MATHEMATICAL MODEL FOR WHOLE-LUNG LAVAGE
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Fig. 4. A: durable effect of the retaining stage in
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decrease was hardly defined in six out of ten lungs examined;
when there was any decrease, the phase lasted within 1,000 s
after the start of WLL (data not shown). This characteristic was
likely due to the high permeability of the air-blood barrier to
the molecules. Similarly, Rennard et al. (32) reported that urea
was more able than glucose and albumin to permeate into the
lavage fluid, as observed in normal volunteers with saline
instilled into their lung segments.

SP-D is produced by alveolar type II cells and nonciliated
Clara cells in the lower respiratory tracts and is secreted inte
the air space (43). Although SP-D is detectable in the sera of
patients with aPAP, its levels are much lower than those of
BAL (12). Thus SP-D transfer from the blood to the air space
is negligible. The high concentration of SP-D in the lavage

each lavage cycle on the theoretical decreasing
curve of albumin concentration in the drained
lavage fluid. The time assumed for the retaining
stage was variable: a, 540 s; b, 360 s: ¢, 240 53 d,
120 s; e, 60 s; and f, 30 s. The vertical axis
indicates the albumin concentration in the lavage
fluid (mg/ml). The horizontal axis indicates the
time after the beginning of WLL. B: theoretical
(lines; black, left; gray, right) and measured
(plots; €, left, €, right) concentrations of
albumin in the drained lavage fluid in each cycle.
The vertical axis indicates the albumin concentra-
tion in the lavage fluid (mg/ml). The horizontal
axis indicates the time after the beginning of
WLL. C: simulation curves of cumulative
amount of albumin drained in the drained lavage
fluid when the retaining time varied with 90
(solid line), 210(small dashed line), 450(dotted
line), or 570(large dashed line) s. D: cumulative
amount of eliminated albumin in the drained
lavage fluid. An in silico evaluation by changing
instilled saline volume varied with 600 (black
solid line), 1,400 (dotted hne), or 2,400 (gray
solid line) ml.
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fluid was likely due to its continuous production in the lung.
The rate of its production was estimated to be 6—13 mg/h on
the basis of evaluation of four lungs (data not shown).

The lung is the organ that most abundantly produces GM-
CSF, a factor that is critical for terminal differentiation of
alveolar macrophages, as it promotes the expression of the
transcription factor, PU.1 (38). It is suggested that IgG-type
GM-CSF autoantibody is pathogenic and is known to be
transferred from the lung capillaries into the air spaces
immediately formed by GM-CSF autoantibody complex to
become undetectable by our GM-CSF autoantibody ELISA
system (30).

Furthermore, we had better to reconsider the adequacy of the
present mathematical model when it was applied to substances
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Fig. 5. A and B: actual measurements (plots) of gastrin or urea concentration in the drained lavage fluid did not exhibit the exponential decreasing phase but
reached a platean fluctuating in the early term. These seemed to migrate immediately from the blood to the lavage fluid. Thus the theoretical curves (lines) were
hardly fitted with the actual measured concentration. C: concentration of surfactant protein D (SP-D) in the drained lavage fluid revealed slight decrease without
exponential phase and soon reached a plateau phase in the early term. As SP-D is abundantly released from alveolar type 11 cells into the lower respiratory tracts,
this carly plateau phase probably reflected the active release in situ. D: actually measured granulocyte/macrophage colony-stimulating factor (GM-CSF)
autoantibody concentrations were consistently under the theoretical curve especially in the early stage.

with lower molecular weights by assuming two permeation
coefficients, such as K; (coefficients from the blood to the
lavage fluid through surfactant) and Ky (from the blood
directly to the lavage fluid).

In the present study, the recovery rate in the first draining
lavage fluid was lower than those after the second lavage.
Although the first instilled saline remained in the lower respi-
ratory tracts, we did not mind the remaining volume at the first
draining because we thought that the remaining lavage fluid
could be recovered after the second draining. Therefore, we did
not intentionally extend the first draining time longer than
those of other cycles. Although we usually perform percussion
or vibration on the patient’s chest, the recovery rate at the first
draining was not improved by these procedures. It is likely that
the low recovery rate and its variability of the first lavage
shown in Table 4 were due to the early cessation of the first
draining.

To date, methods of WLL for the treatment of PAP have not
been standardized (25). Michaud et al. (29) recommended
instilling 11 of saline into the lavage lung and then to clamp the
draining tube for 4-5 min (29). Bonella et al. (4) and Paschen
et al. (31) determined the number of lavage cycles by measur-
ing the optical density of each lavage fluid. They applied

statistical evaluation to data from a number of WLLs to find the
relationship between instilled saline volume and eliminated
proteins. Although their approach is fundamentally different
from ours, their finding that instilling volume is an important
element for determining the amount of eliminated protein was
confirmed in this study (Fig. 4D). The protocol for WLL used
in this study were variable among participating hospitals, and
thus time of each cycle varied between 213-630 s, including
120-540 s for the retaining time. As for our mathematical
mode], the number of cycles and the retaining times did not
influence the efficiency of WLL. Based on Eq. 7, the amount of
proteins eliminated by WLL was dependent on time after the
beginning. According to the volume effect demonstrated by in
silico simulation in this study (Fig. 4D), larger instilled volume
appeared to improve the efficiency of lavage. However, the
simulation also suggested that the effect is limited within some
range of time. Previous studies, however, demonstrated the vol-
ume effect (4). In this regard, total eliminated albumin concen-
tration significantly correlated with instilling saline volume in
actually measured values in 17 WLLs of the present study with
Rho value at 0.69. However, we have to consider the possibility
that it also prolonged the duration of instilling and draining time,
and thus longer time for each lavage cycle increases the elimi-
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nated protein(s). Thus our mathematical model may be useful to
predict the amount of eliminated proteins at a certain time point
after the beginning of WLL.

In conclusion, we demonstrated that protein transfer in the
lung during WLL followed a relatively simple, mathematical
model based on diffusion and that this model could be ex-
pressed in terms of a number of differential equations. As an
exception of the present mathematical model, substances with
low molecular weight do not follow the theory. Our study, not
only contributes to the design of an efficient regimen for WLL,
but also reveals the mechanism of delivery of specific large
drug molecules across the air-blood barrier, such as antibody
drugs.

APPENDIX

The Effective Alveolar Surface Area

The effective alveolar surface area was calculated from the data for
the alveolar volume, Va according to the following equations: As =
6.4-10%-V 4?2, For a person with 74 kg body wt, both A and V 4 were
reported to be 143 m? and 3,338 ml, respectively (10). The effective
surface area of the pulmonary capillaries, Ay, was estimated from the
following formula (10): Ay, = 0.89-4,. The relationship between
alveolar surface area, Sa, and alveolar volume, V4, depends on the
number of alveoli. Sa increases as the number of alveoli increases at
a fixed value of V. According to Ref. 10, the average lung volume
is 4,300 ml, and the average alveolar surface is (143 = 12) X 10* cm®
in normal subjects with an average body weight of 74 kg at 19-40 yr
of age. Under these conditions, air-space volume density is 0.865 =
0.013 em*/cm?, and alveolar surface density is 370.6 = 28.9 cm¥cm®.

We set

B3 o

Sa
Va3

B= (A1)

where. the right side of the equation is an expression for the
constant shape parameter, B.
According to the report described above (V 4 and S in the space V)

Sa

v = 3706 cm? Zem? (A2)
Sa = 143 X 10* em? ZK))
v
—vﬁ = 0.865 cm®/cm? (A4)
From Egs. AZ and A3,
V = 3859 ml (A5)
and from Egs. A4 and AS
V= 3338 ml (A6)

where the anatomical dead space is 4,300 — 3,338 = 962 mk
Introducing Egs. A3 and A6 into Eg. A/,
. 143 x 10°
B=—5———=8002
< 3338

On the basis of Eq. Al (note that S, is in m? and V4 is in ml),

(A7)

2 2
Sa=P%-Va3=6403 X 10°-V,3 (48)

The value of B may be considered as constant even with a change
in V, in the same subject, as the number of alveoli and the shape do
not change, particularly in the supine position.
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Method for Optimizing the Transmission Coefficients

A program was written in Visual Basic Application using various
coefficients to calculate the theoretical substance concentrations in the
lavage aliquots. For explanation, we show an example of simulation
used to obtain the best fitting curve shown in Fig. 2C. As shown in
Appendix Fig. A1A, the value for K could be determined to be 1.8 X
1077 cm/s by the least-square method until 3,000 s when K, was
assumed to be 0 cm/s. Next, K, value was determined 1o be 5.2 X
107 1% cmy/s again by the least-square method by 9,018 s. As shown in
Appendix Fig. A1B, the theoretical curve appeared closer to the dotted
actwal measurements. Then K, was changed to 6.1 X 1079 cm/fs
manually, as shown in Appendix Fig. A1C; the theoretical curve
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Fig. Al. Example of simulation used to obtain the best fitting curve shown in
Fig. 2C.
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completely coincides with the dotted actual measurements. Therefore,
Ky, was determined to be 6.1 X 107 em/s,
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To date, the biological activity of granulocyte macrophage-colony stimulating factor (GM-CSF) has been
investigated by using mostly Escherichia coli- or yeast cell-derived recombinant human GM-CSF
(erhGM-CSF and yrhGM-CSF, respectively). However, Chinese hamster ovary cell-derived recombinant
human GM-CSF (crhGM-CSF), as well as natural human GM-CSF, is a distinct molecule that includes
modifications by complicated oligosaccharide moieties. In the present study, we reevaluated the bioac-
tivity of crhGM-CSF by comparing it with those of erhGM-CSF and yrhGM-CSF. The effect of short-term

nggg&' stimulation (0.5 h) on the activation of neutrophils/monocytes or peripheral blood mononuclear cells
TE-1 cells (PBMCs) by crhGM-CSF was lower than those with erhGM-CSF or yrhGM-CSF at low concentrations (under
CHO cells 60 pM), Intermediate-term stimulation (24 h) among the different thGM-CSFs with respect to its effect on
Sialic acid the activation of TF-1 cells, a GM-CSF-dependent cell line, or PBMCs was not significantly different. In
Oligosaccharide contrast, the proliferation/survival of TF-1 cells or PBMCs after long-term stimulation (72-168 h) was

higher at low concentrations of crhGM-CSF (15-30 pM) than that of cells treated with other GM-CSFs.
The proportion of apoptotic TF-1 cells after incubation with crhGM-CSF for 72 h was lower than that of
cells incubated with other rhGM-CSFs. These effects were attenuated by desialylation of crhGM-~CSF.
Clearance of crhGM-CSF but not desialylated-crhGM-CSF by both TF-1 cells and PBMCs was delayed com-
pared with that of erhGM-CSF or yrhGM-CSF. These results suggest that sialylation of oligosaccharide moi-
eties delayed the clearance of GM~-CSF, thus eliciting increased long-term bioactivity in vitro.

© 2014 Elsevier Ltd. All rights reserved.

Abbreviations: ACN, acetonitrile; ANOVA, analysis of variance; CHO, Chinese
hamster ovary; crhGM-CSF, CHO-derived recombinant human GM-CSF; erhGM-CSF,
Escherichia coli-derived recombinant human GM-CSF; FCS, fetal calf serum; FITC,
fluorescein isothiocyanate; GM-CSF, granulocyte macrophage-colony stimulating
factor; JAK2, Janus kinase 2; MIP-1a, macrophage inflammatory protein; NaNs,
sodium azide; PBMCs, peripheral blood mononuclear cells; SDS-PAGE, sodium
dodecyl sulfate-polyacrylamidegel electrophoresis; STATS, signal transduction and
activator of transcription; TFA, trifluoroacetic acid; TOF mass spectrometer, time-
of-flight mass spectrometer; yrhGM-CSF, yeast cell-derived recombinant human
GM-CSF.
* Corresponding author, Tel.: +81 25 227 0847,

E-mail addresses: noiredge2007@yahoo.co.jp (A Hashimoto), belltatnk@gmail.
com (T, Tanaka), y-itoh@med.pligata-uacp (Y. Itoh), vamagata@prophoenixjp
(A. Yamagata), nktmr@miZalpha-netnejp (N, Kitamura), ryushi@med.niigata-u.
ac.ip (R Tazawa), nakagaki@nvivacip (K. Nakagaki), radical@med niigata-u.acjp
(K. Nakata),

ttpeffax.dolLorg/10.1016/].0y10.2014.03.008
1043-4666/© 2014 Elsevier Ltd. All rights reserved.

1. Introduction

Granulocyte macrophage-colony stimulating factor (GM-CSF) is
a hematopoietic growth factor that regulates the growth, differen-
tiation, and maturation of myeloid precursor cells and promotes
the function of mature neutrophils, eosinophils, and monocytes
| 1-41 It elicits these diverse effects through interaction with a un-
ique dodecameric receptor complex on ceils, which consists of o
and common B chains [5-7]. GM-CSF signaling induces phosphor-
ylation of Janus kinase 2 (JAK2) and the common B chains, followed
by activation of signal transducers and activators of transcription
(STATs) [5,7.8]. Upon immune stimulation, it is produced by a vari-
ety of cell types, including T cells, macrophages, endothelial cells,
and fibroblasts. Although GM-CSF is produced locally |3], it can
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act in a paracrine fashion to recruit circulating neutrophils,
monocytes, and lymphocytes to enhance their function in host
defense [9,10]. GM-CSF is used clinically to prevent neutropenia
and associated infections by promoting the proliferation of hema-
topoietic progenitor cells after chemotherapy, by promoting the
differentiation of myeloid cells, and by enhancing the antibacterial
activities of neutrophils and macrophages [10-14].

Natural human GM-CSF (hGM-CSF) has been purified from sev-
eral sources, including medium conditioned with placenta cells or
activated blood lymphocytes [15-19]. It is a glycoprotein that con-
sists of 127 amino acid residues, with four cysteines involved in
two disulfide bonds, forming a compact globular structure that
comprises four a-helices joined by loops. It is found extracellularly
as a homodimer [6,7] with two N-glycosylation sites at Asn27 and
Asn37 and three O-glycosylation sites at Ser7, Ser8, and Thr10 [15].
The most heavily glycosylated hGM-CSF, with a molecular weight
of 28-32 kDa, has two N-linked carbohydrate moieties, whereas
the partially glycosylated hGM-CSF, with a molecular weight of
23-25 kDa, contains one N-linked carbohydrate moiety. A mini-
mally glycosylated hGM-CSF with molecular weight of 16-18 kDa
consists of only one O-linked carbohydrate [15,20]. ’

Cells from various species can produce recombinant hGM-CSF
(rhGM-CSF) {21,22]. However, only commercial preparations
produced from Escherichia coli and Saccharomyces cerevisiae are
available for clinical use. Commercial E. coli-derived recombinant
hGM-CSF (erhGM-CSF), Molgramostim, is non-glycosylated, con-
sists of 127 amino acid residues, has a molecular weight of
14.5 kDa, and is methylated at the N-terminal end |23]. Commer-
cial Saccharomyces-derived recombinant hGM-CSF (yrhGM-CSF),
Sargramostim, is a glycoprotein of 127 amino acids composed of
three primary molecular species having molecular weights of
19.5, 16.8, and 15.5 kDa {23}]. Its amino acid sequence differs from
hGM-CSF by a substitution of leucine at position 23 {23]. On the
other hand, thGM-CSF derived from Chinese hamster ovary
(CHO) cells (cthGM-CSF) has a molecular weight of 15-32 kDa with
the same N-glycosylation and O-glycosylation sites as those of
hGM-CSF, although the carbohydrate moieties added are probably
different. Forno et al. demonstrated that the N-glycan terminal
contains mono- and disialic acid residues, but has predominantly
tri- or tetrasialic acid residues with and without N-acetyllactos-
amine repeat units. N-glycans contain more than 90% o-1,6-linked
fucose at the proximal end [20].

The pattern of glycosylation on GM-CSF is known to affect its
biological activity. Proliferation of a human monocytic leukemia
cell line incubated with the heavily glycosylated hGM-CSF (28—
32 kDa) was reduced six fold compared with proliferation after
treatment with non-glycosylated erhGM-CSF, while neutrophil
superoxide anion production was reduced by up to 10-fold. Par-
tially glycosylated hGM-CSF (23-25 kDa) and minimally glycosyl-
ated hGM-CSF (16-18 kDa) have biological activity similar to that
of erhGM-CSF. The binding capacity of these hGM-CSFs for the
rhGM-CSF receptor on neutrophils decreases with increasing
molecular weight [15]. Similarly, most studies on mammalian
cell-derived, glycosylated GM-CSF (including crhGM-CSF) demon-
strate that glycosylation of GM-CSF prolongs the in vivo half life
by stabilizing the protein, but reduces its binding avidity to the
GM-CSF receptor and decreases its biological activities such as col-
ony-forming activity of bone marrow cells and neutrophil superox-
ide anion production [15,24]. .

In contrast to previous studies | 15,24}, we showed in the pres-
ent study that glycosylated rhGM-CSF produced by CHO cells
exhibited increased proliferationfsurvival of TF-1 cells, PBMCs
and monocytes at low GM-CSF concentrations compared with that
of erhGM-CSF and yrhGM-CSF in vitro. Desialylation of crhGM-CSF
attenuated this effect, indicating that the sialyl residue is crucial
for augmenting the long-term activity of GM-CSF. Moreover, we

examined the mechanism of this effect by measuring the clearance
of rhGM-CSF by cells.

2. Materials and methods
2.1. Material

2.1.1. Cells

TF-1, a GM-CSF-dependent cell line, was kindly provided by
Kitamura et al. [22].

Peripheral blood mononuclear cells (PBMCs) and monocytes
were isolated from the peripheral blood of healthy donors as
described previously {8]. Written informed consent was obtained
under protocols approved by the institutional review boards of
the Niigata University Medical Dental Hospital.

2.1.2. rhGM-CSF

Molgramostim and Sargramostim were purchased from
Amoytop Biotech Co., Ltd. (Xiamen, Fujian, PRC) and Genzyme
Corporation (Cambridge, MA, USA), respectively. cthGM-CSF was
kindly provided by JCR Pharmaceuticals Co., Ltd. (Ashiya, Hyogo,
Japan).

2.1.3. Desialylation of crhGM-CSF

crhGM-CSF (1 mg/ml) was incubated with neuraminidase
agarose from Clostridium perfringens (0.05 U/ml, Sigma-Aldrich,
MO, USA) in 100 mM sodium acetate buffer with CaCl, (pH 5.0)
for 60 min at 37 °C. After the agarose was removed, the solution
was dialyzed against PBS overnight at 4 °C.

2.2. Mass spectrometry

Protein (10 pl) was mixed with 90 pi of 0.1% trifluoroacetic acid
(TFA) and 0.5 pl of MB-HIC8 magnetic C8 beads (Bruker Daltonics,
Hercules, MA, USA) in a PCR tube and then incubated for 5 min at
room temperature. The tube was subsequently placed in a mag-
netic beads separator and the supernatant was removed by using
a pipette. The magnetic beads were then washed three times with
100 pl of 0.1% TFA. The bound proteins were eluted from the mag-
netic beads by using 4.5 ul of 60% acetonitrile (ACN) in 0.1% TFA.
Two microliters of the eluate was mixed with 1 pl of matrix solu-
tion (10 g/l sinapinic acid in 70% ACN, 0.1% TFA) and was spotted
on a polished steel plate. The mass spectra were obtained on an
Ultraflex TOF/TOF mass spectrometer (Bruker Daltonics, Hercules,
MA, USA) operated in positive-ion linear mode.

2.3. Phosphorylated STATS detection assay

Heparinized fresh whole blood was incubated with 15, 30, 60,
or 500 pM rhGM-CSF, for 30 min at 37 °C and fixed, and then red
blood cells were lysed in Fix/Lyse buffer {BD Biosciences, Franklin
Lakes, New Jersey, USA) for 20 min at 37 °C. White blood cells were
collected by centrifugation and fixed in ice-cold methanol at
-20°C for 1 h. After centrifugation, the cells were resuspended in
3% FCS/0.01% NaN3/PBS solution and incubated with Alexa Fluor
647-1abeled anti-pSTAT5 (BD Biosciences, San Jose, CA, New Jersey,
USA). Cells with phosphorylated STATS5 in granulocytes/monocytes
detected by flow cytometry (Cell Anaiyzer, Sony, Tokyo, Japan).

2.4. Neutrophil CD11b stimulation index assay

The neutrophil CD11b assay was performed as described
previously [25]. Aliquots of heparinized fresh whole blood were
incubated with rhGM-CSF, and cell-surface CD11b levels were
quantified by flow cytometry (Sony, Tokyo, Japan). The CD11b
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stimulation index was calculated as the mean fluorescent intensity
of stimulated neutrophils minus the mean fluorescent intensity of
unstimulated neutrophils divided by the mean fluorescent
intensity of unstimulated neutrophils and multiplied by 100.

2.5. Measurement of GM-CSF-induced MIP-1¢ in PBMCs

To evaluate GM-CSF-induced MIP-1a production in normal
PBMCs, 1 x 10° cells were incubated with or without GM-CSF in
macrophage-serum-free medium (GIBCO BRL, Palo Alto, CA, USA).
MIP-10. levels in the supernatant were measured by ELISA
(Quantikine, R&D Systems, Mincapolis, MN, USA) according to the
manufacturer’s instructions [26].

2.6. Cell proliferation/survival assay

TF-1 cells, PBMCs and monocytes (2 x 10% cells/well) were
incubated with various concentrations of GM-CSF in macrophage
serum free medium (GIBCO BRL, Palo Alto, CA, USA) for 3 and
7 days, respectively {27]. At the end of the incubation, 10 pl of
100 pl (5-[2,4-bis(sodiooxysulfonyl)phenyl-3-(2-methoxy-4-nitro-
phenyl)-2-(4-nitrophenyl)-2H-tetrazole-3-jum]) CCK-8, Doujindo,
Kumamoto, Japan) was added to each well. Cells were further incu-
bated at 37 °C under 5% CO, for 4 h, and formazan formation was
measured as absorbance at 450 nm by using a microplate reader
(Bio-Rad, CA, USA).

T T T e
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Fig. 1. Mass spectra of hGM-CSFs. (A) E. coli-derived recombinant human GM-CSF.
(B) Yeast-derived recombinant human GM-CSF. {C} CHO cell-derived recombinant
human GM-CSF. The horizontal axis is the molecular weight (Da) and the vertical
axis is the intensity.

2.7. Inhibition of TF-1 cell growth by antibodies

A cell proliferation/survival assay was performed in the pres-
ence or absence of 500 ng/ml goat anti-GM-CSF antibody (R&D
Systems, Mincapolis, MN, USA), which was purified from the serum
of a goat immunized with erhGM-CSF.

2.8. Morphology and cell-survival assay

TE-1 cells (1 x 10° cells) incubated with rhGM-CSF were
cytocentrifuged at 200 rpm for 2 min by using a Cytospin (Thermo
Scientific, Waltham, MA, USA) and were then stained with
Diff-Quick (Sysmex, Hyogo, Japan). The sizes of five hundred cells
were measured under a high magnification field by using a microm-
eter (MeCan Imaging, Saitama, Japan). The percentage of living cells
was determined by flow cytometry (Sony, Tokyo, Japan) using
staining with propidium iodide solution (Annexin-V-FLUOS Stain-
ing Kit, Roche, Basel, Switzerland) according to the manufacturer’s
instructions.

2.9. SDS-PAGE

rthGM-CSFs (6.5 ng) were subjected to SDS-PAGE under
reducing conditions. The gel was stained by using gel stain solution
(ORIOLE Fluorescent Gel Stain, Bio-Rad, CA, USA), and the banding
pattern was visualized under an image analyzer (Minilumi,
Berthold Technologies, Bad Wildbad, Germany).

2.10. Detection of apoptosis

2.10.1. FTC-Annexin V preparation
TF-1 cells (1 x 10° cells) were stained with FITC-labeled
anti-Annexin-V antibody (Annexin-V-FLUOS Staining Kit, Roche,
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Fig. 2. Effect of short-term stimulation (0.5 h) by E. coli-, yeast-, and CHO cell-
derived rhGM-CSF. The phosphorylation of STAT5 (A) and CD11b expression of
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described in Section 2.
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Basel, Switzerland) for 15 min at 4 °C, and the stained cells were
detected by flow cytometry (Sony, Tokyo, japan). FITC-labeled
mouse IgG isotype was used as the control.

2.10.2. DNA fragmentation assay

TF-1 cells (2 x 10° cellsfml) were incubated with 15pM of
rthGM-CSF for 3 days [27].

At the end of the incubation, DNA was extracted from TF-1 cells
by using a QlAamp DNA Mini Kit (QIAGEN, Valencia, CA, USA), DNA
(3.5 ug) was loaded on 1% agarose gel and electrophoresed for
25 min at 100 V (constant voltage). After the gel was stained with
ethidium bromide solution (10 mg/ml, Nippon Gene, Tokyo, Japan),
the banding pattern was visualized under an image analyzer (Mini-
Lumi, Berthold Technologies, Bad Wildbad, Germany).

2.11. GM-CSF clearance assay

GM-CSF clearance assay was performed as described previously
[8]. To assess receptor-mediated binding and uptake of exogenous
GM-CSF, 1 x 10° PBMCs or 4 x 10% TF-1 cells per well in a 24-well
culture plate were incubated in RPMI 1640 (GIBCO BRL, Palo Alto,
CA, USA) containing 10% FCS (Nichirei, Bioscience Inc, Tokyo,
Japan) 100 mg/ml streptomycin and 100 U/ml penicillin under 5%
CO, at 37 °C. rhGM-CSF was added at concentrations of 5 and
15 pM to PBMCs and TF-1 cells, respectively. The concentration
of rhGM-CSF in the supernatant of each well was then measured
at 5, 10, 24, and 48 h by ELISA.

2.12. Statistical analysis

Numerical data were evaluated for normal distribution by using
Shapiro-Wilk tests. Parametric data are presented as means (+SE).
Parametric data were analyzed by using one-way factorial ANOVA
measurements. Multiple comparisons were performed through a
Bonferroni-adjusted t-test, with non-significance set at p> 0.05.
All tests were two-sided and p values <0.05 were considered statis-
tically significant. Data were analyzed by using JMP (10.0.0) soft-
ware (SAS, Cary, NC, USA),

3. Results
3.1. Molecular weight of rhGM-CSF

In this study, the bioactivity of rhGM-CSF derived from E. coli,
yeast, and CHO cells was evaluated and compared. The mass spec-
trum of each GM-CSF shows distinct characteristic peaks: a single
peak at 14.5 kDa for erhGM-CSF; peaks at 14.2, 144, and 15.0kDa
for yrhGM-CSF corresponding to a mean molecular weight of
14.7 kDa; and a number of peaks ranging from 16-28 kDa for
crhGM-CSF corresponding to mean molecular weight of 19.0 kDa
(Fig. 1A). The molar concentration of each rhGM-CSF was calcu-
lated from the original weight and volume, and then dividing by
each mean molecular weight.

3.2, Short-term biological activity of rhGM-CSF

To compare the short-term bioactivity of the three rhGM-CSFs,
we first evaluated the phosphorylation of STAT5 in monocytes and
neutrophils stimulated for 0.5 h with the rhGM-CSFs. At both 15
and 60 pM rhGM-CSF, the percentage of pSTAT5-positive cells
was significantly lower in cthGM-CSF-treated cells than in
erhGM-CSF- or yrhGM-CSF-treated cells; whereas at 500 pM, this
percentage was similar among the three rhGM-CSFs (Fig. 2A).
Maximal values of CD11b stimulation indices at 60 pM of rhGM-
CSF were 425 +15%, 576 +27%, and 625 33%, for cthGM-CSF,

erhGM-CSF, and yrhGM-CSF, respectively (Fig. 2B). These results
indicate that the short-term effect of stimulation with crhGM-
CSF was smaller than that with erhGM-CSF and yrhGM-CSF.

3.3. Intermediate-term biological activity of rhGM-CSF

When TF-1 cells were incubated with 30-120 pM rhGM-CSF for
24 h, the proliferation/survival was similar after treatment with
crhGM-CSF, erhGM-CSF, and yrhGM-CSF (Fig. 3A). Likewise,
MIP-1a production in PBMCs was not different among the three
rhGM-CSFs at both 15 and 500 pM (Fig. 3B).

3.4. Long-term biological activity of rhGM-CSF

We then investigated the long-term biological effect of GM-CSF
on TF-1 cells, monocytes, and PBMCs incubated for 72, 168, and
168 h, respectively. The effect on the proliferation/survival rate of
TF-1 cells was significantly greater in cells incubated with 15 pM
crhGM-CSF than that on cells incubated with the same concentra-
tion of erhGM-CSF or yrhGM-CSF. However, the effects were equiv-
alent among the three rhGM-CSFs at 60 pM. The EDsy of each
rhGM-CSF was 21 and 24 pM for erhGM-CSF and yrhGM-CSF,
respectively, whereas it was 3.9 pM for crhGM-CSF (Fig. 4A). When
monocytes were incubated with the GM-CSFs, the proliferation/
survival rate was higher at 4 pM crhGM-CSF than that of cells incu-
bated with the same concentration of other GM-CSFs. The EDso was
10.7, 4.9, and 1.8 pM for erhGM-CSF, yrhGM-CSF, and crhGM-CSF,
respectively (Fig. 4B). Similarly, the proliferation/survival rate of
PBMCs was higher with 2-4 pM crthGM-CSF compared with that
with other GM-CSFs (Fig. 4C). Proliferation/survival in the presence
of goat anti-GM-CSF antibody was comparable, whereas the

®
2
<
s
D
Ry .
[ exolure E.CON
g ~ @ - Yeast
=
6.0“ g CHO
1 T
0 50 100 150

Concentration of hGM-CSFs (pM)

300 + N.S.
g
o
=
=
5
c £
S
© (=5
£
o
@
2
S
(&)

Yeast CHC E.coli Yeast CHO »
15pM 500phvi

thGM-CSFs
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inhibitory effect of the antibody was highest in crhGM-CSF. These
data suggested that the effect of crhGM-CSF on the proliferation/
survival of TF-1 cells was not due to oligosaccharide moieties but
rather due to the GM-CSF peptide (Fig. 4D). After 3-day incubatijon
with 30 pM erhGM-CSF, yrhGM-CSF, or cthGM-CSF, the number of
viable TF-1 cells increased by multiples of 1.95 £ 0.5, 2.0 £ 0.7, and
6.45 + 0.25, respectively, compared with the number of viable cells
before incubation (Fig. 4E). The size histogram of TF-1 cells incu-
bated with crhGM-CSF displays a bimodal pattern with a mean va-
lue of 24,09 um, which is larger than that of erhGM-~CSF-treated
cells (22.09 um) and yrhGM-CSF-treated cells (22.0 pm) (Fig. 4F).
The viability of crhGM-CSF-stimulated TF-1 cells was significantly
higher than that of TF-1 cells stimulated with other rhGM-CSFs.
These results demonstrate that low concentrations of crhGM-CSF
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not only promote proliferationfsurvival but also stimulate the
growth of these cells more efficiently than do erhGM-CSF and
yrhGM-CSF, and that the long-term effect of rhGM-CSF differs from
the short- and intermediate-term outcomes. The long-term effects
of erhGM-CSF and yrhGM-CSF for each condition were similar.

3.5. Modified bioactivity of crhGM-CSF after treatment with sialidase

To investigate the effect of sialyl residues located at the distal
end of the oligosaccharide moieties [20] on cell proliferation/sur-
vival, we studied sialidase-treated crhGM-CSF. After treatment,
mass spectrometry revealed a drastic reduction in the intensity
of peaks corresponding to mono-, di-, tri-, and tetra-sialyl carbohy-
drates (Fig. 5A). This is also consistent with the banding pattern
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obtained by SDS-PAGE, in which several bands characteristic for
crhGM-CSF are absent or weaker (Fig. 5B). Desialylation of crhGM-
CSF markedly reduced the proliferation/survival rates to levels
observed with erhGM-CSF- or yrhGM-CSF-treated cells (Fig. 5C).
These results suggest that the up-regulated proliferation/survival
induced by crhGM-CSF is likely due to its sialy! residues.

3.6. The effect of GM-CSF on apoptosis of TF-1 cells

The effect of GM-CSF on the apoptosis of TF-1 cells was evalu-
ated by Annexin V expression with flow cytometry. When TF-1
cells were incubated with 30 pM crhGM-CSF for 3 days, 8.8% of
the cells were apoptotic. In contrast, 17.0%, 21.4%, and 15.9% of
cells were apoptotic upon incubation with erhGM-CSF, yrhGM-
CSF, and sialidase-treated crhGM-CSF, respectively (Fig. 6A). TF-1
cells incubated with cthGM-CSF had fewer vacuolated nuclei and
coagulated chromatin than those of cells incubated with other
GM-CSFs (Fig. 6B). TF-1 cell apoptosis was also confirmed by
DNA ladder formation via agarose gel electrophoresis (Fig. 6C).
These results suggested that apoptotic TF-1 cells were less
frequently observed in the presence of low concentration of
crthGM-CSF than erhGM-CSF, yrhGM-CSF and sialidase-treated
crh GM-CSF as TF-1 cells are GM-CSF dependent cell line. It is
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Fig. 5. Sialidase treatment of CHO-cell-derived rhGM-CSF and its biological activity.
(A) Mass spectra of CHO cell-derived rhGM-CSF before (blue line) and after (red
line) treatment with sialidase. (B) SDS-PAGE appearance of CHO cell-derived GM-
CSF, CHO cell-derived GM-CSF after sialidase treatment, E. coli-derived GM-CSF, and
yeast-derived GM-CSF. (C) The effect of sialidase treatment on the proliferation/
survival of TF-1 cells after 72 h incubation with E coli-, yeast-, CHO cells-derived
thGM-CSF or CHO cells-derived thGM-CSF after sialidase treatment.

plausible that GM-CSF bioactivity is likely to remain in culture
supernatant of the cells incubated with cthGM-CSF compared with
other rhGM-CSFs.

3.7. Clearance of rhGM-CSF by TF-1 cells and PBMCs

The clearance of crhGM-CSF by TF-1 cells and PBMCs was
delayed compared with that of other GM-CSFs. After 24 and 48 h
clearance assays, 13% and 9.5% of the initial crhGM-CSF concentra-
tion remained in the culture supernatant of PBMCs, whereas only
45% and 1.1% of ethGM-CSF, and 3.1%, 1% of yrhGM-CSF and
5.6% and 2.7% of sialidase-treated crhGM-CSF remained, respec-
tively (Fig. 7A). On the other hand, after 24 and 48 h clearance
assays, 7.5% and 3% of the initial cthGM-CSF concentration
remained in the culture supernatant of TF-1 cells, whereas only
1.3% and 1.1% of ethGM-CSF, 1.1% and 1.0% of yrhGM-CSF and
29% and 2.7% of sialidase-treated c¢thGM-CSF remained,
respectively (Fig. 7B). After 48 h incubation with erhGM-CSF,
yrhGM-CSF, and sialidase treated crhGM-CSF, 15 pM of the same
rhGM-CSF was except for cthGM-CSF added into each well. As
shown in Fig. 7C, addition of each rhGM-CSF improved the prolif-
eration/survival of TF-1 cells in the next 24 h reaching a similar
level of those incubated with original 15 pM of cthGM-CSF for
three days. Taken together with the data of proliferation/survival
assay, it is likely that delayed clearance crhGM-CSF might prolong
its biological activity in vitro (Fig. 7C).

4. Discussion

A number of studies have reported the expression of human
GM-CSF by using natural or recombinant celis. These studies
revealed that mammalian cells secrete GM-CSF proteins with
variable molecular masses {201 It has also been shown that its
properties such as pharmacokinetics, binding affinity to the
GM-CSF receptor, bioactivity, and immunogenicity are affected
by glycosylation. In the present study, we demonstrated that com-
pared with erhGM-CSF or yrhGM-CSF, cthGM-CSF promoted more
efficiently the proliferation/survival of TF-1 cells, especially at low
concentrations. In contrast to the results of the present study, nat-
ural hGM-CSF is thought to have lower biological activity with
increasing glycosylation [15,24]. The pattern of glycosylation on
GM-CSF has been found to affect its specific biological activity.
Non-human expression systems such as yeast-, CHO cell-, or COS
cell-derived rhGM-CSFs have distinct carbohydrate moieties and
show different biological activities [18,28]. The half-life of hGM-
CSF injected into rats decreases upon deglycosylation, indicating
that the carbohydrate moieties influence the clearance, increase
the stability, or alter the distribution of hGM-CSF. The carbohy-
drate structure of hematopoietic growth factors may therefore be
important in determining their effective half-life in vivo. In this
regard, we confirmed that in vitro GM-CSF clearance was also
affected largely by the carbohydrate moieties of GM-CSF, especially
its sialyl residues at the distal end of the oligosaccharide moieties,

The significance of the glycosylation of hematopoietic growth
factors has been investigated previously. First, it is important for
the secretion of glycoproteins. Erythropoietin secretion is pre-
vented by site-directed mutagenesis of the N- or O-linked glycosyl-
ation sites [29-31]. As tunicamycin does not interfere with
secretion of hGM-CSF, the N-linked carbohydrate is not crucial
for this process [32]. Second, the N-linked carbohydrate influences
the biological activity and receptor binding of other glycoprotein
hormones and cytokines [29,33]. The in vitro activity of erythropoi-
etin requires oligosaccharide moieties, but N-linked carbohydrates
markedly reduce the in vitro activity of calcitonin. Glycosylation of
luteinizing hormone is required for signal transduction, although
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Fig. 6. Apoptosis of TF-1 cells incubated with 30 pM rhGM-CSFs for 72 h. (A) Flow cytometry results for apoptotic TF-1 cells incubated with rhGM-CSF derived from E. coli (a),
yeast (b}, CHO cells (c), or sialidase-treated CHO cells (d). The horizontal axis is the fluorescence intensity of Annexin V-FITC and the vertical axis is the fluorescence intensity
of propidium iodide. (B) Morphology of TF-1 cells incubated with GM-CSF derived from CHO cells (a), yeast (b), and E. coli (c) at high magnification (1000x). Cells were
cytocentrifuged and stained with Diff-Quick stain. (C) Agarose gel electropherogram of DNA extracted from TF-1 cells incubated with E. coli-, yeast-, CHO cells-derived rhGM-

CSF or CHO cells-derived rhGM-CSF after sialidase treatment.

deglycosylated luteinizing hormone has higher receptor binding
affinity [33]. Similarly, deglycosylation of hGM-CSF increases the
receptor binding affinity {15]. However, in contrast to hGM-CSF,
the most active forms are heavily glycosylated in luteinizing
hormone [32].

Sialyl residues on carbohydrates in crhGM-CSF are considered
crucial to the upregulation of the proliferation/survival of TF-1 cells
because desialylation remarkably reduces this effect. Various sialy-
lated forms of GM-CSF are produced in various tissues of mice and
confer different physicochemical characteristics to murine GM-CSF
134]. Molecular weights of GM-CSF purified from various
organs range from 37 to 200 kDa [32]; thus, it is possible that the
bioactivity of GM-CSF produced in different tissues is regulated
by the degree of sialylation. Since sialyl residues at the distal end
of oligosaccharides can affect the specific activity of hGM-CSF as

well as its isoelectric points and affinities to the GM-CSF receptor,
sialylation may alter the activity of hGM-CSF in a tissue-specific
manner. The aforementioned studies are clinically important
because therapy using hGM-CSF has been associated with side
effects, which may relate to its activities as a mediator of inflamma-
tion rather than to its function as a growth factor {15]. If different
glycosylation patterns allow hGM-CSF activity to be regulated,
manipulation of the carbohydrate moieties may enable reduction
of the inflammatory mediator effects of hGM-CSF without affecting
the stimulation of myeloid cell production.

GM-CSF exerts its biological activities by binding to specific
high-affinity cell-surface receptors. After binding, the ligand/
receptor complex is rapidly internalized in most hematopoietic
cells 35,361 It is not fully known whether the turnover time of this
internalization differs between different rhGM-CSFs. It is possible
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that the oligosaccharide sialyl residue of crhGM-CSF can attenuate
its binding to the low-affinity rhGM-CSF receptor o andfor
associate with the thGM-CSF 8 chain, resulting in downregulation
of signal transduction and delayed clearance of the molecule [15].
The present study revealed that stimulation with low concentra-
tions of crhGM-CSF augmented STAT5 phosphorylation less
effectively than did low concentrations of erhGM-CSF and
yrhGM-CSF. The sialyl residue may prolong the turnover cycle
(known to be 40 s for erhGM-CSF) and thus maintain rhGM-CSF
bicactivity for a longer period {35]. In the future, it is necessary
to determine whether the sialyl residues of GM-CSF attenuate its
binding to low-affinity receptors on hematopoietic cells or delay
the process of its internalization into cells.

5. Conclusion

We have demonstrated for the first time that sialylated
oligosaccharide moieties prolong the proliferation/survival of
rhGM-CSF in vitro. Further studies are warranted to determine

the correlation of the oligosaccharide structure of crhGM-CSF with
both signal transduction and internalization.
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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;
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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, 35 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 inhaled 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
JTMAITAQ0013; URL: http:/Awww.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 = autolmmune pulmonary alveolar
proteinosis; AT = additional treatment; BALF = BAL fluid; CEA = carcincembryonic antigen; Drco = diffusing capacity of
the lung for carbon monoxide; DSS = 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

Autoimmune pulmonary alveolar proteinosis (aPAP)
is a rare lung disease characterized by the accumu-
lation of surfactant 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 factor (GM-CSF) that impairs GM-
CSF-dependent surfactant clearance mediated by
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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 monoxide (DLco) 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-CST 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 escalating doses over a 3-month
period, with an overall response rate of 43%.'1010 A
subsequent single-center study of 21 patients with
aPAP treated with GM-CSF by subcutaneous admin-
istration in escalating doses for 6 to 12 months reported
an overall response rate of 48%.1? Several single cases
of subcutanecous GM-CST therapy have reported simi-
lar outcomes.'314 However, local reaction at sites of
injection and other minor toxicities occurred in 85% of
patients receiving subcutaneous GM-CSE:2
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GM-CSF 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 serum 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 WLL, the median duration of clinical benefit from
lavage was 15 months.? A phase 2 study of subcu-
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-CSF inhalation therapy.

MATERIALS AND METHODS

Patients and Protocols

The present study prospectively observed patients who partie-
ipated in a multicenter phase 2 trial (35 patients, registered as
ISRCTN 18931678 and TMAIIA00013) of GM-CSTF inhalation
therapy described previously. In brief, patients who had lung
biopsy or cytologic 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-CST administration (125 ug bid on days 1-8,
none on days 9-14; sargramostim) for six repetitions of 2-week
cycles, then low-dose administration (125 pg 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's was compared 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 consortiuni
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-Chue 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 committee edited a standard operational procedure
for BAL, which was followed by all participating institutes and
described previously.’820 The concentration of GM-CSF auto-
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FIGURE 1. Profile of the study cohort. AT = additional treatment;
DSS = disease severity score; FR = free from additional treatment.

journal.publications.chestnet.org

antibodies in BAL fluid (BALF) or in serum were measured using
a sandwich enzyme-linked immunosorbent assay as described
previously. 42!

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).

ResurTs
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 (ﬁee 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 inhalation.
The other eight patients with dyspnea showed wors-
ening in Pao,/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 WLL, and
one patient, a nonresponder, declined WLL and under-
went acetyleysteine inhalation, showing much improve-
ment in hypoxia. Median time to additional treatment
of the 12 patients was 50.5 weeks, with a range of 8.5
to 117.5 weeks. There was no significant difference in
age, sex, symptons, 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, %Drco, CT scan scores, lactate dehy-
drogenase (LDH), and KI-6 between the patients who
underwent WLL (n = 6, AT-WLL group) and those
treated with GM-CSF inhalation (n =5, 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 GM-CSF Inhalation

FR {n=23)

AT (n=12)

Characteristic No. % Median (IQR) or Mean = SI No. % Median (IQR) or Mean & E P Value
Age,y 23 52.5 (48-61) 12 52,5 (41.75-58) .33s
Sex .54
Female 9 39 6 50
Male 14 Gl 6 50
Responders 17 74 . 7 585 . 350
Duration of symptoms, mo 23 20 (11-61) 12 18 (7.75-72) T8
Symptoms o
Dyspnea 22 96 12 100 36%
Cough 10 43 7 58 65
Sputum 5 35 4 33 T1e
Smoking status 39v
Current smoker 5 35 2 17
Ex-smoker 5 29 2 17
Never smoked 10 43 5 67
Dust exposure 22 11 - 27v
Yes 5 36 3 18
No 14 G4 § 82
Arterial blood gas analysis
Paco,, Torre 23 38,007 12 - 39,0209 Ap
Pao,, Torr 23 60.62.1 56.3%3.0 254
A-aDQ,, Torre 23 435+ 24 46.2+3.3 514
Disease severity score 23 3(3-4) 2 3.5 (3-5) 58
GM-CSF autoantibocly, pg/mL, 23 292.8 (8.5-33.2) 12 23,1 (16.9-34.2) 94
Previous lung lavage (> 6 mo 29
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-CST inhalation therapy. A-aDO, = alveolar-arterial oxygen difference;
AT = additional treatment: FR = free from additional treatment: GM-CSF = granulocyte-macrophage colony-stimulating factor; IQR = interquartile

range (range from the 25th to the 75th percentiles of the distribution).

“Calculated using the Wilcoxon rank sum test.

Caleulated nsing the x2 test.

“Measured with patient in a supine position and breathing room air,
Caleulated using Student £ test.

<Caleulated using the following equation: A-aDO, = (PB ~ PH,0) X F'10,—

Paco/R + {Paco, X F'10, 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 mum Hg); F10, = [ractional
concentration of oxygen in dry gas (assumed o 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 higher 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
baseline %VC and age (P = .97), sex (P = .41), baseline
Pao, (P=18), or basehne %Drco (P=.34). There was
no significant difference in high-resolution CT scan
scores zmd serum markers, including LDH, KI-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
FR 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 %DLco was lower in the AT group
than that in the FR group, and serum markers (eg,
LDH, 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 additional treatments during the 30-mo observation period
(##P < 01). A, Baseline levels of #VC inn FR and AT patient groups.
B, Receiver operating curve of %VC. C, Kaplan-Meier plot show-
ing patients of the high %VC group (%VC280.5) 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.
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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
9%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-aDQO,, and baseline levels of LDH, K1.-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/mL,
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
Pulmonary function
VC, % predicted 23 85.9£27 12 71638 .0045
FVC, % predicted 23 £5.3£2.8 12 T14:£39 0064
FEV/FVC 25 871520 12 84,927 Bl
Drco, % predicted 23 5703 10 46.0:+5.1 L0820
HRCT scan scores®
Upper lung region 23 3(2-5) 12 4.5 (2-5) A2
Middle lung region 23 4(3-5) 11 4(3-5) 380
Lower lung region 23 4 (3-5) 12 5{4.5) 36
Serum bionarkers of PAY
LDH, 1U/L, 23 28719 12 325+ 26 26"
CEA, ng/mL 23 6.2+1.0 12 8.0%14 300
KIL-6, U/L 23 10,038 % 1,531 12 9,434 42,120 Sl
SP-A, ng/mL 23 127+15 12 153+ 20 200
SP-D, ng/ml, 23 297+ 95 12 290+ 34 140
Hematologic indexes
WBC count, cells/pL. 25 5,608 =+ 267 12 6,358 == 370 L
Neutrophils, cells/iL. 22 3,428 £ 200 3,596+ 271 620
Monoeyles, cells/lL 22 344 21 396+ 28 15
Lymphocytes, cells/pL, 22 1,730 £ 147 2,122+ 198 A2
Eosinophils, cells/pL 22 107 =28 199+ 38 058
Basophils, cells/L, 22 18343 45359 L0008
Hemoglobin, g/dL 23 154£0.3 2 14.4£04 058w
Platelets, X 10% cells/il, 23 294 % 9.1 11 27113 L0046
BALF cell classification, %
Alveolar macrophages 17 63+ 3.6 5 38+6.7 0036+
Neutrophils ] 52+ 1.5 5 10827 L0820
Eosinophils 17 0.84 +0.32 5 0.40 = 0.60 .59
Lymphocytes 17 31.2%£3.8 5 50471 027

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

Table 1 legend for expansion of other abbreviations,
sCaleulated using Student ¢ test.

"Described previously,* left lung.

Caleulated using the Wilcoxon rank sum test.

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

DiIsCUSSION

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-CS¥F 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,, 'EV,, VC, and DLco and
reported that the median duration of clinical benefit
from lavage was 15 months.2 In a report of 21 patients
with PAP who underwent WLL in an experienced
center, > 70% of patients remained free {rom 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-WLL group patients and the AT-GM group
patients suggests that nonresponders 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 al'2
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