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Fig. 10. Valicdation of the equation to convert [GMAD]pcrs data to international
units. A, Comparison of [GMAbJpcrs data before and after conversion to
international units with data determined directly with the MCRS. The
converted PCRS-based data described above was plotted against the
MCRS-based data and evaluated by finear regression analysis. The correlation
coefficient was 0,984, See text for further details. B, Bland and Altman analysis.
The data shown in panel A were used to evaluate the error for the comparison
between [GMAD]pcrs converted to international units and [GMADb]ycrs by
Bland and Altman analysis as described in the Materials and methods section.

epitope differences: the PCRS has polyclonal epitopes distrib-
uted throughout the entire GM-CSF molecule while the MCRS
targets a single epitope. In the GMAD ELISA, a lower optical
absorbance indicates reduced secondary (detection) antibody
binding, which could be caused by either 1) reduced binding of
GMAb to capture antigen or 2) reducea binding of the
detection antibody to captured GMAb (i.e., fewer ‘targets for
detection or reduced efficiency of target detection). Assuming
that GMAD capture has reached equilibrium, theoreticaily,
reduced binding of PCRS in the GMAb ELISA (compared to
MCRS) could be explained by ‘epitope hiding’, perhaps of
less-avid GMAD species, or by reduced access to GM-CSF
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Fig. 11. Normal and abnormal ranges for GMAb concentration expressed in
units of the PCRS, MCRS, and international units. Serum GMAD concentration
in 56 autoimmune PAP patients and 38 healthy peeple was measured using
the GMAD ELISA with the PCRS and converted into international units using
the equation parameters determined by the analysis shown in Fig. 9C and
was also simultaneously measured with the MCRS on the same plate. Box
plots show the median (line) and IQR (box top and botfom), and 5th, 95 ]
(circles) for patients with autoimmune 56 PAP patients (aPAP), and 38
healthy people (HP).

adjacent to bulkier complexes of polyvalent PCRS. Neither of
these mechanisms seems likely since capture antigen is in
molar excess of GMAD, Alternatively, since the binding ratio
can be as high as 7.8 molecules of GMAD per GM-CSF molecule
for the PCRS and only one for MCRS, reduced binding of the
detection antibody could be explained by increased steric
hinderance for the polyvalent PCRS-antigen complexes than
for monovalent MCRS-antigen complexes. While we believe
the latter is most likely, these mechanisms are not mutually
exclusive and additional studies would be needed to elucidate
the mechanism.

The availability of a high-quality, monoclonal GMAb
reference standard (e.g., MCRS) should facilitate research on
autoimmune PAP, which is challenged by low prevalence like
many rare diseases. Specifically, the use of a common inter-
national unit of measure for GMAD concentration based on the
MCRS would improve comparability of test results from
different laboratories. To this end, efforts are underway to
establish the GMAD ELISA in multiple reference laboratories in
Japan, Europe, Asia, and the United States. The MCRS and a
common set of serum specimens will be used to calibrate
serum GMAD test results between laboratories. Conceivably,
these reagents could also allow GMAD data obtained by other
methods, e.g., serial dilution GMAD titer data (Bonfield et al,,
2002}, to be expressed in a common unit of measure. Finally,
the availability of a validated method for converting data
obtained with other GMAD reference standards to internation-
al units may facilitate meta-analysis of published data from
small cases series, which are common in rare diseases.
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CYFRA 21-1 as a disease severity marker for autoimmune
pulmonary alveolar proteinosis
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ABSTRACT

Background and objective: Serum markers, includ-
ing Krebs von den Lungen (KL-8), surfactant protein
{8P)-D, SP-A and carcinoembryonic antigen (CEA), are
reported to reflect autoimmune pulmonary alveolar
proteinosis (APAP) disease severity. We evaluated
serum CYFRAZ21-1 levels as a marker of APAP.
Methods: In addition to KL-6, SP-I) and CEA, we pro-
spectively measured serum CYFRA 21-1 levels in 48
patients with APAP, consecutively diagnosed between
2002 and 2010. Diagnostic usefulness of CYFRA 21-1
was determined from 68 patients with interstitial lung
diseases by receiver operalor characteristic curve
analysis. We evaluated the association between these
serum markers and other disease severity markers,
including pulmonary function parameters, alveolar-
arterial oxygen gradient, British Medical Research
Council score reflecting shortness of breath, and
disease severity score. CYFRA 21-1 localization in the
lung was examined by immunohistochemistry.
Results: Receiver operator characteristic curve dem-
onstrated that CYFRA 21-1 effectively identified APAP.
Serum CYFRA 21-1 levels at diagnosis were signifi-
cantly associated with the measured disease severity
parameters, Following whole lung lavage (1 = 10) and
granulocyte-macrophage colony-stimulating factor
(GM-CSF) inhalation (n = 20), serum CYFRA 21-1 levels
were significantly decreased. Responders (n=11) to
GM-CSFinhalation revealed significantly higher serum
CYFRA 21-1 Jevels than non-responders (n = 9), Serum
CYPRA 21-1 appeared to be a significant predictor of
effectiveness of GM-CSF based on regression analysis.
Immunohistochemistry showed that CYFRA 21-1 was
localized on hyperplastic alveolar type 1I cells and
lipoproteinaceous substances in alveoli.

Conclusions: Serum CYFRA 21-1 is a sensitive and
useful serum marker for diagnosis and evaluation of
disease severity of APAP, and may predict the response
to GM-CSF inhalation.
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SUMMARY AT A GLANCE

Seriun CYFRA 21-1 is useful for the diagnosis of
autoimmune pulmonary alveolar proteinosis
(APADP) by receiver operating characteristic curve
analysis and significantly correlated with other
disease severity markers of APAP. Serum CYFRA
21-1 might be a predictor of responsiveness to
GM-CSF inhalation therapy in APAP.

Key words: alveolar epithelial hyperplasia, granulocyte-
macrophage colony-stimulating factor, inhalation therapy, rare
lung disease, whole lung lavage.

Abbreviations: APAP, autoimmune pulmonary alveoclar
proteinosis;  CEA,  carcinoembryonic  antigen;  GM-CSF,
granulocyte-macrophage coleny-stimulating factor; KL-8, Krebs
von den Lungen; PaO,, partial pressure of oxygen; SP, surfactant
protein; WLL, whole lung lavage.

INTRODUCTION

Pulmonary alveolar proteinosis is characterized by
the accumulation of phospholipids and surfactant
protein (SP) in alveolar spaces.! Impaired alveolar
macrophage function underlies the pathogenesis of
idiopathic pulmonary alveolar proteinosis, which
is caused by a deficiency of the granulocyte-
macrophage colony-stimulating factor (GM-CSF)
in the presence of anti-GM-CSF autoantibodies.®
Hence, in recent years, idiopathic pulmonary alveolar
proteinosis has been referred to as autoinumune pul-
monary alveolar proteinosis (APAP) when anti-GM-
CSF autoantibodies are detected in the blood.” The
levels of SP-A® SP-BS SP-D carcinoembryonic
antigen (CEA)” Krebs von den Lungen (KL-6)° and
lactate dehydrogenase' are elevated in the sera of
idiopathic pulmonary alveolar proteinosis patients.
Previously, Seymour and Presneill showed that SP-A
and lactate dehydrogenase levels correlated with
idiopathic pulmonary alveolar proteinosis disease
severity.'* Moreover, the levels of CEA" and KL-6" in

Respirology (2014} 19, 246-252
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idiopathic pulmonary alveolar proteinosis have been
shown to decrease following whole lung lavage
{WLL).® We demonstrated for the first time that
serum KL-6, $P-A, SP-D, CEA and lactate dehydro-
genase levels are elevated and are significantly corre-
lated with disease severity in patients with APAR?

Cytokeratins are the main protein components of
the cell eytoskeleton and belong to the family of inter-
mediate filaments. Cytokeratin 19 is a low-molecular
welght (40 kD) protein and is expressed in simple epi-
thelia, including bronchial epithelial cells.* A frag-
ment of cytokeratin 19, called CYFRA 21-1, can be
measured in serum and has been evaluated as a
useful tumour marker for non-small cell lung
cancer.! Moreover, it is also known to be elevated in
various types of non-malignant lung disorders,* such
as bacterial pneumonia, tuberculosis, bronchiectasis
and interstitial pneumonia, particulatly acute inter-
stitial pneumonia.”® In addition, increased serum
CYFRA 21-1 levels and its decrease after WLL have
been reported in pulmonary alveolar proteinosis
patients.”” We have previously reported in a pulmo-
nary alveolar proteinosis patient that high levels of
serum CYFRA 21-1 declined following successful
GM-CSF inhalation therapy, accompanied by an
improvement in arterial blood gas levels and the dif-
fusing capacity of carbon monoxide (DLco)."” Thus,
serum CYFRA 21-1 levels may be related to pulmo-
nary alveolar proteinosis severity.

To assess the value of serum CYFRA 21-1 as a
biomarker of APAP reflecting disease severity, we
measured serum CYFRA 21-1 levels in APAP patients,
and examined the relationship between serum
CYFRA 21-1 levels and disease severity using respira-
tory function tests and arterial blood gas analysis.
This is the most comprehensive and largest study to
assess the role of serum CYFRA 21-1 as biomarker of
APAR

METHODS

Subjects

Forty-eight consecutive patients diagnosed with
APAP at the Kinki-Chuo Chest Medical Center
between 2002 and 2010 were enrolled in the study.
The diagnosis of APAP was confirmed based on
transbronchial lung biopsy, bronchoalveolar lavage,
radiological findings and the presence of anti-GM-
CSF autoantibody (Table 1). Serum levels of anti-GM-
CSF autoantibody were measured at diagnosis by
enzyme-linked immunosorbent assay as previously
reported with minor modification,*” and its cut-off
level to diagnose APAP was 0.5 ug/ml.

Sernuun CYFRA 21-1 levels of APAP were compared
with that of 68 patients with interstidal lung diseases
diagnosed at the Kinki-Chuo Chest Medical Center,
including idiopathic pulmonary fibrosis (1= 25),
non-specific interstitial pneumonia (n = 6), collagen
vascular disease associated interstitial pneumonia
(1 = 15), chronic hypersensitivity pneumonia (52 = 13)
and sarcoidosis (7 =9) (Table S1 in the online sup-
porting information).

© 2013 The Authors
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Table 1 Patient characteristics at the time of diagnosis
of APAP

Mean + SE or
number of cases

Number of patients 48
Age (years) 52.9+1.8
Gender (M/F) 3117
Smoking history (NS/ES/CS) 17/20/11
Dust exposure (Yes/No) 18/29
MRC {0/1/2/3/4) 9/18/18/3/0
DSS MMV 4/20/8/9/6
PaQ, (Torr) 8655240
AaDO; (Torr) 1363+ 2.1
VC, %predicted 875429
Dlco, %predicted 54.9+29
CYFRA 21-1 {ng/iml) 9.03% 1.64
KL-6 (U/ml) 7320 + 1224
SP-D {(ng/mL} 224 £ 24
CEA {ng/mb} 10.0%1.3
Anti-GM-CSF 4852 4.7

autoantibody {ng/mL)

Normal serum ranges were CYFRA 21-1 (2.8 ng/mL), KIL-6
(<500 Uiml), SP-D {«<110ng/ml) and CEA (<B.0 ng/mL). The
serum CYFRA 21-1 levels of 8 cases out of the total 48 cases were
within the normal range. The 8 cases were mild or moderate
diseases categorized in DSS 1, 2 and 3, and complaint of mild
dyspnoea (MRC 0 and 1).

AaDO,, alveolar-arterial oxygen gradient; APAP, autoimmune
pulmonary alveolar proteinosis; CEA, carcincembryonic antigen;
CS, current smoker; DlLeo, diffusing capacity of carbon monox-
ide; DSS, disease severity score; ES, ex-smoker; GM-CSF,
granulocyte-macrophage colony-stimulating factor; KL-6, Krebs
von den Lungen-8; MRC, British Medical Research Council score
for shortness of breath upon exertion; NS, non-smoker; PaO.,
partial pressure of oxygen; SP-D, surfactant protein-D; VC, vital
capasity.

WLL was performed in 10 patients, and inhaled
GM-CSF was administered to 20 patients (Table S3
in the online supporting information). A positive
response to the therapy was defined as improvement
of alveolar-arterial oxygen gradient {AaDO.) by 10
Torr.

Comprehensive informed consents for measure-
ments of serum biomarkers and comparison with
clinical measures were obtained from all subjects.
Additional informed consents were obtained on
GM-CSF inhalation therapy. The review board of
Kinki-Chuo Chest Medical Center approved this pro-
spective study (Approval Number 73, 99).

Procedure of WLL

WLL was performed as previously described by
Ramirez,” with slight modifications. The patient was
in supine position, and a left-sided double-lumen
tube was placed, after which one-lung ventilation
with an inspiratory oxygen fraction of 1.0 was per-
formed. Saline, warmed to body temperature, was
delivered by gravity, and the lavage fluid was also
drained by gravity after chest-wall percussion. Lavage

Respirology (2014) 18, 246-252
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was completed when the appearance of the lavage
fluid turned from milky to clear, and the total saline
delivered usually reached 15-20 L for a single lung.
WLL for the other side was performed about 2 weeks
after the first WLL. Response to WLL was evaluated 1
month after the first WLL.

GM-CSF inhalation

Twenty patients were treated with GM-CSF inhala-
tion. Three protocols for GM-CSF inhalation were
employed in 15 patients, as described by Tazawa
et al” One patient from our first pilot study™ was
treated with a daily inhalation of 250 ug of GM-CSF
every second weelk for 24 weeks starting on the first
week. Two patients from our second pilot study
received 125 pg of GM-CSF inhalation daily during
the first 6 weeks, and an additional 125 pg of GM-CSF
inhalation daily during the second 6 weeks if the
change in AaDO, was 210 Torr, or an additional 250 ug
of GM-CSF inhalation daily during the second 6
weeks if the change in AaDO, was <10 Toir. Twelve
patients were from a phase I trial.” The remaining
five APAP patients were treated with 50 ug of GM-CSF
inhalation twice ou days 1-8 and no GM-CSF inhala-
tion on days 9-14 for 12 weeks, and 50 pg once on
days 1-4 and no GM-CSF inhalation on days 5-14 for
the next 12 weeks.

Evaluation of disease severity

Disease severity of the patients were evaluated at the
time of diagnosis, and before and after WLL or
GM-CSE inhalation using the following parameters:
AaDO., partial pressure of axygen (Pa0,), percentage
of predicted DLco (%DLco), percentage of predicted
vital capacity, the British Medical Research Council
score for shortness of breath upon exertion and the
disease severity score of APAP as defined by Inoue
et al” The severity was classified into five grades:
grade 1, Pa0: 2 70 Torr without respiratory symptoms;
grade 2, Pa0.270 Towr with respiratory symp-
toms; grade 3, 70 Torr » PaO, = 60 Torr; grade 4, 60
Torr > Pa0, 2 50 Torr; and grade 5, PaO, <50 Torr.
Arterial blood gas analyses were performed on
samples obtained with the patient breathing room air
at rest in the supine position for al least 15 min.

Measurement of CYFRA 21-1 and other

serum markers

Seruum CYFRA 21-1, KL-6, SP-D and CEA levels were
measured by commercial enzyme-linked immuno-
sorbent assay kits (CYFRA, Boehringer Mannheim,
Tokyo, Japan; KL-6, Eizai, Tokyo, Japan; SP-D, Kyowa
Medex, Tokyo, Japan; CEA, Abbott Japan, Tokyo,
Japan). These markers were measured at diagnosis,
and before and after therapy.

Immunochistochemistry

To detect the location of CYFRA 21-1 in the lung, we
performed immunohistochemistry using the modi-
fied method of Nakayama er al.” Immunohistoche-
mistry was performed by the avidin-biotin peroxidase
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complex method using the VECTASTAIN ABC mouse
IgG Kit (Vector Laboratories, Burlingame, CA, USA)
and a murine monoclonal anti-cytokeratin-19 anti-
body, Ks 19.1 (Progen, Biotechnik Gmbl, Heidelberg,
Germany), which is used for the measurement of
serum CYFRA 21-1, at the concentration of 5 pg/mL.
As anegative control, mouse IgG was used at the same
concen(ration.

Statistical analysis

Each parameter was presented as mean *+ SE, Corre-
lations between serum CYFRA 21-1 and parameters of
disease severity were evaluated by Spearman’s rank
correlation analysis, The differences in seruin CYFRA
21-1 levels before and alter GM-CSF inhalation or
after WLL were determined by the paired i-test.
Serum CYFRA 21-1 levels of GM-CSF responders and
non-responders were compared by the Student r-test,
Receiver operator characteristic curve analysis was
performed to evaluate serum markers as diagnostic
tests for APAR The correlation between the change in
serum CYFRA 21-1 and the change in AaDO. was
assessed using the Pearson correlation analysis. A
P-value of <0.05 was considered statistically signifi-
cant. All statistical caleulations were performed using
the TMP version 8.0.2 for Macintosh (SAS Institute
Inc., Cary, NC, USA).

RESULTS

Cut-off level of CYFRA 21-1 for diagnosis

of APAP

Serum CYFRA 21-1 levels were significantly elevated
in APAP (9.03 + 1.64 ng/ml) (Table 1) as compared
with interstitial lung diseases (2.96+0.22 ng/ml)
{Table S1). Cut-off level of serum CYFRA 21-1 to diag-
nose APAP was 3.80 ng/ml by receiver operator
characteristic analysis (Fig. 1). Area under receiver
operator characteristic curve of CYFRA 21-1 was
similar to that of KL-6 (Fig. 1, Table 82 in the online
supporting information).

Correlation between serum CYFRA 21-1

levels and other parameters reflecting

disease severity

Serum CYFRA 21-1 levels were significantly correlated
with British Medical Research Council score, disease
severity score, AaDO, and %DLco, but not with per-
centage of predicted vital capacity. Serum KL-6 and
SP-D were significantly correlated with all five param-
eters (Table 2).

Change in serum CYFRA 21-1 and AaDO; levels
1 month after WLL

In all 10 patients treated with WLL, serum CYFRA
levels significantly decreased 1 month after WLL
(Fig. 2a). AaDO: before WLL and 1 month after WLL
was evaluated in nine patients, except for one patient
whose disease was too severe o evaluate AaDO.
under room air conditions. The decrease in AaDO, in

© 2013 The Authors
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Figure 1 Receiver operator characteristic (ROC) curves showing
comparison of serum markers including KL-8, surfactant
protein-D {(SP-D}, carcinoembryonic antigen {(CEA} and CYFRA
21-1 as diagnostic test for autoimmune pulmonary alveolar
proteinosis {APAP). Levels of serum markers were measured in
68 patients with interstitial lung diseases (ILD), including idi-
opathic pulmonary fibrosis; 25 patients, non-specific interstitial
pneumonia; 6 patients, collagen vascular disease associated
interstitial pneumaonia; 15 patients, hypersensitivity pnesumonia;
13 patients and sarcoidosis; 9 patients, and 48 patients of APAP.
Area under ROC curve of CYFRA 21-1, KL-8, CEA and $P-D was
0.8171, 0.8518, 0.7508 and 0.4951, respectively. Cut-off level of
serum CYFRA 21-1 to diagnose APAP was 3.80 ng/mL. Details of
serum markers in ILD {Table $1} and results of ROC curve analy-
sis {Table $2) were described in the online supporting informa-
tion, —, CYFRA 21-1; -, KL-8; -~~~ SP-D; -~ -, CEA.

Table 2 Relationship {p) between serum markers and
disease severity markers in APAP patients

CYFRA 21-1 KL-8 SP-D CEA
MRC 0.6127% 0.6113* 0.5117%*  0.5809%
bBSs 0.6441* 0.6981* 0.5044% 0.5635*
Aab0; 0.7474% 0.7239% 0.6091% 0.5814*
%DLeo ~-0.6793% 0.7309*  -0.6878%  -0.43566***
%VC -0.2326 ~0.5087%% ~0.6222%  -0.2403

# P<0.0001; ** P« 0,001; *** P« 0.01.

The relationship between serum markers and disease severity
markers was evaluated by p using the Spearman rank correlation
analysis.

AaDQ,, alveolar-arterial oxygen gradient; APAP, autoimmune
pulmonary alveolar proteinosis; CEA, carcinoembryonic antigen;
Dleo, diffusing capacity of carbon monoxide; DSS, disease
severity score; KL-8, Krebs von den Lungen-6;, MRC, British
Medical Research Council score for shortness of breath upon
exertion; 8P-D, surfactant protein-D; VC, vital capacity.

nine patients following WLL (AAaDO,) was signifi-
cantly correlated with the decrease in CYFRA 21-1
after WLL (ACYFRA 21-1) (Fig. 2b; n=9, r=0.7621,
P=0.0170), but not with AKI-6 (n=9, r=0.4378,

© 2013 The Authors
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P =0.2386), ASP-D (n =9, r=0.4686, P = 0.2033) and
ACEA (n=9, r=0.8948, P = 0.2930),

Change in serum CYFRA 21-1 and AaDQ,
following GM-C8F inhalation therapy

In GM-CSF-effective cases (12=11), serum CYFRA
21-1 levels diminished significantly after GM-CSF
inhalation therapy (P = 0.002); however, in GM-CSF-
ineffective cases (7 = 9), serum CYFRA 21-1 levels did
not change significantly (Fig. 3). Although the charac-
teristics of responders were not different from that of
non-responders, except for age (Table $3), the serum
CYFRA 21-1 levels in responders were significantly
higher compared with non-responders before
GM-CSF inhalation therapy (Fig. 4). There was no sig-
nificant difference In serum KIL-8, SP-D and CEA
between responders and non-responders {Table §3).
Multivariate logistic regression analysis with a

~ stepwise method to predjct effectiveness of GM-CSF

inhalation revealed that serum CYFRA level (ng/mL)
is a significant predictive factor; however, other
factors, including the other serum markers, were
insignificant (Table 3, Table 54 in the online support-
ing information}.

Immunohistochemistry for

CYFRA 21-1 detection

Immunohistochemical analysis of the transbronchial
lung biopsy specimens obtained from one patient
was performed. CYFRA 21-1-positivity was detected
in the proteinacecus material in the alveolar spaces
and in the hyperplastic alveolar epithelial cells
(Fig. 5).

DISCUSSION

Receiver operator characteristic curve analysis
revealed that CYFRA 21-1 is a diagnostic marker of
APAP. CYFRA 21-1 is also a sensitive serum marker for
APAP reflecting disease severity that is comparable to

KIL-6 and CEA, two markers that we have previously

described.” In the present study, serum CYFRA 21-1
levels were significantly correlated with other disease
severity parameters. Serum CYFRA 21-1 levels signifi-
cantly decreased in APAP patients in whom AaDO,
improved following GM-CSF inhalation therapy and
WLL. Thus, we propose that CYFRA 21-1 is an impor-
tant serum marker for diagnosis and disease severity
of APAP No significant relationship of CYFRA 21-1
with percentage of predicted vital eapacity was found.
However, no significant correlation might be a natural
consequence of the percentage of predicted vital
capacity decreasing below normal levels only in
severe APAT, as previously reported.’

Elevation of serum markers in APAP patients is
associated with impaired metabolism through the
dysfunction of alveolar macrophages and through
augmented permeability of each marker observed in
interstitial lung diseases.®* Increased permeability is
necessary for KL-6, a large molecule with a melecular
weight of more than 1000 kD, to flow into the blood.

Respirology {2014) 18, 246-2562
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g, 25 lung lavage (WLL) (n=10} decreased
£ 40 significantly after the treatment (from
T2 5 12,53 £2.42 ng/mL to 5.90 % 1.36 ng/ml}
& = 30 4 {P=0.004%) {a). Alveclar-arterial oxygen
X os 8 gradient (AaD0,) was evaluated before
& % 20 and after the WLL in nine patients.
o 10 g Decrease in CYFRA 21-1 (ACYFRA 21-1)
g 10 significantly correlated with the decrease
& 5 in AabDO, (AAaDOy in nine patients 1
@ 0 month after WLL (P=0.0170), Statistical
0 Bafora One month 0 ; 1‘0 1‘5 20 analyses were performed by the paired
WLL after WLL ttest {a) and the Pearson correlation
ACYFRA 21-1 (ng/mlL) analysis {b).
(a) {b) B
18 16 £ Py
0 jary o -
E E 1 2 125 .
2 2 - L
- 12 - 12 o 10~ ®
§ 10 § 10 < N
& * g 75+ ®%e
o o w %
(5] O > 5 ®
== | 6 ¢ “
& & =
® A w4 2 25 ® ®
&
2 2 (0] ®
:>o 0
0 . .
Befora Alter Belore After Ineffective Effective

Figure 3 Measurement of serum CYFRA 21-1 levels {mean + SE)
before and after granulocyte-macrophage colony-stimulating
factor {GM-C8F) inhalation. in GM-CSF-ineffective cases (non-
responders, £ =9), there was no significant difference before
(5.13 2 0.82 ng/mb) and after the inhalation therapy (510 ¢
114 ng/mby {a), and in GM-CEF-effective cases {responders,
=11, the serum CYFRA 21-1 levels significantly decreased
from 8.29 + 1.04 ng/mbL to 3.74 + 0.71 ng/mL after the inhalation
therapy (P = 0.002) {(b). Statistical analysis was performed by the
paired t-test.

Inoue et al. reported that the increase in serum KL-6
level was due to increased permeability of the alveolar
wall to blood flow in berylliosis.” The permeability of
the alveolar-airway barrier might be modulated by
GM-CSE GM-CSF increases alveolar epithelial barrier
function in vitro® and suppresses the apoptosis of
alveolar epithelial cells.” Thus, it is possible that the
deficiency of GM-CSF caused by the presence of anti-
GM-CSF autoantibodies in APAP conversely leads to
the dysfunction of the alveolar epithelial barrier and
increased permeability.

Based on a previous report on non-malignant pul-
monary diseases, elevation of serum CYFRA 21-1 is
due to epithelial damage and its increased production
in the epithelium.” CYFRA 21-1 is expressed in
hyperplastic type I pneumocytes and metaplastic
cells in patients with idiopathic pulmonary fibrosis.'®
Although the pathopmsmlogy is unknown, alveolar
epithelial cell hyperplasia is sometimes observed in
the lung specimens of APAP patients.” In agreement
with this finding, we also pointed out the existence of

Respirology (2014) 18, 246-252

Figure 4 Serum CYFRA 21-1 levels hefore the in mlauon of
granulocyte-macrophage colony-stimulating factor (GM-CSF)
were significantly higher in GM-CSF-effective cases (respanders,
n= 11,829+ 1,04 ng/mlL) than those in GM-CSF-ineffective cases
{non-responders, =9, 5.13 £ 0.82 ng/mL), as demonstrated by
the Student ttest {(P=0.017). Three GM-CSF-effective cases
showed comparatively low levels of serum CYFRA 2141, although
alveolar-arterial oxygen gradient of three patients was more than
40 Torr. Serum levels of Krebs von den Lungen-6, surfactant
protein-D and carcinoembryonic antigen were also low in two
out of three patients {data not shown) {values were presented as
mean 1 SE).

alveolar epithelial cell hyperplasia in the present
study. Thus, increased production of CYFRA 21-1
from alveolar epithelial cells may be another reason
for the elevation of serum CYFRA 21-1 levels in APAP
patients.

Yoshimasu et al. calculated the half-life of CYFRA
21-1 to be 1.5h from the disappearance curve of
serum concentration after the resection of lung
cancer. The half-lives of SP-D and KL-6 are not
known; however, they are predicted to be longer than
that of CYFRA 21-1 when considering their higher
molecular weights. A short hall-life is an important
characteristic as a serum marker because levels of a
serum marker with a short half-life can change sim-
ultaneously with the change in disease activity. To
evaluate this point, the disappearance rate of each
serum marker 1 month after WLL was examined in the
present study; however, there was no significant dif-
ference between the markers (data not shown}. This is
because 1 month is teo long an interval to evaluate
the disappearance rate of each of the serum markers.

© 2013 The Authors
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Table 3 Multivariate logistic regression analysis to predict effectiveness of GM-CSF inhalation in APAP

85% Cl

Parameters Gdds ratio Pvalue

CYFRA 21-12 6.4 ng/mL 9.333 1.372-94.188 0.0213

Multivariate logistic regression analysis with a stepwise method to predict effectiveness of GM-CSF inhalation was performed, using
serum levels of CYFRA 21-1, carcinocembryonic antigen (CEA), Krebs von den Lungen-6 (KL-6}, surfactant protein-D (SP-D}, %vital
capaocity (VC), % diffusing capacity of carbon monoxide (Dlco), alveolar-arterial oxygen gradient (AaD0;), disease severity score {(DSS),
gender, age and British Medical Research Council score for shortness of breath upon exertion (MRC score}. Each parameter was

mL, %VC = 89%, %DLeo 2 47 5%, AaDO; 2 44 Torr, DES 2 4, MRC 2 3, age 2 53, Univariate analysis revealed that serum CYFRA 21-1 level
was only a significant factor to predict good response of GM-CSF inhalation to GM-CSF inhalation (Table $4 in the online support
information), Using stepwise method, serum CYFRA 21-1 level was also only a significant predictor for the response of GM-CSF
inhalation therapy and other serum factors were insignificant. )

APAP, autoimmune pulmonary alveolar proteinosis; Cl, confidence interval; GM-CSF, granulocyte-macrophage colony-stimulating

factor,

Figure 5 Immunohistochemical analysis of transbronchial lung
biopsy specimens obtained from one patient. CYFRA 21-1-
positivity was observed in lipoproteinacecus material in the
alvaclar spaces (arrowhead) and in the hyperplastic alveolar epi-
thelial cells {arrow),

Serum CYFRA 21-1 levels in responders to GM-CSF
inhalation were significantly higher compared with
non-responders. The same tendency has been
reported for serum KL-6;* however, there was no dif-
ference in the levels of the other serum markers
between responders and non-responders in our
examination. Serum CYFRA 21-1 was a significant
factor to predict effectiveness of GM-CSF inhalation
therapy by multivariate logistic regression analysis.
Hence, serum CYFRA might be a useful serum marker
to predict the effectiveness of GM-CSF inhalation.
However, studies of additional APAP patients treated
with GM-CSF inhalation are needed to make definite
conclusions, and response to GM-CSF itself needs to
be judged cautiously considering the possibility of
spontaneous regression of some cases of APAR?

It remains unresolved from our investigation which
is the best serum marker of APAP. KL-6 is a very good
marker, and is highly correlated with both symptoms
and pulmonary function tests. However, another
important ability requested for a good marker is to
predict treatment response and prognosis. We expect

© 2013 The Authors
Respirology © 2013 Asian Pacific Society of Respirology

that serum CYFRA 21-1 might be able to forecast
effectiveness of GM-CSF inhalation shown above and
disease severity changes, for example spontaneous
regression, due to its short half-life. Future studies are
needed to reach definite conclusions.

We conclude that serum CYFRA 21-1 is a sensitive
and useful serum marker for diagnosis and evaluation
of disease severity of APAP. CYFRA 21-1 levels might
predict the response to GM-CSF inhalation.
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Duration of Benefit in Patients With
Autoimmune Pulmonary Alveolar Proteinosis
After Inhaled Granulocyte-Macrophage
Colony-Stimulating Factor Therapy

Ryushi Tazawa, MD; Yoshikazu Inoue, MD; Toru Arai, MD; Toshinori Takada, MD;
Yasunori Kasahara, MD, FCCP; Masayuki Hojo, MD; Shinya Ohkouchi, MD;
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Konosuke Morimoto, MD; Yasuyuki Nasuhara, MD, FCCP; Masahito Ebina, MD;
Masanori Akira, MD; Toshio Ichiwata, MD; Koichiro Tatsumi, MD, FCCP;
Etsuro Yamaguchi, MD; and Koh Nakata, MD

Background: Treatment of autoimmune pulmonary alveolar proteinosis (aPAP) by subcutaneous
injection or inhaled therapy of granulocyte-macrophage colony-stimulating factor (GM-CSF) has
been demonstrated to be safe and efficacious in several reports. However, some reports of subcu-
taneous injection described transient benefit in most instances. The durability of response to
inhaled GM-CSF therapy is not well characterized.
Methods: To elucidate the risk factors for recurrence of aPAP after GM-CSF inhalation, 33 patients
were followed up, monitoring for the use of any additional PAP therapies and disease severity
score every 6 months. Physiologic, serologic, and radiologic features of the patients were analyzed
for the findings of 30-month observation after the end of inhalation therapy.
Results: During the observation, 23 patients remained free from additional treatments, and
twelve patients required additional treatments. There were no significant differences in age, sex,
symptoms, oxygenation indexes, or anti-GM-CSF antibody levels at the beginning of treatment
between the two groups. Baseline vital capacity (% predicted, %VC) were higher among those
who required additional treatment (P <.01). Those patients not requiring additional treatment
maintained the improved disease severity score initially achieved. A significant difference in the
time to additional treatment between the high %VC group (%VC = 80.5) and the low %VC group
was seen by a Kaplan-Meier analysis and a log-rank test (P <.0005).
Conclusions: These results demonstrate that inbaled GM-CSF therapy sustained remission of
aPAP in more than one-half of cases, and baseline %VC might be a prognostic factor for disease
recurrence.
Trial registry: ISRCTN Register and JMACCT Clinical Trial Registry; No.: ISRCTN18931678 and
JMAIIA00013; URL: http:/fwww.isrctn.org and http://www.jmacct.med.or.jp

CHEST 2014; 145(4):729-737

Abbreviations: A-aDO, = alveolar-arterial oxygen difference; Ab = antibody; aPAP = autoimmune pulmonary alveolar
proteinosis; AT = additional treatment; BALF = BAL fluid; CEA = carcinoembryonic antigen; DLco = diffusing capacity of
the lung for carbon monoxide; IDSS = disease severity score; FR = free from additional treatment; GM-CSF = granulocyte-
macrophage colony-stimulating factor; IQR = interquartile range; KL-6 = Krebs von den Lungen-6; LDH = lactate
dehydrogenase; PAP = pulmonary alveolar proteinosis; ROC = receiver operating characteristics curve: SP = surfactant
protein; VC = vital capacity; WLL = whole-lung lavage

Autoxmmune pulmonary alveolar proteinosis (aPAP)
is a rare lung disease characterized by the accumu-
lation of smfadant protein (SP), which causes progres-
sive respiratory insufficiency.’® The pathogenesis has

journal.publications.chestnet.org

been attributed to the excessive production of a neutral-
izing autoantibody against granulocyte-macrophage
colony-stimulating factm (GM-CSF) that impairs GM-
CSF-dependent surfactant clearance mediated by

CHEST/145/4/APRIL 2014 729

Downloaded From: http://journal.publications.chestnet.org/ by a Niigata University User on 05/20/2015



alveolar macrophages.** On pulmonary function test-
ing, the most common pattern seen is that of a restric-
tive defect, with a disproportionate reduction in diffusing
capacity of the lung for carbon monoside (Drco) rela-
tive to a modest impairment of vital capacity (VC).2 The
disease is usually treated by whole-lung lavage (WLL),
which remains the standard therapy to date.

The first patient successfully treated with subcuta-
neously administered GM-CSE was reported in 1996.9
In an international multicenter phase 2 trial study,
14 patients were treated with GM-CSF by subcuta-
neous injection in @sca]ating doses over a 3-month
period, with an overall response rate of 43%.191 A
subsequent single-center study of 21 patients with
aPAP treated with GM-CSI by subcutaneous admin-
istration in escalating doses for 6 to 12 months reported
an overall response rate of 48%.12 Several single cases
of subcutaneous GM-CSF therapy have reported simi-
lar outcomes.' " However, local reaction at sites of
injection and other minor toxicities occurred in 85% of
patients receiving subcutaneous GM-CSF?
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GM-CST inhalation is a promising alternative ther-
apy for aPAP that has been demonstrated to lead to
functional, biologic, and radiologic improvement. 515
Our national, multicenter phase 2 study revealed that
the therapy reduced alveolar-arterial oxygen differ-
ence (A-aDO,) by 12.3 mm Hg in 35 patients who
completed the therapy, resulting in 24 responders.
No treatment-related side effects were noted. Of
importance, our previous phase 2 study showed that
there was no significant difference in serologic, physi-
ologic, and CT scan testing, except for seram Krebs von
den Lungen-6 (KL-6) levels, between the responders
and the nonresponders.’

There is limited information regarding the duration
of benefit after various treatments of aPAP. In the lit-
erature analysis of 55 cases with a therapeutic response
to WLIL, the median duration of clinical benefit from
lavage was 15 months.? A phase 2 study of subeu-
taneous GM-CSF administration demonstrated that
45% of patients required WLL during follow-up
observation of 39 % 17.3 months.'> In a retrospective
analysis of inhaled GM-CSF therapy (250 pg bid),
five of 12 patients manifest progressive disease dur-
ing observation.'” As the disease progresses very slowly
and can fluctuate in some cases, it is necessary to eval-
uate the prognosis by monitoring prospectively at
the same time points after the treatment and by dis-
ease severity score as well as the need for additional
treatment. The aim of this study was to define the
duration of benefit among patients who underwent
GM-CSFE inhalation therapy.

MATERIALS AND METHODS

Patients and Protocols

The present study prospectively observed patients who partic-
ipated in a multicenter phase 2 trial (35 patients, registered as
ISRCTN18931678 and JMAIIA00013) of GM-CSF inhalalion
therapy described previously. In brief, patients who had lung
biopsy or eytologic findings diagnostic for pulmonary alveolar
proteinosis (PAP), including elevated serum anti-GM-CSF anti-
body (Ab) levels and no improvement during a 12-week observa-
tion period, entered the treatment phase. Recombinant human
GM-CSF dissolved in 2 mL of sterile saline was inhaled using an
LC-PLUS nebulizer (PARI International). The treatment consisted
of high-dose GM-CSF administration (125 g bid on days 1-8.
none on days 9-14; sargramostim) for six repetitions of 2-week
cycles, then low-dose administration (125 g once daily on days 1-4,
none on days 5-14) for six repetitions of 2-week cycles (for a total
dose of 15 mg). The clinical information including physiologic,
serologic. and radiologic features obtained' was comnpared with the
results of the following 30-month observation.

Patients were regularly evaluated by their physicians at the
network hospitals after the GM-CSF inhalation therapy. The wors-
ening dyspnea was evaluated with pulse oximetry, arterial blood gas
analysis, or both in outpatient settings. Disease severity in patients
was evaluated using PAP disease severity score (DSS) described
previously.’ Patients underwent additional treatments based on
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either of the following criteria: (1} DSS is 3 or 4 and symptoms are
worsening or (2) DSS 5, as shown in Figure 1. The consortium
office of Niigata University contacted the network hospitals every
6 months with a questionnaire regarding additional treatment and
disease severity score of the patient. The follow-up clinical informa-
tion obtained at each network hospital was entered into a data~
base to be compared with the results of the baseline clinical
evaluation of each patient. The data were collected from nine
clinical research centers in Japan (Hokkaido University, Tohoku
University, Chiba University, Kitasato University, Niigata Uni-
versity, Aichi Medical University, National Hospital Organization
Kinki-Chuo Chest Medical Center, National Hospital Organi-
zation Yamaguchi-Ube Medical Center, and Nagasaki University
Institute of Tropical Medicine).

The study was approved by institutional review board of Niigata
University {approval No. NH17-006) and the institutional review
boards at all participating centers. Informed consent was obtained
from all control subjects. The clinical information obtained by the
clinical studies was entered into a database to be compared with
the results of the 30-month observation. The study was designed
and monitored for data quality and safety by a steering committee
composed of the principal investigator at each participating site.
The steering committee held a conference twice a year, where the
findings of the observation were monitored.

BAL Procedures and GM-CSF Autoantibodies

The steering comumittee edited a standard operational procedure
for BAL, which was followed by all participating institutes and
described previously.12 The concentration of GM-CSF auto-

t Multicenter Phase Il Study l

l Baseline evaluation l

v

125 pg/day (d1-4) + no drug (d5-14)

4

> Sargramostim {Total dose 15 mg )
§ 6 cycles {12 weeks)

% 250 pg/day (d1-8) + no drug (d9-14}

+

;:\*- 6 cycles (12 weeks)

o

el

~

i 35 patients completed ’

uopeAIasqo Juaunessi-isod muou,:~ogl

n=17) § § {n=6) = (n=4}
Observation Additional treatment
1 {FRgroup) (AT group)

Ficurg 1. Profile of the study cobiort. AT = additional treatment;
DSS = disease severity score; FR = free from additional treatment,
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antibodies in BAL fluid (BALF) or in serum were measured using
a sandwiclt enzyme-linked immunosorbent assay as described
previously. s

Statistical Analysis

Numerical results are presented as the mean = SE or the median
and interquartile range (IQR). The X2 test was used to evaluate
proportions for variables between high and low responders. The
paired ¢ test was used for comparisons between normally distrib-
uted data and the treatment periods. Comparisons of nonpara-
metric data were made using the Wilcoxon signed-rank test. For
group comparisons, unpaired ¢ tests and Wilcoxon rank-sum tests
were used. All P values were reported as two-sided. Analysis was
performed using JMP software, version 8.0.2 (SAS Institute Inc).

REsuLTs

Patient Characteristics and Requirements for
Additional Treatments as an Indicator of Recurrence

Demographic data of patients are shown in Table 1.
During the 30 months of observation after the end
of GM-CSF inhalation, the need for treatments was
monitored as an indicator of disease recurrence in
each patient. Twenty-three patients were free from
additional treatments during 30 months of observation
and were designated as FR (free from additional treat-
ment). Twelve patients who required additional treat-
ments, including six patients with recurrence described
in our previous study,$ were designated as AT (addi-
tional treatment). Of those, two patients maintained
most severe disease (DSS 5) even after the GM-CSF
treatment and underwent subsequent WLL. One
patient who had dyspnea, cough, and sputum produc-
tion did not respond to the GM-CSF treatment and
underwent subsequent WLL. One patient with cough
and dyspnea showed worsening in Pao, and cough and
had WLL 12 months after the GM-CSF mhcﬂatmn
The other eight patients with dyspnea showed wors-
ening in Paoz/oxygen saturation by pulse oximetry
(two patients worsened to DSS 5) and underwent addi-
tional therapy (e-Fig 1); five underwent additional
GM-CSF inhalation treatments, two had WLIL,, and
one patient, a nonresponder, declined WLL and under-
went acetyleysteine inhalation, showing much improve-
ment in hypoxia. Median time to: adchtlonad treatment
of the 12 patients was 50.5 wecks, with a range of 8.5
to 117.5 weeks. There was no significant difference in
age, sex, symptoms, smoking status, history of dust expo-
sure, arterial blood gas analysis, numbers of responders
to GM-CSF inhalation, history of previous lung lavage,
and anti-GM-CSF-Ab titer between the FR and AT
groups (Table 1). There was no significant difference
in disease markers, including baseline levels of Pao,,
A-aDO,, %VC, %DLrco, CT scan scores, lactate dehy-
drogenase (LDH), and KL-6 between the patients who
underwent WLL (n =6, AT-WLL gloup) and those
treated with GM-CSF inhalation (n =35, AT-GM group)
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Table 1—Baseline Clinical Characteristics of Patients Free From Additional Treatment and Those Who Required
Additional Treatment After CGM-CSF Inhalation

FR (n=23) AT (n=12)
f i 1

Characteristic No. % Median (IQR) or Mean=SE  No. % Median (IQR) or Mean = SE P Value
Age,y 3 52.5 (48-61) 12 52,5 (41.75-58) 33
Sex S4b

Female 9 39 6 50

Male 14 61 6 50
Responders 17 74 .. 7 58 . 35
Duration of symptoms, mo 23 20 {11-61) 12 18 (7.75-72) N
Symptoms .

Dyspnea 22 96 12 100 36v

Cough 10 43 7 58 G50

Sputum 8 35 4 33 e
Smoking status 390

Current smoker 8 35 2 17

Ex-smoker 5 22 2 17

Never smoked ’ 10 43 8 67
Dust exposure 22 e 11 o 21

Yes 5 36 3 18

No 14 64 8 82
Arterial blood gas analysis

Paco,, Torr 23 38,0207 12 39.0+0.9 404

Pao,, Torre 23 60.6:+2.1 12 56.3 £ 3.0 954

A-aDO,, Torr 23 435+924 12 46,233 S
Disease severity score 23 . 3 (3-4) 12 L 3.5 (3-5) 58
GM-CSF autoantibody, pg/mL 23 22.8 (8.5-33.2) 12 23.1(16.9-34.2) 94n
Previous lung lavage (=6 mo 29k

prior to study)
Yes 5 22 5 42
No 18 78 7 58

Thirty-five patients completed both the high-dose and low-dose period of GM-CSF inhalation therapy. A-aDO, = alveolar-arterial oxygen difference;
AT = additional treatment; FR = free from additional treatment; GM-CSF = = granulocyte-macrophage colony ‘stmmlahng factor: IQR = interquartile

range (range from the 23%11 to the 7'
sCalenlated using the Wilcoxon rank sum test,

*Calenlated using the x* test.

*Measured with patient in a supine position and br@athing room air.
Calculated using Student 1 test.

“Caleulated using the following equation: A-aDO, = (PB — PH,0) X F10, ~

5th percentiles of the distiibution).

Paco/R + {Paco, X F10, X (1 — R)/R} — Pao,, where PB = barometric

pressure measured by local observatories; PH20 = partial pressure of water vapor in inspired air (assumed to be 47 mm Hg); F10, = fractional
concentration of oxygen in dry gas (assumed to be 0.21); and R = respiratory quotient {assumed to be 0.8).

(e-Table 1). However, changes in A-aDO, during the
GM-CSF treatment were significantly lnghm in the
AT-GM group,

Association of Clinical Parameters With Requirement
for Additional Treatment

There was no significant difference in baseline find-
ings in terms of Pao,, Paco,, FEV,, and DLCO between
AT and FR groups. Both %VC (% predicted value) and
%¥VC were higher in the FR group (P<<.01) (Fig 24,
Table 2, e-Fig 2). There was no correlation between
bdsehue %VC and age (P=97), sex (P = 41), baseline
Pao, (P=18), or baseline %D1Lco (P=34). There was
no significant difference in high-resolution CT scan
scores and serum markers, mdudmg LDH, KL-6, carci-
noembryonic antigen (CEA), SP-A, and SP-D (Table 2).

732

As for differential blood cell counts, no significant dif-
ference was observed between FR and AT groups,
except for numbers of basophils and platelets. The cell
density of macrophages in BALF was lower in the
IR group than those in the AT group (P <.05), whereas
lymphocytes were lower in the AT group as compared
with the FR group.

Next, clinical parameters at the end of treatment
were evaluated. The %D1Lco was lower in the AT group
than that in the FR group, and serum markers (eg,
LD, KL-6, CEA, SP-D, SP-A) and CT scan scores
were higher in the AT group than those in the FR group
at the end of treatment (P << ,05). However, there was
no significant difference in A-aDO,, blood cell counts,
and cell differentials in BALF (Table 3). The patients
free from additional treatment maintained the improved
disease severity score initially achieved (e-Fig 3).
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FIGURE 2. The association between VC (% predicted, %VC)
and addli1on‘11 treatments during the 30-mo ogsenﬂtmn period
(#%P < .01). A, Baseline levels of %\’C in FR and AT patient groups.
B, RG(,EYVGI operating curve of %VC. C, Kaplan-Meier plot show-
ing patients of the high %VC group { (%VC=80.5) and those of the
low %VC group {%VC <80.5), AUC = area under the receiver
operating curve; VC = vital capacity. See Figure 1 legend for
expansion of other abbreviations.

journal.publications.chestnet.org

Predictive Value of VC for Prognosis After
GM-CSF Inhalation

Because only %VC and %FVC differed between
FR and AT groups among treatment-related pretreat-
ment factors, the predictive value of parameters for
recurrence after GM-CSF inhalation was evaluated
using receiver operating characteristics curve (ROC)
analysis and Kaplan-Meier analysis of time to addi-
tional treatment.

For ROC analysis, the area under the ROC curve was
calculated nonparametrically, as proposed by Hanley
and McNeil 22 An additional therapy was defined as a
positive indicator for disease recurrence. When the
cutoff level of 80.5% was set for %VC, the baseline
%VC predicted the additional therapy with a sensi-
tivity of 92% and a specificity of 74% (Fig 2B).

For Kaplan-Meier analysis of time to additional
treatment, we divided the patients into two groups,
namely the high %VC group (%VC = 80.5) and the
low %VC group (%VC <80.5). A significant difference
in the time to additional treatment between the two
groups was seen when the whole period of follow-up
was compared (P =.0001) (Fig 2C). In the univar-
iate Cox proportional analysis of baseline markers,
%VC < 80.5% (hazard ratio, 18.42; 95% CI, 3.55-337.68;
P <.0001) was associated with additional treatment,
whereas no correlations were found between addi-
tional treatment and age, sex, baseline Pao,, changes
in A-aDO,, and baseline levels of LDH, KL-6, SP-A,
CEA, and anti-GM-CSF-Ab.

Subgroup Analysis: To test whether VC is an inde-
pendent predictive factor for the time to additional
therapy, we did subgroup analyses because of the small
number of the AT patients. The patients were divided
into two groups of an upper one-half and a lower one-
half regarding age; sex; baseline Pao,; change in A-aDO,;
baseline levels of LDH, KL-6, SP-A, CEA: and anti-
GM-CSF-Ab. In these subgroups, a significant differ-
ence in the time to additional treatment between the
high %VC group (%VC=80.5) and the low %VC group
(%VC < 80.5) was still evident, suggesting that VC
might be an independent factor predicting the time
to additional therapy (e-Fig 4).

Time Course of Autoantibody Levels: In our pre-
vious reports, serum levels of anti-GM-CSF-Ab levels
did not change during treatment.! To study longitu-
dinal changes of serum levels of anti-GM-CSF-Ab
after the inhaled GM-CSF therapy, serum samples
were collected for anti-GM-CSF-Ab testing as an
optional evaluation after the 30-month observation
period. The serum levels were unchanged during the
observation period except for three cases (e-Fig 5). In
two cases, the serum levels increased by > 100 pg/mlL,
and one case required an additional treatment, whereas
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Table 2—Baseline Pulmonary Function, Radiologic Appearance, Serum Biomarkers, Hematologic Indexes, and BALF
Cell Findings in Patients With PAP in FR and AT Groups Before GM-CSF Inhalation Treatment

FR AT
Measure No. Mean = SE or Median (IQR} No. Mean = SE or Median (IQR) P Value
Pualmonary function
VC, % pl’edicteﬂ 23 85.9+27 12 716238 0045
FVC, % predicted 23 853£28 12 TL4E39 00642
FEV/EVC 23 571220 12 549227 Bla
Drco, % predicted 23 57.0%34 10 46.0%5.1 082
HRCT scan scores®
Upper lung region 23 3(2-5) 12 4.5 (2-5) 12
Middle lung region 23 4 (3-5) 11 4 (3-5) 38
Lower lung region 23 4 {3.5) 12 5 (4-5) 36
Serum biomarkers of PAP
LDH, TU/L 23 287+ 19 12 325+ 26 260
CEA, ng/mL 23 62*1.0 12 80+14 30
K1.-6, U/L 23 10,038 * 1,531 12 9434+ 2120 Bl»
SP-A, ng/mlL 23 127215 12 153+20 29
SP-D, ng/mL 23 227 + 25 12 290 4 34 RES
Hematologic indexes
WBC count, cells/plL. 23 5,608 267 12 6,358 £ 370 Al
Nentrophils, cells/p.L 22 3,428 £ 200 p 3596271 .62
Monocytes, cells/p L 22 344+ 21 396 28 15
Lymphocytes, cells/pL, 22 1,730+ 147 2 2,122+ 198 120
Eosinophils, cells/pL. 29 107+ 28 12 199+ 38 058
Basophils, cells/ L 22 183443 12 45.3+58.9 0008+
Hemoglobin, g/dL 23 15403 12 14.4+04 058
Platelets, X 107 cells/pl, 23 224+ 9.1 11 271413 0046+
BALF cell classification, %
Alveolar macrophages 17 63 3.6 5 38267 .00361
Neutrophils 17 52+ 1.5 5 108+2.7 082
Eosinophils 17 0.84 £0.32 5 0,40 = 0.60 52w
Lymphocytes 17 312438 5 504+7.1 027

BALF = BAL fluid:; CEA = carcinoembryonic antigen; Droo = diffusing capacity of the lung for carbon monoxide; HRCT = high-resolution CT;
KL-6=Krebs von den Lungen-6; LDH = lactate dehydrogenase: PAP = pulmonary alveolar proteinosis: SP = surfactant protein; VC = vital capacity. See

Table I legend for expansion of other abbreviations.
sCaleulated using Student £ test.

“Described previously,'s left lung.

Calculated using the Wileoxon rank sur test,

the others did not. In the third case, the serum levels
decreased to 0.47 pg/mL, and additional treatments
were not required.

Discussion

In the present study we have prospectively ana-
lyzed, for the time to our knowledge, the require-
ments of additional therapy and disease severity scores
in 35 patients who completed GM-CSF inhalation
therapy. The results demonstrate that 23 patients were
free from administration of additional treatment dur-
ing the 30-month observation period, indicating the
enduring nature of the therapy. VC could be a useful
predictive parameter for the recurrence of disease
after GM-CSF therapy. This study contributes to the
promotion of GM-CSF inhalation for initial therapy
of aPAP.

734

WLL remains the standard of care today. A retro-
spective analysis of 231 cases found clinically signifi-
cant improvement in Pao,, FEV,, VC, and Drco and
reported that the median duration of clinical benefit
from lavage was 15 months.2In a report of 21 patients
with PAP who underwent WLL in an experienced
center, > 70% of patients remained free from recur-
rent PAP during 7-year observation.® In our study,
the median time to application of additional therapy
was 30 months after GM-CSF therapy, suggesting
the effects of GM-CSF inhalation may be comparable
to those of WLL. Notably, the difference in changes
in A-aDO, during the GM-CSF treatment between
the AT- \VLL group patients and the AT-GM group
patients suggests that nomesponders to the first GM-
CSF treatment might be likely to undergo WLL when
disease recurred.

In a single-center, phase 2 study for subcutaneous
administration of GM-CSF for PAP, Venkateshiah et a2
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Table 3—Pulmonary Function, Radiologic Appearance, Serum Biomarkers, Hematologic Indexes, and BALF Cell
Findings in Patients With PAP in FR and AT Groups at the End of GM-CSF Inhalation Treatment and Before the
30-Mo Observation

FR AT
T 1 T 1
Measure No. Mean * SE or Median (IQR) No. Mean * SE or Median (IQR) P Value
Pulmonary function
VC, % pz*edicted 23 0934 +3.0 T42+42 0007+
FVC, % predicted 23 80,5 +3.3 722%45 L0025+
FEV/FVC 23 85.6*16 84, 7+2.2 T3
DLco, % predicted 23 68.4+34 1 468+ 4.7 00060
HRCT scan scorest
Upper lung region 23 2 (2-3) 12 3.5 (2-4) .036¢
Middle lung region 23 3(2-3) 12 4(2.25-4.75) 023¢
Lower lung region 23 2 (2-3) 12 4 (2.25-5) 0039¢
Serum biomarkers of PAP
LDH, 1U/L 2 242+ 13 12 308+ 18 00642
CEA, ng/mL 23 2706 12 57408 00758
K1L-6, U/L 23 3,675 1735 12 6,565 1,017 028
SP-A, ng/mL 23 80= 12 12 13116 015+
SP-D, ng/mL 23 170t 34 12 304 =47 027s
Hematologic indexes
WBC count, cells/pL 23 5,213+ 306 12 5,797 £ 424 27
Neutrophils, cells/pL 22 2,961 + 205 12 3,026 =277 8
Monocytes, cells/wL 22 320+ 30 12 338 =41 T4
Lymphocytes, cells/wL 22 1,755 = 131 12 2,153 £ 177 080+
Eosinophils, cells/pL 22 145 = 40 12 233+ 55 20
Basophils, cells/wL 22 274%59 12 43784 A2
Hemoglobin, g/dL 23 148=13 12 144*14 520
Platelets, X 108 cells/pL 23 214 +9.0 12 235+ 12 A7
BALF cell classification, %
Alveolar macrophages 13 67141 5 58+ 6.7 28
Neutrophils 13 66222 3 74£35 86+
Eosinophils 13 0.90 =046 5 0822075 93¢
Lymphoeytes 13 25.6+48 5 33.2%77 41

See Table 1 and 2 legends for expansion of abbreviations:
sCaleulated using Student t test.

"Described previously,” left lung,

Caleulated using the Wilcoxon’s rank sum test.

reported that nine of 21 patients (43%) required WLL.
In a retrospective study of 12 patients who underwent
aerosolized GM-CSF therapy, Wylam et al'7 reported
that five of 11 responders had recurrence of disease.
In four of five patients, the mean time to relapse was
6.3 months and ranged from 5.5 to 12 months.’5 It is
notable that the dose of GM-CSF used in their study
was twice that used in our study, although the prognosis
of our cases was comparable to that of their study.
PAP is often described as a lung disorder with restric-
tive physiology. In the present study, 18 of 35 patients
were in the normal range (=80) in %FVC, whereas
the other 17 patients were mildly to moderately
restricted, which was comparable to previous studies.?*
Seymour et al® investigated 14 patients who under-
went subcutaneous GM-CSF administration and sug-
gested that higher VC before treatment was one
marker to define responsiveness to GM-CSF therapy.
In the present study, VC did not correlate with respon-
siveness to GM-CSF therapy, bul it showed signifi-

journal.publications.chestnet.org

cant association with the requirement for additional
treatment. Although limited by the small number of
cases, the subgroup analyses suggested that VC is
an independent factor from age, sex, baseline Pao,,
change in A-aDO,, and baseline levels of serum mark-
ers, including anti-GM-CSF-Ab. However, there is
a possibility that some clinical variables might be
intrinsically related to VC. The physicians” decision
for retreatment might be influenced by such clinical
markers. Notably, a recent study of a series of patients
with PAP followed in a reference center reported
that the need for lavage was significantly associated
with FV(C.%

Reduction of VC might be due to two different fac-
tors: accumulation of surfactant-derived materials in
the alveolar space and fibrotic changes of lung tissue.
In a study of a quantitative CT scan analysis of patients
with PAP who underwent WLL and showed im prove-
ments in %DLco and %FVC, Perez et al2” demon-
strated that there was a reduction in lung weight
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following lavage, which correlated with the dry weight
of the lavage effluent. The study demonstrated a shift
in the regional lung inflation toward more inflated
lung with a corresponding increase in the mean lung
inflation. Surfactant accumulation might be associated
with an elevated ventilation-perfusion mismatch and
disproportionately impaired Dr.co in patients with
aPAP2 Seymour et al® demonstrated serum levels of
SP-A correlated with VC in 14 patients at baseline.
The present study also showed that serum levels of
SP-A correlated with VC at baseline as well as after
treatment. However, requirement of additional therapy
was not significantly associated with SP-A at baseline.
Surfactant materials might be ecasily redistributed in
alveolar spaces and may not be related to the impair-
ment of lung tissue that might lead to additional
treatment.

The other factor, fibrotic changes of lung tissue,
might be maintained even after GM-CSF therapy
or WLL. Pulmonary fibrosis has been reported to
be associated with PAP, and exposure to oxygen or
repeated WLL have been suggested as potential con-
tributors to fibrosis. Although irreversible scarring
of the lung is rarely associated with PAP, a small frac-
tion of patients with PAP demonstrated substantially
impaired %VC and rather poor prognosis. To inves-
tigate this possibility, two radiologists reevaluated
baseline CT scans of 32 of the 35 participants for
findings other than PAP without knowing the study
results regarding responsiveness and prognosis of the
GM-CSF inhalation. They only pointed out traction
bronchiectasis in one patient (responder, FR), bron-
chiectasis in one patient (responder, FR), and multiple
bullae in one patient (responder, AT). Thus, we failed
to find any significant association between fibrotic
change in CT scan and requirement of additional treat-
ments. In the present study, the mean %VC levels of
patients in the ¥R group improved from 85.9% to
93.4%, whereas those of patients in the AT group
changed from 71.6% to 74.2%. The difference in
improvement between the groups might be associ-
ated with the balance of surfactant accumulation and
lung fibrosis in the lungs of patients.

For future studies, it would be useful to explore
novel treatment regimens for patients with moder-
ately impaired VC. As shown in this study, inhaled
GM-CSF therapy did not change serum levels of
anti-GM-CSF-Ab. However, the BALF titers of anti-
GM-CSF-Ab were reduced in responders, which was
likely due to the improved clearance in alveolar spaces.
The future treatments might include a combination
of GM-CSF inhalation with WLL to improve the
environment of airway/alveolar spaces or with admin-
istration of rituximab to reduce the systemic produc-
tion of anti-GM-CSF-Ab.
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In conclusion, this study demonstrated that VC
might be clinically useful in predicting the need for
additional therapy in patients with aPAP who were
treated with inhaled GM-CSF therapy. We believe
this study contributes to improving the quality of life
and treatments for patients with aPAP.
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Koh NagaTa

Professor,

Bioscience Medical Research Center, Niigata University Medical and Dental Hospital

g2 &
UV SIRAE R IEE  (Lymphangioleiomyomatosis ; LAM) IZ#ESELMERTRD , TR B Ok
WTHh B, 723v4 2 VHERERE (mTOR) O o) 2 20380 CH s I &A%, EAl
T R0 A £ i3 S R R GUBR  (Multicenter International LAM Efficacy of Sirolimus
’Imal o MILES i0B%) C®EE 241, 20114F 3 F 16 H @ The New Enghmd Journal of Medicine
WS E s R ER v & — L8 TNRNRIR G 20 — T, SRR R TS
RBRMEE I P e ) B AT, irp it v o — & é: SIClEER - 2L, GO
PRINCERR U 72, B0 & CORERE &5 %’MOLVC PR,

Abstract

Lymphangioleiomyomatosis (LAM) is an uncommon lung disease that affects mostly female.
LAM has an insidious onset, and is typically slowly progressive. Until recently, there was no
proven therapies for LAM except for lung transplantation. To assess the effect of sirolimus, a
mTOR inhibitor, on biological and clinical markers of lung function and to assess the safety, a trial
was designed as a multi - center international, phase II, randomized, double - blind, placebo - con -
trolled intention to treat (MILES trial). Respiratory disease group in The Second Department of
Medicine and Bioscience Medical Research Center, Niigata University Hospital participated in the
trial with Kinki Chuo Chest Medical Center and enrolled total 24 patients in Japan. On one year of
oral sirolimus, patients with LAM and moderate respiratory impairment had significant but modest
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benefits on lung function and measures of quality of life or functional performance. The safety pro -
file of the drug was acceptable and consistent with the known toxicities. Thus, Japanese research
group contributed to the success of MILES trial.

Key words: Lymphangioliomyomatosis, clinical trial, FEV1.0, FVC
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