on the part of
the clinician to order a specific molecular test for norovirus, as
symptoms caused by norovirus cannot be differentiated on clini-
cal presentation alone from other causes of diarrhea, including gut
GVHD. This is particularly important, as the management of
these two conditions is significantly different, with norovirus in-
fection requiring the attenuation of immunosuppression, while
GVHD necessitates increased immunosuppression. The availabil-
ity of commercially available gastrointestinal syndromic panels
that include norovirus has allowed rapid and increased detection
of enteritis caused by norovirus. The use of these assays has also
provided a useful tool for early recognition and control of out-
breaks, which if allowed to go unrecognized can result in signifi-
cant morbidity and mortality in a high-risk patient (48). A limi-
tation of RT-PCR for noroviruses is the recognition that oncology
patients are often chronic shedders, with reports of asymptomatic
shedding detected for several months after the resolution of symp-
toms. Furthermore, unless molecular typing is performed on all
positive norovirus samples, distinguishing established and new
infections is not easily accomplished.

Similarly, the inclusion of astrovirus and sapovirus on molec-
ular GI panels will allow for routine testing of symptomatic pa-
tients and thus provide data on the epidemiology and clinical sig-
nificance of these viruses in oncology patients that is currently
limited.

RESPIRATORY VIRUSES

Although respiratory viral infections in HSCT recipients and on-
cology patients often remain limited to the upper respiratory tract,
these patients are at an increased risk for developing severe com-
plications, including lower respiratory tract infections, airflow
obstruction, and bronchiolitis obliterans (49). A recent study
highlighted the impact of influenza virus infections in an immu-
nosuppressed patient population that included HSCT recipients
and other oncology patients. In this study, all immunosuppressed
patients required hospitalization for management of influenza,
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with 18% requiring admission to the intensive care unit for me-
chanical ventilation (50).

The incidence of respiratory syncytial virus (RSV) in HSCT
recipients is generally higher than that of influenza viruses (2 to
17% versus 1.3 to 2.6%, respectively) (51). Infection with RSV can
result in serious complications, similar to those described for in-
fluenza viruses. Detection of RSV in the upper respiratory tract is
cause for delaying transplant procedures, as 80 to 90% of HCT
recipients with upper respiratory RSV infection developed a lower
respiratory tract infection (LRTI) within 7 days following the
presence of upper respiratory infection (URI) symptoms (51, 52).

Parainfluenza viruses (PIV) are a common cause of respiratory
illness in HSCT recipients. The majority of infections are caused
by PIV-3. In a recent meta-analysis study, overall rates were 4%
(range, 0.2 to 30%), 37% (range, 0 to 74%), and 10% (range, 0 to
31%) for PIV infections, LRTI, and mortality, respectively, in
HSCT recipients and patients with hematologic malignancies
(53). Rates were higher in allogeneic HSCT recipients than in au-
tologous HSCT recipients. Fewer reports, mostly in small cohorts,
have been published on the incidence of human metapneumovi-
rus (hMPV) in cancer patients, with reported incidence rates
ranging from 2 to 7% and complications and fatality rates similar
to those of RSV, with an approximately 39% mortality rate in a
recent study (54).

Laboratory diagnosis. Timely and accurate detection of respi-
ratory viruses is particularly important in cancer patients and
HSCT recipients. In general, diagnosis of respiratory viral infec-
tions in these patients is done using molecular methods, owing to
their increased sensitivity and rapid turnaround time. Several
commercial multiplex assays for the detection of respiratory vi-
ruses are now available for testing, primarily using nasopharyn-
geal swab samples. Many laboratories have validated additional
specimen types, especially lower respiratory tract samples, for off-
label use with these assays. In addition to well-established patho-
genic viruses (influenza viruses and RSV), many panels include
viruses, such as picornaviruses (rhinoviruses and enteroviruses)
and coronaviruses. These two groups of viruses are frequently
recovered among allogeneic HSCT recipients in the first 100 days
after transplant and pediatric patients with leukemia, but their
impact on morbidity and mortality is not well understood yet
(55). An additional challenge with the routine diagnosis of respi-
ratory viruses in transplant patients is their potential for extended
shedding. A recent study from our center compared shedding in
the culture era to that in the molecular era in both adult and
pediatric high-risk oncology patients. Shedding was detected lon-
ger for all viruses by PCR, but statistically significant differences
were observed in the median duration of shedding for RSV and
PIV, at 11 days (range, 5 to 35 days) versus 16 days (range, 5 to 50
days) and 9 days (range, 5 to 41 days) versus 17 days (range, 5 to 45
days), respectively (56). The significance of extended shedding as
detected by PCR is unclear, but its impact on patient care is sig-
nificant, and additional studies are necessary to clearly understand
the kinetics of respiratory viruses in oncology patients.

FUNGAL INFECTIONS

Aspergillus species. Invasive aspergillosis (IA) most commonly
presents as a pulmonary infection and remains associated with
significant mortality in cancer patients, especially in patients with
hematologic malignancies and in allo-HSCT recipients. IA devel-
ops during the pre- and early postengraftment periods when neu-
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tropenia-increased immunosuppressant therapy and broad-spec-
trum antibiotics are present (Table 1 and Fig. 1). Aspergillus
fumigatus is the most frequently recovered species, but other spe-
cies often recovered include A. niger, A. flavus, and A. terreus. A.
terreus is of special importance due to its increased resistance to
amphotericin B and, although rare, its potential to cause true fun-
gemia in patients with hematologic malignancies (57, 58).

Yeast species. Clinical manifestations of Candida species in-
fection in cancer patients include candidemia, chronic dissemi-
nated candidiasis, and mucosal candidiasis. Candidemia may de-
velop early, in the preengraftment or early postengraftment
period, and in persistently neutropenic cancer patients remains
associated with poor outcomes (59). The increased use of flucona-
zole prophylaxis has resulted in a significant decrease in invasive
candidal disease (from 18% to 7% in one study), especially that
caused by Candida albicans (60). Concomitantly, an increase in
fluconazole-resistant non-albicans Candida species has been ob-
served in geographically diverse centers (61). C. glabrata is the
most common non-albicans Candida species recovered in patients
with hematologic malignancies, but other species, including C.
krusei and C. parapsilosis, are also observed (60, 62).

Trichosporon species, Geotrichum species, and Rhodotorula
species are a few of the rare but emerging opportunistic yeasts
causing significant morbidity and mortality in oncology patients.
Patients with hematologic malignancies, particularly those with
acute leukemia, account for 50 to 90% of reported cases, with a
mortality rate ranging from 35 to 77% (63, 64). Identified risk
factors for increased mortality included active neutropenia Tri-
chosporon species fungemia and admission to the intensive care
unit (ICU) (64).

Non-Aspergillus molds. Infections caused by Rhizopus species
and Mucor species are still uncommon in cancer patients, espe-
cially in patients with solid tumors (58). However, the mortality
rates associated with these infections remains significantly high,
and with the clinical presentation mimicking that of Aspergillus
pneumonia, distinction of the two syndromes without laboratory
cultures may be challenging. In a recent large study reviewing
cases of non-Aspergillus invasive mold infections in allogeneic
HSCT recipients, the overall incidence rate was only 1% (124
cases/11,980 patients) for development of infection within 1 year
of the transplant. The overall mortality within 1 year of transplant
was 78%, which has not changed significantly from rates of 80%
reported in the 1990s (65, 66). Mucormycosis infections occur
more commonly in the preengraftment period, although higher
mortality is associated with infections occurring in the late posten-
graftment period (Fig. 1). Other significant mold pathogens in
transplant patients include Fusarium species and Scedosporium
species. Risk factors for these infections include umbilical cord
blood transplants and prior CMV infection for Fusarium (Table 1)
(65, 67).

Laboratory diagnosis. Methods used to detect fungi include
culture, fungal stains, and fungal antigen assays, such as the Asper-
gillus galactomannan and the B-D-glucans tests. Each of these as-
says has advantages and limitations, including low recovery rates
and long turnaround time (e.g., culture) or limited specificity
(e.g., B-D-glucans). The utility of antigen tests is varied and
highly dependent on the patient population, exposure to anti-
fungal prophylaxis, and the responsible mold (68, 69). For ex-
ample, in patients with hematologic malignancies, the sensitiv-
ity of the galactomannan for invasive fungal infection (IFI)

November 2016 Volume 54 Number 11

Journal of Clinical Microbiology

Minireview

caused by A. fumigatus was lower (13%) than that caused by other
Aspergillus species (49%) (70). This is challenging, since A. fu-
migatus is the most common Aspergillus species causing IFI, and
many oncology patients are on antifungal prophylaxis. Serial
monitoring of serum galactomannan or B-b-glucans can increase
sensitivity, although the exact frequency of testing is unknown. A
different approach combining serial monitoring of both galacto-
mannan and 3-p-glucans shows potential to increase the diagnos-
tic and prognostic value of these tests in monitoring of the treat-
ment response (71). The application of these tests to other
specimen types (e.g., bronchoalveolar lavage [BAL] fluid and
CSF) is increasingly performed, although the interpretation of the
results is not always straightforward. The multitude of available
tests underscores the continued challenge of diagnosing IFI. Fur-
thermore, special processing of tissue samples (e.g., mincing in-
stead of grinding) is necessary to increase the recovery of Muco-
rales, and a high level of suspicion is necessary on the part of
clinicians to alert the laboratory. Laboratory-developed molecular
assays generally have higher sensitivity than culture but limited
clinical specificity and limited range, only targeting a few organ-
isms. Panfungal molecular assays, which target a larger number of
clinically relevant fungal pathogens, have also been reported, with
sensitivity and specificity ranging from 75 to 100% and 75 to 95%
depending on the target and specimen type (72, 73). Of note, the
current definition of IFI (proven, probable, and possible) as stated
by the Mycoses Study Group and the Cooperative Group of the
European Organization for Research and Treatment of Cancer
(EORTC) does not yet include the use of molecular tests (74).

Pneumocystis jirovecii. Implementation of routine prophy-
laxis with trimethoprim-sulfamethoxazole has significantly re-
duced the incidence of Pneumocystis jirovecii pneumonia (PCP)
from 16% in HSCT recipients to less than 1% (75, 76). Williams
and colleagues have recently reviewed PCP data from the Cen-
ter for International Blood and Marrow Transplant Research
(CIBMTR), which includes 66 centers around the world. The
overall incidence rate was less than 1%, with rates in allogeneic
HSCT recipients double those in autologous HSCT recipients
(0.68 versus 0.28%, respectively) (76). Most PCP infections oc-
curred in the postengraftment period, with 50% of cases occurring
after 270 days, but up to 25% of cases were observed early, during
preengraftment. Although overall incidence was rare, the mortal-
ity rate associated with PCP remains high, and as such, PCP con-
tinues to be an important fungal infection in cancer patients.

Laboratory diagnosis. Direct microscopic examination, includ-
ing calcofluor white stain and direct fluorescent-antibody assay,
provides a fairly specific means to identify the organism, but it
lacks reliable sensitivity to exclude infection. Molecular methods
(e.g., PCR) have demonstrated a significantly higher sensitivity for
detecting the presence of P. jirovecii. In HSCT recipients and pa-
tients with hematologic malignancies, pulmonary symptoms and
radiological findings (e.g., ground-glass opacities) may be sugges-
tive of PCP. However, the prevalence of P. jirovecii infection with-
out disease, often labeled airway “colonization,” remains unclear.
Algorithms combining high levels of -p-glucans (e.g., >500 pg/
ml) and positive PCR results are options used to increase the spec-
ificity of laboratory diagnostics of PCP. Since 3-D-glucans is pro-
duced by various fungal pathogens, the exact threshold that
provides specificity for PCP in oncology patients remains to be
determined.
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PARASITIC INFECTIONS

Toxoplasma gondii. Surveillance studies estimate that the overall
seroprevalence of T. gondii in allogeneic HSCT recipients is ap-
proximately 10% in the United States and 8 to 16% in Europe (77,
78). T. gondii infections occur most commonly from reactivation
of a latent infection following transplantation and less frequently
from primary infection or donor-related infections. Among
HSCT recipients, the risk of reactivation is higher for Toxoplasma-
seropositive allogeneic HSCT recipients and lower in seronegative
autologous HSCT recipients. In one review of the existing litera-
ture, 73% of toxoplasmosis occurred following reactivation in
allo-HSCT patients compared to 41% reactivation in autologous
HSCT patients. In allogeneic HSCT recipients, the development
of toxoplasmosis disease, primarily central nervous system and
disseminated disease, results in attributable mortality rates of
62%, with studies reporting mortality rates as high as 100% (78).
In order to prevent the reactivation of T. gondii in HSCT recipi-
ents, many transplant centers have implemented a prophylaxis
protocol (e.g., trimethoprim-sulfamethoxazole) for seropositive
HSCT recipients prior to engraftment, as most cases of toxoplas-
mosis occurred in the first 90 days posttransplantation (79).

Laboratory diagnosis. Prompt diagnosis of Toxoplasma reacti-
vation is necessary to decrease mortality rates in high-risk pa-
tients. The most common method used is molecular surveillance
using nucleic acid amplification tests (e.g., PCR) at various inter-
vals posttransplantation for a predetermined period, depending
on the centers and the type of transplants (e.g., cord blood HSCT
versus autologous HSCT). Both qualitative and quantitative PCRs
are used, and all the available methods are nonstandardized LDTs
with different but generally similar performance characteristics
(77). The yield of PCR surveillance (i.e., number of reactivating
patients) varies widely, and as such, the utility and associated cost
of this monitoring approach in HSCT recipients with low sero-
positive prevalence and on adequate prophylaxis are not always
evident. In addition to molecular methods for diagnosis, serology
assays (both indirect fluorescent-antibody assay [IFA] and en-
zyme immunoassay [EIA]) may be used once a patient’s immune
system has recovered. As Toxoplasma IgM is rarely detected, an
important test to distinguish between recent and past infection is
the IgG avidity assay, which is most commonly performed at ref-
erence laboratories.

Strongyloides stercoralis. HSCT recipients and hematologic
malignancy patients are at increased risk of developing Strongy-
loides stercoralis hyperinfection syndrome, following administra-
tion of a high level of corticosteroids and decrease in cell-mediated
immunity. Hyperinfection syndrome results from an increase in
the concentration of circulating Strongyloides filariform larvae oc-
curring through autoinfection with parasites acquired from pre-
vious exposures. Further complications, including bacterial sep-
sis, with enteric Gram-negative bacilli (K. pneumoniae and P.
aeruginosa) may occur as a result of the filariform larvae moving
from the intestinal tract into the circulation. Reported mortality
rates for HSCT patients are high, approximately 90%, even after
administration of ivermectin. This is due in part to challenges in
recognizing and diagnosing the infection. Since infections occur
primarily in patients with latent infections, serological screening is
recommended for patients from regions of endemicity or for
those with the appropriate travel history prior to HSCT. Unlike
patients with hematologic malignancies, solid-tumor oncology
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patients generally do not develop disseminated or hyperinfection
syndrome with S. stercoralis. In one study, approximately 50% of
cancer patients with Strongyloides infection had solid tumors, and
none of these patients developed disseminated infections, even
following the administration of high-dose corticosteroids (80).

Laboratory diagnosis. Timely diagnosis of S. stercoralis can be
challenging, requiring a high degree of suspicion. Patients may
present with transient mild eosinophilia and a range of nonspe-
cific symptoms, including diarrhea, skin rash, dry cough, dyspnea,
and wheezing. The primary method for diagnosis remains the ova
and parasites (OVP) exam, performed on stool samples, as well as
respiratory specimens, including expectorated sputum, bron-
choalveolar lavage fluid, and CSE. However, due to intermittent
shedding, multiple stool samples (>3 stools) need to be analyzed
to increase the sensitivity, which is 30% for one sample and 100%
for 7 samples. To complement microscopy, or in case of negative
OVP result, the detection of Strongyloides antibodies may provide
the only evidence of infection in the presence of eosinophilia, with
sensitivity ranging from 88 to 95%. Serological tests, however,
have lower sensitivity in immunocompromised patients and are
subject to false-positive results from cross-reaction with antigens
from other helminths, and a single positive result cannot distin-
guish between past and present infections (81). The sensitivity of
S. stercoralis detection may be enhanced with the use of culture
methods (e.g., the Baermann culture, Harada-Mori filter paper
test tube culture, and stool agar culture, with stool agar culture
being the simplest to perform [82]). In some instances, S. sterco-
ralis may be detected as an incidental finding on bacterial cultures
of stool or respiratory specimens by visualizing the migrating lar-
val tracks.

CONCLUSIONS AND FUTURE PERSPECTIVES

Significant improvements in the conditioning regimen, the
sources of stem cells, the type of transplant, and the pre- and
posttransplant care protocols have resulted in patients surviving
for many years following their procedure. However, the immuno-
suppression associated with both HSCT and chemotherapy treat-
ments increases the susceptibility of oncology patients to a variety
of infectious agents at different stages of their treatment, and as
such, infectious complications remain a significant cause of mor-
bidity and mortality in these patients. This minireview provided
an overview of some of the most common infections in oncology
patients and presented current laboratory diagnostic methods
used by clinical microbiologists supporting the care of these pa-
tients.

What are the challenges and opportunities in the laboratory
diagnosis of HSCT recipients and oncology patients? The signifi-
cant overlap between infectious and noninfectious causes of syn-
dromes experienced by these patients and the decreased inflam-
matory and immune responses associated with the procedures
used present a significant challenge in knowing when to stop the
search for a pathogen or when to continue and throw the prover-
bial “kitchen sink” at the problem. The increased availability of
syndromic panels and other molecular diagnostic tests has signif-
icantly improved our ability to identify pathogens with increased
sensitivity and speed. These panels are helpful in identifying
pathogens which would otherwise require a specific order to rule
out (e.g., sapovirus). However, opportunity exists to include
pathogens that are emerging in cancer patients (e.g., Microspo-
ridia). These sensitive assays are also challenging us to reconsider
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what is significant and take a closer look at the host to make that
determination. As discussed throughout this minireview, the ear-
lier a pathogen can be identified, the better the outcome for the
cancer patient, as targeted therapy and care can be rapidly imple-
mented. We do, however, need a better kitchen sink to further
reduce the morbidity and mortality associated with infections
postcancer therapy. While panfungal or panbacterial sequencing
assays have proven useful, the potential of panpathogen ap-
proaches, possible with unbiased whole-genome sequencing
(WGS), holds promise for further expanding our diagnostic capa-
bilities. Other non-nucleic acid-based methods including patho-
gens and/or host biomarkers will be needed to assist in the inter-
pretation and determination of the clinical significant of WGS
data. This minireview highlighted a few of the challenges and the
many opportunities that clinical microbiologists have in support-
ing the care of cancer patients.
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