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breakthrough occurred ranged from susceptible to resistant. Especially, 85% of the
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BC (P = 0.016 and P = 0.015, respectively). BC developed in allo-HSCT recipients
even when they received a sufficient dose of AFA, including micafungin, to which
the causative Candida species were susceptible and/or had wild-type susceptibility in
vitro. Systemic steroid administration and a longer severe neutropenic phase were
host-based factors associated with BC.
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andidemia is one of the most common nosocomial bloodstream infections and is

associated with high rates of morbidity and mortality (1, 2). When such an infection
develops during systemic antifungal therapy, it is known as breakthrough candidemia
(BC). The rate of BC among all patients with hematological malignancies and candi-
demia was previously found to range from 19% to 72% (3-5). According to the findings
of some previous studies focused on BC, risk factors for BC are severe neutropenia, the
use of corticosteroids, the presence of a central venous catheter (CVC), and resistance
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to antifungal agents (6-10). Furthermore, a recent multicenter study found that the
causes of BC, particularly in patients with BC receiving azole or liposomal amphotericin
B, might be associated with microbiological factors, such as resistance to antifungal
agents, and/or host factors, such as neutropenia or the presence of a CVC (7). However,
in the previous study, only two cases of BC were found among patients receiving an
echinocandin (7). Thus, further investigations are needed to clarify the causes of BC in
the era of new antifungal agents, such as echinocandins. Additionally, no study had
been conducted with a cohort of patients receiving antifungal prophylaxis in which the
patients who developed BC were directly compared to those who did not develop BC.
Current treatment guidelines recommend antifungal prophylaxis for allogeneic hema-
topoietic stem cell transplant (allo-HSCT) recipients (11-13). Therefore, we decided to
conduct a study that focused on BC in a cohort of allo-HSCT recipients in order to clarify
the characteristics and causes of BC.

RESULTS

Clinical presentations and characteristics of patients with breakthrough can-
didemia. Of 768 patients receiving allo-HSCT, 26 experienced BC. There were no
significant differences in the baseline characteristics between the recipients with BC
and those without BC, except for the numbers of patients in each group with a longer
severe neutropenic phase (LSNP) (P = 0.023) (Table 1). Micafungin was the major
antifungal agent that was administered at day O (the first day of allo-HSCT) to the
cohort (444/768 patients). The clinical presentation and characteristics of the 26 recip-
ients with BC are shown in Table 2. The antifungal agents used when BC developed
were micafungin (17 cases), liposomal amphotericin B (5 cases), itraconazole (2 cases),
and voriconazole (2 cases). The median duration of prior antifungal exposure before the
development of BC was 33 days (range, 4 to 137 days). The median duration of drug
exposure before the development of BC in patients receiving micafungin (n = 17) was
longer than that in patients receiving the other antifungal agents (n = 9) (34 days
versus 22 days), but the difference was not statistically significant (P = 0.13). The
median time of onset of BC after allo-HSCT was day 33 (33 days following allo-HSCT).
In addition, 22 (85%) of all 26 allo-HCST recipients with BC developed the disease within
100 days following allo-HSCT. The cumulative incidence of BC up to day 100 following
allo-HSCT was 2.9% (Fig. 1). Three of 15 recipients with BC whose fundus oculi were
examined by ophthalmologists had endophthalmitis. The crude 30-day mortality rate
was 38%. The serum (1,3)-beta-p-glucan (BDG) levels in 11 cases (11/26) were below the
cutoff.

Microbiological characteristics of breakthrough candidemia. (i) Breakthrough
candidemia during micafungin therapy. All 17 recipients who developed BC during
micafungin therapy received micafungin at 150 mg/day. Fourteen of the 17 Candida
strains that caused BC during micafungin therapy were stored and analyzed (Table 3).
The causative Candida strains identified by sequencing were Candida parapsilosis (7
strains), C. glabrata (2 strains), C. guilliermondii (2 strains), C. albicans (1 strain), C. krusei
(1 strain), and C. fermentati (1 strain). The sites of infection of these strains were CVCs
(7 cases) and unknown (7 cases). The MICs of micafungin for 14 strains ranged from
0.015 to 4 pg/ml. C. fermentati has no established breakpoint, and no epidemiological
cutoff value (ECV) for C. fermentati has been established for micafungin. Among the 13
strains for which an ECV was established, 10 strains were wild type for susceptibility to
micafungin (Table 3). Two strains of C. glabrata were not susceptible to micafungin. The
rest of the causative Candida strains for which a breakpoint was established (85%,
11/13) were susceptible to micafungin in vitro.

(ii) Breakthrough candidemia during liposomal amphotericin B therapy. All five
recipients who developed BC during liposomal amphotericin B therapy received lipo-
somal amphotericin B at doses ranging from 2 to 3 mg/kg of body weight per day. A
catheter tip culture was performed for three of the four recipients. Only one of the three
recipients had catheter-related candidemia. All five causative Candida strains were
stored and analyzed (Table 3). The causative Candida strains identified by sequencing
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TABLE 1 Clinical characteristics of each of the two groups in the allo-HSCT cohort?

Result for the following cases:

Characteristic Total (n = 768) Cases with BC (n = 26) Cases without BC (n = 742) P value
Median (range) age (yr) 55 (16-74) 53 (22-69) 55 (16-74) 0.41
No. (%) male patients/no. (%) female patients 488/280 18 (69)/8 (31) 470 (63)/272 (37) 0.68
No. (%) of patients with the following diagnosis:
AML 406 15 (58) 391 (53) 0.69
MDS 64 1(3.8) 63 (8.5) 0.72
CML 24 1(3.8) 23(31) 0.57
ALL 101 4(15) 97 (13) 0.77
HL 14 0 14 (19) 1
NHL 84 3(12) 81(11) 0.76
ATLL 18 0 18 (2.4) 1
SAA 15 1(3.8) 14(1.9) 0.41
MM 5 0 5(0.7) 1
Others 37 1(3.8) 36 (4.9) 1
No. (%) of patients with underlying diabetes mellitus 68 2(7.7) 66 (8.9) 1
No. (%) of patients with the following disease risk:
Standard risk 101 2(7.7) 99 (13) 0.56
High risk 667 24 (92) 643 (87)
No. (%) of patients with the following conditioning:
RIC 258 9(35) 249 (34) 1
MAC 510 17 (65) 493 (66)

No. (%) of patients treated with the following agent(s)
for GVHD prophylaxis:

TAC 187 9 (35) 178 (24) 0.24
TAC + MMF 385 14 (54) 371 (50) 0.84
TAC + sMTX 125 1(3.8) 124 (17) 0.1
CsA + sMTX 56 2(7.7) 54 (7.3) 0.71
Others 15 0 15(2) 1
No. (%) of patients with the following transplant type:
CBT 549 21(81) 528(71) 0.38
rPBSCT 76 1(3.8) 75(10) 0.5
uBMT 143 4(15) 139 (19) 0.8
No. (%) of patients with the following HLA disparity:
Matched 178 4(15) 174 (23) 0.48
Mismatched 590 22 (85) 568 (77)
No. (%) of patients with pretransplant status of LSNP 276 15 (58) 261 (35) 0.023

until day 0 of =5 days

No. (%) of patients treated with the following
antifungal agent at day 0:

MCFG 444 16 (62) 428 (52) 0.84
VRC 164 4(15) 160 (22) 0.63
ITC 82 3(12) 79(11) 0.75
LAMB 73 3(12) 70(9.4) 0.73
Others 5 0 5(0.7) 1

9allo-HSCT, allogeneic hematopoietic stem cell transplantation; BC, breakthrough candidemia; AML, acute myeloid leukemia; MDS, myelodysplastic syndrome; CML,
chronic myelogenous leukemia; ALL, acute lymphoblastic leukemia; HL, Hodgkin lymphoma; NHL, non-Hodgkin lymphoma; ATLL, adult T cell leukemia/lymphoma;
SAA, severe aplastic anemia; MM, multiple myeloma; RIC, reduced-intensity conditioning; MAC, myeloablative conditioning; GVHD, graft-versus-host disease; TAC,
tacrolimus; MMF, mycophenolate mofetil; SMTX, short-term methotrexate; CsA, cyclosporine; CBT, cord blood transplantation; rPBSCT, related peripheral blood stem
cell transplantation; uBMT, unrelated bone marrow transplantation; LSNP, longer severe neutropenic phase until day 0, defined as severe neutropenic duration until
day 0 (the first day of transplantation) of =5 days; MCFG, micafungin; VRC, voriconazole; ITC, itraconazole; LAMB, liposomal amphotericin B.

were C. glabrata (2 strains), C. guilliermondii (1 strain), C. parapsilosis (1 strain), and C.
fermentati (1 strain). The sites of infection with these five strains were a CVC (1 strain)
and unknown (4 strains). The MICs of amphotericin B for the five Candida strains ranged
from 0.5 to 2 ug/ml. No ECV for C. fermentati has been established for amphotericin B.
The rest of the 4 strains had wild-type susceptibility to amphotericin B.
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TABLE 2 Clinical presentation and characteristics of the 26 recipients with BC@

Characteristic Result

Median (range) body temp (°C) 38.2 (36.7-40.2)
Median (range) time to BC onset following allo-HSCT (days) 33 (2-242)
Median (range) duration of prior antifungal exposure® (days) 33 (4-137)

No. (%) of patients with the following characteristics<:
Antifungal agents used when BC developed?

Micafungin 17
Liposomal amphotericin B 5
Itraconazole 2
Voriconazole 2
BC onset within 100 days following allo-HSCT 22(85)
BC onset before engraftment (neutrophil count, <500/ul) 8(31)
Septic shock at BC onset 5(19)
Systemic steroid (PSL at =20 mg/day) administration 17 (65)
aGVHD of grade 2 or greater at BC onset 11(42)
Catheter-related candidemia 9/22 (41)
Endophthalmitis 3/15 (20)
BDG concn of <11 pg/ml (cutoff) 11(42)
Death within 30 days after BC onset 10 (38)

aBC, breakthrough candidemia; allo-HSCT, allogeneic hematopoietic stem cell transplantation; PSL,
prednisone; aGVHD; acute graft-versus-host disease.

bThe duration of prior antifungal exposure is the duration of antifungal agent administration when
breakthrough candidemia developed.

Data are for the 26 patients with BC.

9The distribution of the antifungal agents used when BC developed was different from that of the antifungal
agents used at day 0 (Table 1) because for some patients the clinicians changed the antifungal agents that
were used during transplantation.

(iii) Breakthrough candidemia during azole therapy. Among the four recipients
who developed BC during azole therapy, two received oral itraconazole (200 mg/day)
and the other two received oral voriconazole (200 mg/day or 400 mg/day). Three of the
four causative Candida strains were stored and analyzed (Table 3). The causative
Candida strains identified by sequencing were C. albicans (1 strain), C. parapsilosis (1
strain), and C. tropicalis (1 strain). The sites of infection with these strains were a CVC (1
strain), the intra-abdominal region (1 strain), and unknown (1 strain). The MIC of
itraconazole for one strain that caused BC during itraconazole treatment was 0.25
ng/ml. Thus, the strain had wild-type susceptibility to itraconazole. The two strains that
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FIG 1 Cumulative incidence of breakthrough candidemia.
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TABLE 3 Microbiological characteristics of BC?

Pathogen CcvC
Treatment when BC Patient identified by Presence of  Steroid Presence  culture
occurred no. Pathogen Vitek system Dose neutropenia administration of a CVC  result Focus
Micafungin 1 C. glabrata C. glabrata 150 mg/day + - + Negative ~ Unknown
2 C. glabrata C. glabrata 150 mg/day - + + Negative ~ Unknown
3 C. guilliermondii  C. guilliermondii 150 mg/day - — + Positive CRBSI
4 C. guilliermondii  C. guilliermondii 150 mg/day + + + Negative ~ Unknown
5 C. parapsilosis C. parapsilosis 150 mg/day — + + Positive CRBSI
6 C. parapsilosis C. parapsilosis 150 mg/day - - + Positive CRBSI
7 C. parapsilosis C. parapsilosis 150 mg/day - + + Positive CRBSI
8 C. parapsilosis C. parapsilosis 150 mg/day — + + Negative ~ Unknown
9 C. parapsilosis C. parapsilosis 150 mg/day - + + Positive CRBSI
10 C. parapsilosis C. parapsilosis 150 mg/day - + + Positive CRBSI
1 C. parapsilosis C. parapsilosis 150 mg/day + + + Negative ~ Unknown
12 C. albicans C. parapsilosis 150 mg/day - + + Positive CRBSI
13 C. krusei Candida species 150 mg/day - - + Negative ~ Unknown
14 C. fermentati Candida species 150 mg/day + - + Negative ~ Unknown
Liposomal amphotericin B 15 C. glabrata C. glabrata 2.5 mg/kg/day - + + NA Unknown
16 C. glabrata C. glabrata 2.5 mg/kg/day + - + Negative ~ Unknown
17 C. guilliermondii  C. guilliermondii 3 mg/kg/day - + + Negative ~ Unknown
18 C. parapsilosis C. parapsilosis 2.5 mg/kg/day - + + Positive CRBSI
19 C. fermentati Candida species 2 mg/kg/day + - - NA Unknown
Itraconazole 20 C. parapsilosis Candida species 200 mg/day (oral) — + + Positive CRBSI
Voriconazole 21 C. albicans C. albicans 400 mg/day (oral) — + + Negative  Peritonitis
22 C. tropicalis C. tropicalis 200 mg/day (oral) + - + Negative ~ Unknown

aBC, breakthrough candidemia; CVC, central venous catheter; NA, not available; CRBSI, catheter-related bloodstream infection; eECV, evaluation by determining the
epidemiological cutoff value; S, susceptible; I, intermediate; R, resistant; No BP, no breakpoint was available; WT, wild type; nWT, non-wild type; MCFG, micafungin;
AMB, amphotericin B; LAMB, liposomal amphotericin B; FLC, fluconazole; ITC, itraconazole; VRC, voriconazole; PSC, posaconazole; Pathogen, the Candida species
identified by sequencing; Neutropenia, absolute neutrophil count of <500 cells/ul; Steroid, oral or intravenous prednisone at =20 mg/day; Focus, the site of the
infection caused by the Candida strain; Evaluation, results of drug susceptibility for the agent that was administered when breakthrough candidemia developed in
reference to the established breakpoints; Therapeutic agent, the therapeutic agent used after the appearance of BC; Outcome, patient status 30 days after the onset
of breakthrough candidemia. The result of peripheral vein catheter tip culture for recipient 19 was negative. Therapeutic drug monitoring for itraconazole was not
performed at the Toranomon Hospital during the study period. The trough levels of voriconazole for recipients 21 and 22 were 4.2 mg/liter and 1.2 mg/liter,
respectively. The dose of voriconazole for recipient 22 was decreased from 300 mg/day to 200 mg/day 1 month before the patient received allo-HSCT because the
trough level was 4.8 mg/liter at that time. Antifungal susceptibility testing for posaconazole was not performed for strains that were isolated between December
2012 and December 2014.

caused BC during voriconazole administration were resistant and non-wild type for
susceptibility to voriconazole in vitro.

Analysis of risk factors for breakthrough candidemia that developed within
100 days following allo-HSCT. The results from the Cox model are shown in Table 4.
Systemic steroid administration and the LSNP were identified to be risk factors for
BC among allo-HSCT recipients in the univariate analysis (P = 0.01 and P = 0.01,
respectively) and in the multivariate analysis (P = 0.016 and P = 0.015, respec-
tively). In contrast, micafungin administration at day 0 was not a risk factor when
the administration of micafungin was compared to the administration of the other
antifungal agents. Additionally, engraftment within the 30 days following allo-HSCT
did not decrease the risk significantly.

DISCUSSION

Almost all transplant recipients received antifungal agents at more than the mini-
mum dose recommended for prophylaxis according to current treatment guidelines
(11, 12). The incidence of BC in our study was predicted to be higher than that among
allo-HSCT recipients found in previous studies (14, 15). The reason for this difference
was probably a local factor at the Toranomon Hospital. In fact, there was considerable
variability in the incidence of BC across the institutions (range for the various sites, 0.9%
to 13.2%), although the overall incidence of invasive fungal infections was 3.4% in a
nationwide multicenter prospective study in the United States (16).

In our study, the major antifungal agent that was administered when BC developed
was micafungin. However, micafungin treatment was not a risk factor for BC (Table 4).
In the present study, all 17 recipients who developed BC during micafungin adminis-
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TABLE 3 (Continued)

Antimicrobial Agents and Chemotherapy

MIC (png/ml) of MIC (pg/ml)

treatment drug Therapeutic

when BC occurred Evaluation eECV MCFG AMB FLC ITC VRC PSC agent Outcome
0.12 | nWT 1 64 2 1 2 LAMB Alive

4 R nWT 2 16 4 1 2 LAMB Deceased
0.25 S WT 0.5 4 1 0.25 0.5 VRC Alive

0.5 S WT 0.5 16 1 0.5 0.5 LAMB Deceased
0.5 S WT 1 0.5 0.12 0.015 0.25 VRC Deceased
0.5 S WT 1 0.25 0.03 0.015 0.03 LAMB Alive
0.25-0.5 S WT 1 1 0.25 0.03 NA VRC Deceased
1 S WT 1 0.5 0.12-0.25 0.015-0.03 NA LAMB Alive

0.5 S WT 1 0.25-0.5 0.06 0.015-0.03 NA LAMB Alive

0.5 S WT 1 0.25-0.5 0.06 0.15 NA LAMB Deceased
0.5 S WT 0.5 0.5-1 0.06-0.12 0.015-0.03 NA LAMB Alive
0.015 S WT 1 >64 >8 >8 >8 VRC Alive
0.25 S nWT 2 16-32 0.5 0.25-0.5 NA LAMB Alive

1 No BP No ECV 1 0.5 0.25 0.03 0.12 LAMB Alive

2 No BP WT 0.03 8 2 0.25 2 No change Deceased
2 No BP WT 0.015 2 1 0.12 1 MCFG Alive

0.5 No BP WT 0.25 >64 >8 >8 2 VRC Deceased
1 No BP WT 1 0.5 0.25 0.03 0.12 No change Deceased
0.5 No BP No ECV 0.12 2 0.25-0.5 0.06-0.12 NA VRC Deceased
0.25 No BP WT 2 1 8 0.12 0.25 LAMB Alive

>8 R nWT 2 1 >64 >8 >8 LAMB Deceased
>8 R nWT 0.03 2 >64 8 8 LAMB Alive

tration received 150 mg/day micafungin. In general, in current treatment guidelines, a
lower dose of micafungin (50 mg/day) has been approved for use for prophylactic
administration (11, 12). This is probably why there are only a few studies on the
development of BC when a sufficient dose of micafungin (=100 mg/day) is provided (9,
17). Among the 13 strains that caused BC during micafungin treatment and for which
a breakpoint was established and antifungal susceptibility testing was performed, 11
strains were susceptible to micafungin in vitro (85%). A previous study evaluated the
development of BC in patients treated with sufficient doses of micafungin according to
the previous CLSI breakpoint (17). According to the drug susceptibility results of that
study, 2 of the 13 strains causing BC during treatment with 100 mg/day of micafungin
(15%) were found to be susceptible by use of the current CLSI M27-S4 breakpoint (17,
18). In this context, BC could develop in allo-HSCT recipients who were administered a
sufficient dose of micafungin, even though the causative Candida species were sus-
ceptible to micafungin in vitro according to the current CLSI guideline (18). In a recent
study from Greece that described BC, BC could develop in antifungal agent-treated
allo-HSCT recipients, even though the causative Candida species was susceptible to that
agent in vitro (7). The study found that the MICs of the antifungal agents, with the
exception of the MIC of echinocandin, were not predictive of the development of BC
because most cases of BC developed while the patients were receiving liposomal
amphotericin B or an azole (7). Similar results were obtained in our study (Table 3). To
our knowledge, this is the first study to show that the current breakpoint for micafungin
established by CLSI does not predict the development of BC in patients receiving 150
mg/day of micafungin in the allo-HSCT setting. Additionally, 75% of the causative
strains (15/20 strains for which an ECV was established) in our study were wild type for
susceptibility to the administered antifungal agents when BC occurred (Table 3). This
result indicated that the mechanisms of resistance to the antifungal agents were not
often associated with the cause of BC, because the wild type was considered a Candida
strain that had no mutational or acquired mechanism of resistance (19). Accordingly,
the causes of BC are probably host based and/or pathogen based.

In a previous report, host-based factors were often considered more important than
susceptibility test results in determining the clinical outcome of fungal infections (20).
Even the Candida strains which were susceptible to the therapeutic antifungal agents
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TABLE 4 Analysis of risk factors for BCe

95% confidence
Analysis type and risk factor Hazard ratio interval P value

Univariate analysis
Pretransplant factors

Male sex 1.63 0.64-4.17 0.31
Age = 60 yr 0.91 0.37-2.24 0.84
Diagnosis
Myeloid malignancy 1.73 0.40-7.41 0.46
Nonmyeloid malignancy 1 (reference)
Underlying diabetes mellitus 1.08 0.25-4.64 0.91
Disease risk
High risk 1.7 0.40-7.41 0.46
Standard risk 1 (reference)
Transplant type
CBT 2.01 0.68-5.93 0.21
Non-CBT 1 (reference)
Pretransplant status (until day 0)
LSNP (=5 days) 297 1.27-6.96 0.01
Longer AMA exposure (=30 days) 1.9 0.82-4.39 0.13
Longer AFA exposure (=60 days) 1.4 0.57-3.44 0.46
PH-allo-HSCT 1.63 0.64-4.16 0.31
RIC 1.27 0.53-3.03 0.59
Antimicrobial regimen at day 0
Quinolone based 0.49 0.20-1.17 0.11
APBL based 1 (reference)
Antifungal regimen at day 0
Micafungin 1.44 0.59-3.5 0.42
Other antifungal agents 1 (reference)
Time-dependent factors
Systemic steroid administration 3.83 1.31-11.1 0.01
Engraftment within 30 days 0.54 0.16-1.84 0.32
aGVHD of grade 2 or greater 0.99 0.35-2.79 0.99
aGVHD of less than grade 2 1 (reference)
Diarrhea 1.87 0.68-5.12 0.22
Episode of antimicrobial agent change 1.91 0.35-10.5 0.46
Episode of antifungal agent change 0.93 0.35-2.51 0.89
Multivariate analysis
Systemic steroid administration 3.65 1.27-10.5 0.016
LSNP (=5 days) 2.87 1.23-6.73 0.015
Longer AMA exposure (=30days) 1.41 0.59-3.37 0.44
Quinolone based 0.73 0.29-1.84 0.5

aCBT, cord blood transplantation; AMA, antimicrobial agent; AFA, antifungal agent; PH-allo-HSCT, history of
allogeneic hematopoietic stem cell transplantation; RIC, reduced-intensity conditioning; APBL,
antipseudomonal beta-lactam; aGVHD, acute graft-versus-host disease. Myeloid malignancy consists of acute
myeloid leukemia, myelodysplastic syndrome, myelodysplastic syndrome with overt acute myeloid leukemia,
and chronic myelogenous leukemia. The longer severe neutropenic phase until day 0 (LSNP) was defined as
a severe neutropenic duration until day 0 (the first day of transplantation) of =5 days. Longer antimicrobial
agent exposure means that the recipient received any antimicrobial agent continuously for =30 days until
day 0 (the first day of transplantation). Longer antifungal agent exposure means that the recipient received
any antifungal agent continuously for =60 days until day 0 (the first day of transplantation). Recipients with
a history of allogeneic hematopoietic stem cell transplantation had received allogeneic hematopoietic stem
cell transplantation 2 or more times. Diarrhea was defined as an increase in the number of stools to =7
stools per day over the baseline number during allo-HSCT. An episode of antimicrobial agent change means
that the antimicrobial regimen that was administered at day 0 was changed to another antimicrobial
regimen after the start of allo-HSCT; e.g., a quinolone-based regimen at day 0 was changed to an
antipseudomonal beta-lactam-based regimen, an antipseudomonal beta-lactam-based regimen (e.g., a
cefepime-based regimen) at day 0 was changed to another antipseudomonal beta-lactam-based regimen
(e.g., @ meropenem-based regimen), an anti-methicillin-resistant Staphylococcus aureus agent was added to
the regimen, and/or amikacin was added to the regimen. An episode of an antifungal agent change means
that the antifungal regimen that was administered at day 0 was changed to another antifungal regimen
after the start of allo-HSCT.

did not always respond to those agents (20). Also, in the present study, host-based
factors might have been a stronger cause of BC than pathogen-based factors, according
to the susceptibility results and evaluation of the ECV. In the multivariate analysis
performed in the present study, systemic steroid administration and the LSNP were
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identified to be independent risk factors for BC. The following risk factors for BC have
been reported in previous studies: severe neutropenia, use of corticosteroids, the
presence of a CVC, and resistance to antifungal agents (6-10). However, in those studies
they were identified to be risk factors on the basis of a comparison of cases with BC to
cases without BC (de novo candidemia) (6-10). To our knowledge, no studies identified
risk factors for BC by comparing cases with BC to cases without BC in a cohort in which
all cases had received antifungal agents. Therefore, this is the first study to show that
systemic steroid administration and the LSNP are significant independent risk factors
for BC in an allo-HSCT cohort in which all the recipients had received antifungal
prophylaxis. Thus, the two risk factors should probably be included in the host-based
factors that are associated with BC, at least among allo-HSCT recipients. The therapeutic
outcome of candidemia worsens according to host-based factors, such as steroid
administration and neutropenia (3, 21), because these factors could inhibit the immune
function of the host. Also, the efficacy of antifungal prophylaxis was probably reduced
by systemic steroid administration and the LSNP due to similar mechanisms. That was
probably why the two factors were identified to be the risk factors for BC, even though
the Candida species causing BC were susceptible to the antifungal agents in vitro.

Our study had some limitations. First, it was a single-center retrospective study.
A prospective multicenter study should be performed to identify the causes of and
exact risk factors for BC. Second, testing of susceptibility to antifungal agents and
sequencing-based identification could not be performed with all 26 Candida strains
because 4 of the 26 strains were lost. Third, it was difficult to determine if the point
mutations in FKST and/or FKS2 were associated with the cause of BC during micafungin
administration, although the reduced susceptibility of Candida to echinocandins has
been associated with point mutations in these genes (22). In our study, the causative
Candida species were not examined for these point mutations. The ECVs were used
instead of performing the examination that could detect the mutations in our study.
Fourth, other host-based factors that could have been associated with BC were not
identified in our study. Although systemic steroid administration was identified to be a
risk factor, multiple factors could have been responsible for the deteriorated status of the
patients, such as acute graft-versus-host disease (aGVHD), a preengraftment immune
reaction, or idiopathic pneumonia syndrome, and might have been the true risk factors for
BC. A systemic steroid is commonly administered to treat patients with these factors in
allo-HSCT settings. Fifth, one suitable variable that reflected the intensity and duration
of neutropenia between the pretransplant phase and the posttransplant phase could
not be chosen. Thus, the LSNP and neutrophil engraftment were chosen as substitute
variables that reflect them during the pretransplant phase and the posttransplant
phase, respectively (Table 4). Especially, the LSNP was probably associated with BC that
occurred during the early phase of allo-HSCT, because the LSNP was identified to be a
risk factor for preengraftment BC (n = 8) that occurred before neutrophil engraftment
was achieved (hazard ratio, 3.55; 95% confidence interval, 1.67 to 110.1; P = 0.015).
Sixth, CVCs could not be included in the risk factor analysis because the exact times of
CVC removal were lacking.

In summary, BC could develop in allo-HSCT recipients even when they received a
sufficient dose of antifungal agents, including micafungin, to which the causative
Candida species were susceptible and/or had wild-type susceptibility in vitro. Host-
based factors, such as systemic steroid administration and the LSNP, were associated
with the cause of BC among allo-HSCT recipients.

MATERIALS AND METHODS

A retrospective analysis of BC among allo-HSCT recipients (age, =16 years) was conducted between
December 2008 and December 2014 at Toranomon Hospital (890 beds; Tokyo, Japan). The medical and
microbiological records of the recipients evaluated during the study period were reviewed. CVCs were
inserted into all recipients before the start of conditioning therapy. All recipients received antifungal
prophylaxis from at least day —7 (7 days before allo-HSCT) up to day 100 (100 days after allo-HSCT), and
some recipients received antifungal prophylaxis for a longer duration. Data on the antifungal prophylaxis
used before allo-HSCT were limited. During transplantation, routine anti-infective prophylaxis was also
provided by the use of broad-spectrum antibiotics (oral fluoroquinolone prophylaxis or intravenous
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antipseudomonal beta-lactam prophylaxis) and acyclovir. Prophylaxis for Pneumocystis jirovecii pneumo-
nia was provided by the administration of trimethoprim-sulfamethoxazole from day —7 to day —1 and
after the engraftment. Recipients were screened weekly for cytomegalovirus (CMV), and antiviral therapy
(ganciclovir or foscarnet) was started on the detection of CMV antigenemia. This study was approved by
the Institutional Review Board (IRB) of Toranomon Hospital.

Definitions. Candidemia was defined as the isolation of any Candida species from =1 sets of cultures
of blood from a patient who had signs and symptoms of infections. BC was defined as candidemia in
patients receiving systemic antifungal agents for =3 days before the first positive blood culture (7). A
second episode of candidemia observed in the same patient within 4 weeks of the first episode was
considered the same episode (23, 24). Neutropenia and severe neutropenia were defined as absolute
neutrophil counts (ANCs) of =500 cells/ul and =100 cells/ul, respectively. Neutrophil engraftment was
defined as the first three consecutive days with an ANC of =500 cells/ul. A longer severe neutropenic
phase (LSNP) (ANC, =100 cells/ul) until day 0 means that the severe neutropenic duration until day 0 (the
first day of transplantation) was =5 days. Systemic steroid administration was defined as at least a single
dose of an oral or intravenous steroid, which included prednisone at =20 mg/day during allo-HSCT.
Steroid doses were converted from hydrocortisone to prednisone equivalents and from methylpred-
nisolone to prednisone equivalents using the following conversion: 4 mg of hydrocortisone was equal to
1 mg of prednisone, and 0.80 mg of methylprednisolone was equal to 1 mg of prednisone (25). Diarrhea
was defined as an increase in the number of stools to =7 stools per day over the baseline number during
allo-HSCT. Septic shock was defined as the persistence of sepsis-induced hypotension despite adequate
fluid resuscitation or a requirement for vasopressor agents (26). Catheter-related candidemia was
diagnosed when there was no other apparent source of infection and the Candida strain was isolated
from both peripheral blood and a catheter tip culture. The duration of antifungal exposure was defined
as the duration over which recipients with BC received the antifungal agents that were administered
when BC developed. Conditioning regimens were classified on the basis of a report by the Center for
International Blood and Marrow Transplant Research (27). For disease status, all hematological disorders
were defined as either standard risk or high risk (28). Acute graft-versus-host diseases (aGVHD) was
defined and graded by the use of standard criteria (29).

Identifications. Blood culture samples were processed using Bactec 9240 (between December 2008
and December 2014) and Bactec FX (between June 2010 and December 2014) systems (Becton,
Dickinson and Company, Sparks, MD, USA). All breakthrough Candida isolates were recovered on
Sabouraud dextrose agar (Nippon Becton Dickinson Company, Ltd., Japan) at 35°C and were identified
to the species level by using a Vitek or Vitek 2 system (bioMérieux, Marcy I'Etoile, France) for all germ
tube-negative Candida yeasts in the Toranomon Hospital. The internal transcribed spacer (ITS) region and
D1/D2 region of the rRNA gene of the isolates were sequenced to provide further support (30, 31).
Sequencing of the stored Candida strains was performed at the National Institute of Infectious Diseases.

Antifungal agent prophylaxis and treatment strategy. Clinicians could choose any of the anti-
fungal agents, including itraconazole (oral solution), voriconazole, liposomal amphotericin B, or mica-
fungin, for prophylaxis. Although 50 mg/day micafungin is recommended for use for prophylaxis in HSCT
settings (11, 12, 32), 150 mg/day was used as an antimold prophylaxis for some patients in our allo-HSCT
setting as part of a clinical trial that was approved by the IRB. Additionally, clinicians could change the
antifungal agents empirically when they included fungal infections in the differential diagnosis.

Antifungal susceptibility. The in vitro susceptibilities of the stored Candida strains obtained from the
blood samples to six antifungal agents (fluconazole, itraconazole, voriconazole, posaconazole, amphotericin
B, and micafungin) were determined by the broth microdilution method with a commercial frozen plate
for antifungal susceptibility testing (Eiken Chemical Co., Ltd.) that complied with Clinical Laboratory and
Standards Institute (CLSI) guideline M27-A3 (33), following the manufacturer’s instructions, and MIC
values were interpreted according to the criteria in CLSI guideline M27-5S4 (18) and the epidemiological
cutoff value (ECV) (19). C. parapsilosis ATCC 22019 and C. krusei ATCC 6258 were used as quality control
isolates.

Serum BDG. The Wako turbidimetric assay (Wako Pure Chemical Industries, Tokyo, Japan) was used
to measure the serum (1,3)-beta-p-glucan (BDG) concentration (34) using the cutoff values for positivity
recommended in the manufacturer’s instructions, i.e., the conventional cutoff value (11 pg/ml) (35). The
sensitivity for detecting candidemia by the Wako turbidimetric assay with the cutoff value was compa-
rable to the sensitivity reported in previous meta-analyses (23, 36). Serum BDG concentrations were
routinely measured for all the recipients once a week, on every Wednesday.

Statistical analysis. Categorical variables were compared by Fisher’s exact test. The Mann-Whitney
U test was performed to test the equality of continuous variables. The 30-day mortality rates were
estimated by using Kaplan-Meier analysis. The incidence of BC was estimated on the basis of cumulative
incidence curves by using Gray's test. Competing events were relapse of hematological diseases and
death from causes not related to the BC. Univariate Cox regression models were used for pretransplant
variables and time-dependent variables (systemic steroid administration, engraftment within 30 days,
aGVHD, diarrhea, an episode of a change of an antimicrobial agent, and an episode of a change of an
antifungal agent) in order to identify significant risk factors for BC that led to its development within 100
days following allo-HSCT; we planned to provide antifungal prophylaxis from the day before allo-HSCT
up to day 100 or more to all the recipients. Variables with P values of <0.20 were included in the
multivariate analysis. The same methods were used in a previous study (37). Significance was set at an
« value of 0.05. All statistical analyses were performed with EZR (Saitama Medical Center, Jichi Medical
University), which is a graphical user interface for R (The R Foundation for Statistical Computing) (38).
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