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Abstract: Background: We conducted intratracheal instillations of different molecular weights of
polyacrylic acid (PAA) into rats in order to examine what kinds of physicochemical characteristics
of acrylic acid-based polymer affect responses in the lung. Methods: F344 rats were intratracheally
exposed to a high molecular weight (HMW) of 598 thousand g/mol or a low molecular weight (LMW)
of 30.9 thousand g/mol PAA at low and high doses. Rats were sacrificed at 3 days, 1 week, 1 month,
3 months and 6 months post exposure. Results: HMW PAA caused persistent increases in neutrophil
influx, cytokine-induced neutrophil chemoattractants (CINC) in the bronchoalveolar lavage fluid
(BALF), and heme oxygenase-1 (HO-1) in the lung tissue from 3 days to 3 months and 6 months
following instillation. On the other hand, LMW PAA caused only transient increases in neutrophil
influx, CINC in BALF, and HO-1 in the lung tissue from 3 days to up to 1 week or 1 month following
instillation. Histopathological findings of the lungs demonstrated that the extensive inflammation and
fibrotic changes caused by the HMW PAA was greater than that in exposure to the LMW PAA during
the observation period. Conclusion: HMW PAA induced persistence of lung disorder, suggesting
that molecular weight is a physicochemical characteristic of PAA-induced lung disorder.

Keywords: polyacrylic acid (PAA); organic compounds; molecular weight; pulmonary toxicity

1. Introduction

It is thought that organic compounds do not induce irreversible interstitial lesions
such as pulmonary fibrosis, unlike inorganic compounds such as asbestos and crystalline
silica, but pulmonary fibrosis caused by organic compounds has been reported recently.
Polyhexamethyleneguanidine phosphate (PHMG-p), an organic compound used as a
humidifier disinfectant, was reported to cause lung disorders, including interstitial lung
disease, emphysema and acute respiratory distress syndrome (ARDS), in 5955 people
in South Korea [1,2]. In Japan, it was reported that in a workplace where cross-linked
acrylic acid-based polymers (CL-PAA) were handled, six out of tens of workers who
had used a powder made of the polymers developed progressive lung disorders such as
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pneumoconiosis, emphysema and pneumothorax [3]. Intratracheal exposure to CL-PAA has
also been reported to induce pulmonary inflammation in rat lung as severe or equivalent to
crystalline silica and asbestos exposure [4]. It was confirmed from the above that CL-PAA,
which is an organic compound, has severe inflammatory and fibrotic potentials in the lung.
It is unclear, however, what physicochemical characteristics of CL-PAA are closely related
to lung disorder.

Acrylic acid-based polymers show different functions depending on their molecular
weight, and as the molecular weight increases, the functions change in the order of dis-
persion, thickening, aggregation, and swelling [5]. Thickening contributes to the delay in
clearance of the substance from the lungs [6], it is, therefore, considered that the molecular
weight is involved in lung disorders caused by polyacrylic acid (PAA).

The mechanism of lung disorder caused by organic compounds is unknown, but,
with inorganic compounds, the inhaled chemicals deposit in the lung, causing persistent
inflammation and eventually leading to the formation of chronic and irreversible lesions
such as pulmonary fibrosis and tumors [7–11]. Asbestos, crystalline silica, and nanoparticles
with high pulmonary toxicity have been reported to cause persistent inflammation in the
lungs, leading to lung fibrosis and tumorigenesis [12,13]. It is, therefore, presumed that
persistent lung inflammation is a crucial process in the induction and progression of chronic
and irreversible lung lesions in lung disorder caused by inhalable dust [7,9–11].

We conducted intratracheal instillations of different molecular weights into the lungs
of rats in order to explore whether or not molecular weight, among the physicochemical
characteristics of PAA, which is the basic structure of CL-PAA, affects responses in the
lung. We used high and low molecular weights of PAA (HMW PAA and LMW PAA) and
examined pulmonary inflammation and fibrosis.

2. Results
2.1. Characterization of PAA

The fundamental characteristics of the HMW and the LMW PAA are summarized in
Table 1.

Table 1. Physiochemical characterization of the polymers used in the present study.

Name Polyacrylic Acid Structural Formula
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 High molecular weight Low molecular weight 

Bulk 

Purity ≦100% ≦100% 
Weight average molecular weight (MW) 598,000 g/mol 30,900 g/mol 
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CAS number 9003-01-4

High molecular weight Low molecular weight

Bulk

Purity ≤100% ≤100%

Weight average molecular weight (MW) 598,000 g/mol 30,900 g/mol

Number average molecular weight (Mn) 451,000 g/mol 25,800 g/mol

Poly dispersity index (PDI) 1.33 1.20

Cross-linking None None

Appearance Solid, white powdered Solid, white powdered

Odor None None

Secondary diameter 2.83 µm 269 nm

Suspension

Radius of gyration (Rg) 57.5 nm 13.5 nm

Hydrodynamic radius (Rh)
39.7 nm

(Molecular dispersion)
2.78 nm

(Molecular dispersion)

217 nm
(H2O dispersion:

Suspension
for instillation)

1.11 nm
(H2O dispersion:

Suspension
for instillation)

Secondary diameter 39.3 nm 53.2 nm

Secondary diameter: the particle diameter of agglomerate.
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In summary, the polymers used in our study had weight average molecular weights
(MW) of 598 thousand g/mol (HMW) and 30.9 thousand g/mol (LMW), respectively. The
number average molecular weights (Mn) of HMW and LMW were 451 thousand and
25.8 thousand, respectively. The poly dispersity indexes (PDIs) were 1.33 (HMW) and
1.20 (LMW), respectively. The radii of gyration (Rg) of the polymers in the suspension
were 57.5 nm (HMW) and 13.5 nm (LMW), respectively. The hydrodynamic radii (Rh)
of the polymers in the molecular dispersion were 39.7 nm (HMW) and 2.78 nm (LMV),
respectively. The hydrodynamic radii (Rh) of the polymers in the H2O dispersion were
217 nm (HMW) and 1.11 nm (LMV), respectively. The secondary diameters in the bulk
were 2.83 µm (HMW) and 269 nm (LMW), respectively. The secondary diameters in the
suspension were 39.3 mm (HMW) and 53.2 nm (LMW), respectively.

Figure 1 shows that the bulk polymers (Figure 1A(a): HMW PAA, and Figure 1B(a):
LMW PAA) and the polymers in the solution formed agglomerates (Figure 1A(b): HMW
PAA, and Figure 1B(b): LMW PAA).
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Figure 1. Scanning electron microscopy (SEM) images of the polymers used in the present study. 
The bulk HMW and LMW PAA powders and the suspended HMW and LMW PAA in distilled 

Figure 1. Scanning electron microscopy (SEM) images of the polymers used in the present study. The
bulk HMW and LMW PAA powders and the suspended HMW and LMW PAA in distilled water
are shown in (A(a)) and (B(a)), and (A(b)) and (B(b)), respectively. They all formed agglomerates.
(Internal scale bar = 10 µm for (A(a)), 500 nm for (A(b)), 500 µm for (B(a)) and 500 nm for (B(b))).

No endotoxin was detected in any of the polymer suspensions.

2.2. Relative Lung Weights

Relative lung weight (lung weight/body weight) increased dose dependently at each
observation point in both the HMW and LMW PAA-exposure groups. In the HMW
PAA-exposure group; in particular, a significant increase in relative lung weight was
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sustained throughout the observation period compared to the control group (Table 2). The
HMW PAA-exposure lungs, especially the 1.0 mg-HMW PAA-exposure lungs, were more
edematous and mottled than the LMW PAA-exposure lungs at 3 days after the instillation
(Figure 2A(a–c),B(a–c)).

Table 2. Relative lung weight.

3 Days 1 Week 1 Month 3 Months 6 Months

Relative lung weight (% ± SD)

Control
(distilled water) 0.36 ± 0.03 0.34 ± 0.01 0.32 ± 0.01 0.32 ± 0.01 0.32 ± 0.01

HMW 0.2 mg 0.50 ± 0.03 ** 0.48 ± 0.02 ** 0.38 ± 0.01 ** 0.33 ± 0.01 0.32 ± 0.01

HMW 1.0 mg 0.73 ± 0.03 ** 0.70 ± 0.05 ** 0.50 ± 0.01 ** 0.43 ± 0.02 ** 0.39 ± 0.02 **

Control
(distilled water) 0.37 ± 0.01 0.35 ± 0.03 0.33 ± 0.02 0.30 ± 0.01 0.30 ± 0.03

LMW 0.2 mg 0.42 ± 0.02 ** 0.38 ± 0.02 0.34 ± 0.01 0.31 ± 0.01 0.30 ± 0.01

LMW 1.0 mg 0.54 ± 0.02 ** 0.48 ± 0.02 ** 0.39 ± 0.02 ** 0.31 ± 0.01 * 0.30 ± 0.01

Data are presented as mean ± SE. (* p < 0.05, ** p < 0.01).
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Figure 2. Macro findings at 3 days after instillation. The lungs in the exposed groups showed swell-
ing at 3 days after intratracheal instillation. (A) HMW PAA-exposure group and (B) LMW PAA-
exposure group, where (a) control group, (b) 0.2 mg-exposure group, and (c) 1.0 mg-exposure 
group. In the HMW PAA group, the surface of the lungs were rough. 

  

Figure 2. Macro findings at 3 days after instillation. The lungs in the exposed groups showed swelling
at 3 days after intratracheal instillation. (A) HMW PAA-exposure group and (B) LMW PAA-exposure
group, where (a) control group, (b) 0.2 mg-exposure group, and (c) 1.0 mg-exposure group. In the
HMW PAA group, the surface of the lungs were rough.

2.3. Cell Analysis and Lactate Dehydrogenase (LDH) Activity in Bronchoalveolar Lavage
Fluid (BALF)

Table 3 and Figure 3 shows the results of inflammatory cell counts and LDH activity,
an index of cell injury, in the BALF. A significant increase in total cell count was observed
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in the HMW PAA-exposure group at 3 days to 1 month after exposure at both the 0.2 mg
and 1.0 mg doses compared to the control group, whereas it was observed in the LMW
PAA-exposure group at 3 days to 1 week after exposure at both or either the 0.2 mg and
1.0 mg dose compared to the control group. There were significant increases in the number
of macrophages and neutrophils, and the percentage of neutrophils from 3 days to 1 month
after exposure in the HMW PAA-exposure group, and from 3 days to 1 week after exposure
in the LMW PAA-exposure group (Table 3). Many neutrophils and many macrophage-
phagocytosed PAA in the exposure groups could be seen in light microscopic images of the
BALF at 3 days after the instillation (Figure 4A(a–c),B(a–c)), indicating that PAA induced
lung inflammation. The results of released LDH activity in the 0.2 mg and 1.0 mg-HMW
PAA exposure groups also showed statistically significant increases at 1 week and from
3 days to 1 week after exposure compared to the control group (Figure 3A), whereas the
results in the 0.2 mg and 1.0 mg LMW PAA-exposure groups showed statistically significant
increases from 3 days to 1 week or 1 month after exposure compared to the control group
(Figure 3B).

Table 3. Inflammatory cell counts in BALF.

3 Days 1 Week 1 Month 3 Months 6 Months

Total cell count (×1000 cells/mL ± SD)
Control (distilled water) 122.4 ± 36.3 137.5 ± 21.8 98.4 ± 34.5 185.0 ± 64.5 174.8 ± 59.0

HMW 0.2 mg 580.0 ± 228.9 ** 449.4 ± 42.5 * 403.7 ± 42.3 ** 191.7 ± 29.6 212.3 ± 74.3
HMW 1.0 mg 1043.6 ± 165.3 ** 592.3 ± 189.0 ** 407.3 ± 154.6 ** 166.0 ± 53.2 186.5 ± 34.2

Control (distilled water) 94.5 ± 9.9 69.3 ± 14.5 80.4 ± 28.4 75.2 ± 19.6 89.4 ± 28.2
LMW 0.2 mg 342.2 ± 98.5 ** 147.1 ± 27.9 88.8 ± 39.0 91.2 ± 15.3 102.9 ± 30.1
LMW 1.0 mg 1021.1 ± 116.9 ** 606.0 ± 235.8 ** 61.4 ± 15.3 59.4 ± 17.7 96.8 ± 21.4

Macrophage count (×1000 cells/mL ± SD)
Control (distilled water) 121.6 ± 34.8 137.2 ± 21.8 97.4 ± 34.1 183.8 ± 63.5 172.4 ± 57.6

HMW 0.2 mg 215.5 ± 92.9 272.2 ± 41.9 * 359.9 ± 37.7 ** 190.4 ± 29.4 210.6 ± 72.3
HMW 1.0 mg 411.7 ± 73.1 ** 379.3 ± 114.5 ** 395.0 ± 158.0 ** 164.9 ± 53.3 182.6 ± 32.2

Control (distilled water) 93.0 ± 9.1 69.1 ± 14.6 79.6 ± 27.8 73.9 ± 19.4 87.9 ± 28.3
LMW 0.2 mg 168.1 ± 29.2 ** 128.4 ± 22.1 87.9 ± 38.6 90.2 ± 15.3 102.2 ± 29.2
LMW 1.0 mg 255.5 ± 28.5 ** 323.0 ± 137.8 ** 60.6 ± 15.2 57.8 ± 16.7 95.5 ± 21.3

Neutrophil count (×1000 cells/mL ± SD)
Control (distilled water) 1.7 ± 2.1 0.3 ± 0.4 0.4 ± 0.6 1.1 ± 1.3 1.9 ± 2.0

HMW 0.2 mg 352.2 ± 137.1 ** 169.2 ± 27.2 ** 33.5 ± 18.7 ** 1.1 ± 0.8 1.4 ± 1.9
HMW 1.0 mg 606.1 ± 141.4 ** 197.4 ± 83.0 ** 5.1 ± 3.3 0.8 ± 0.6 3.9 ± 2.6

Control (distilled water) 0.7 ± 0.6 0.1 ± 0.1 0.5 ± 0.6 0.8 ± 0.8 0.9 ± 1.2
LMW 0.2 mg 171.1 ± 76.3 ** 17.0 ± 9.2 0.4 ± 0.6 0.6 ± 0.8 0.4 ± 0.7
LMW 1.0 mg 739.7 ± 81.4 ** 251.5 ± 93.4 ** 0.7 ± 0.3 1.5 ± 1.2 0.2 ± 0.4

Percentage of neutrophil (% ± SD)
Control (distilled water) 1.1 ± 1.3 0.2 ± 0.3 0.5 ± 0.7 0.5 ± 0.5 1.0 ± 0.7

HMW 0.2 mg 60.8 ± 4.4 ** 37.8 ± 5.9 ** 8.3 ± 4.5 ** 0.6 ± 0.4 0.5 ± 0.7
HMW 1.0 mg 57.8 ± 6.3 ** 32.8 ± 7.1 ** 1.5 ± 1.3 0.5 ± 0.4 2.0 ± 1.2

Control (distilled water) 0.7 ± 0.6 0.1 ± 0.2 0.5 ± 0.5 1.0 ± 0.9 1.1 ± 1.4
LMW 0.2 mg 48.2 ± 8.7 ** 11.1 ± 5.5 ** 0.4 ± 0.4 0.7 ± 0.8 0.3 ± 0.4
LMW 1.0 mg 72.5 ± 2.2 ** 41.6 ± 6.7 ** 1.1 ± 0.5 2.2 ± 1.3 0.2 ± 0.4

Lymphocyte count (×1000 cells/mL ± SD)
Control (distilled water) 0.0 ± 0.0 0.0 ± 0.0 0.6 ± 0.9 0.1 ± 0.3 0.4 ± 0.8

HMW 0.2 mg 1.6 ± 3.7 0.4 ± 0.8 9.9 ± 6.7 * 0.0 ± 0.0 0.3 ± 0.7
HMW 1.0 mg 7.0 ± 7.6 3.1 ± 2.6 * 7.1 ± 5.0 0.3 ± 0.4 0.0 ± 0.0

Control (distilled water) 0.7 ± 0.8 0.1 ± 0.2 0.3 ± 0.4 0.5 ± 0.5 0.5 ± 0.2
LMW 0.2 mg 2.3 ± 2.0 0.5 ± 0.7 0.4 ± 0.4 0.4 ± 0.4 0.3 ± 0.3
LMW 1.0 mg 10.8 ± 11.2 14.6 ± 12.2 * 0.1 ± 0.1 0.1 ± 0.1 1.0 ± 0.3

Data are presented as mean ± SE. (* p < 0.05, ** p < 0.01).
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Figure 3. Analysis of released LDH activity in BALF following intratracheal instillation. (A) HMW
PAA-exposure group and (B) LMW PAA-exposure group. Released LDH activity in BALF in all of
the exposed groups were higher than those in the control groups in a dose dependent-manner. Data
are presented as mean ± SE. (* p < 0.05, ** p < 0.01).
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Figure 4. Cells in BALF at 3 days after the instillation. The images of cells in BALF are shown in
Figure 4. (A) HMW PAA-exposure group and (B) LMW PAA-exposure group, where (a) control group,
(b) 0.2 mg-exposure group, and (c) 1.0 mg-exposure group. Polymer phagocytosed macrophages are
shown in the insets (red arrow heads). (internal scale bar = 100 µm for all).

2.4. Concentration of Cytokine-Induced Neutrophil Chemoattractants (CINC) in BALF and
Concentration of Heme Oxygenase (HO)-1 in Lung Tissue

Figure 5 shows the concentrations of CINC-1 (Figure 5A(a),B(a)) and CINC-2
(Figure 5A(b),B(b)) in the BALF following the intratracheal instillation of the HMW PAA
and LMW PAA, respectively. The concentrations of CINC-1 increased persistently from
3 days until 1 month post exposure in the HMW PAA-exposure group and from 3 days
until 1 week post exposure in the LMW PAA-exposure group compared to their respective
control groups. The concentrations of CINC-2 increased persistently from 3 days until
6 months post exposure in the HMW PAA-exposure group and from 3 days until 1 week
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post exposure in the LMW PAA-exposure group compared to their respective control
groups. The expression levels of these chemokines in the exposed groups generally de-
creased over time. Statistically significant persistent increases in the concentration of HO-1
in the lung tissues exposed to the HMW PPA were observed from 3 days to 6 months,
whereas in the lung tissues exposed to the LMW PPA, there was only a transient increase
(Figure 5A(c),B(c)).
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Figure 5. Analysis of cytokines in BALF and HO-1 in lung tissue after intratracheal instillation
(A) HMW PAA-exposure group and (B) LMW PAA-exposure group, where (a) CINC-1/CXCL1
concentration in BALF, (b) CINC-2/CXCL3 concentration in BALF, and (c) HO-1 concentration in
lung tissue. In the HMW PAA-exposure group, high expression of CINC-1/CXCL1 and CINC-
2/CXCL3 in BALF was persistent from 3 days to 1 or 3 months after the instillation, whereas in the
LMW PAA-exposure group, it was persistently only from 3 days to 1 week after the instillation. In
the HMW PAA-exposure group, high expression of HO-1 was sustained throughout the observation
period, but in the LMW PAA-exposure group it was sustained for only 1 week after the instillation.
Data are presented as mean ± SE. (* p < 0.05 and ** p < 0.01 indicate that the values are significantly
higher than control group. † p < 0.05 and †† p < 0.01 indicate that the values are significantly lower
than control group.).
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2.5. Micro-CT Imaging

Diffuse or centrilobular infiltration was revealed in the lungs from 3 days to 1 month
after exposure in the HMW PAA-exposure group and from 3 days to 1 week after exposure
in the LMW PAA-exposure group, respectively, in a dose-dependent manner. Lung infil-
tration improved over time after 3 months in the HMW PAA-exposure group, and after
1 month in the LMW PAA-exposure group (Figure 6A(a–o),B(a–o)).
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Figure 6. 3D micro-CT imaging after intratracheal instillation. (A) HMW PAA-exposure group and
(B) LMW PAA-exposure group at 3 days, where (a) control group, (b) 0.2 mg-exposure group, and
(c) 1.0 mg-exposure group; at 1 week, where (d) control group, (e) 0.2 mg-exposure group, and
(f) 1.0 mg-exposure group; at 1 month, where (g) control group, (h) 0.2 mg-exposure group, and
(i) 1.0 mg-exposure group; at 3 months, where (j) control group, (k) 0.2 mg-exposure group, and
(l) 1.0 mg-exposure group; and at 6 months, where (m) control group, (n) 0.2 mg-exposure group,
and (o) 1.0 mg-exposure group. Bilateral diffusion or centrilobular infiltration in lungs was observed
from 3 days to 1 month in the HMW PAA-exposure group and from 3 days to 1 week or 1 month in
the LMW PAA-exposure group, respectively. The radiological findings were more prominent in the
HMW PAA-exposure group than in the LMW PAA-exposure group.

2.6. Histopathological Features in the Lung

Figure 7A(1–30),B(1–30) show representative histopathological findings in the lung in
the HMW PAA-exposure group and the LMW PAA-exposure group, respectively, during
the observation period. Inflammatory cell infiltrations, mainly macrophages and neu-
trophils, into the alveoli were seen in a dose-dependent manner in both the HMW and
LMW PAA-exposure groups. Lung inflammation in histopathology was more marked in
the HMW PAA-exposure group than in the LMW PAA-exposure group, and although it
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persisted even at 1 month after exposure in the HMW PAA-exposure group (Figure 7A(1–
3,7–9,13–15,19–21,25–27) and Figure 8A(a)), it was only transient in the LMW PAA-exposure
group (Figures 7B(1–3,7–9,13–15,19–21,25–27) and 8B(a)). There were no granulomas or
formation of giant cells in any of the groups.
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Figure 7. Comparison of histological findings between HMW PAA-exposure group and LMW PAA-
exposure group (Hematoxylin and eosin (HE) and Masson trichrome (MT) staining). (A) HMW
PAA-exposure group and (B) LMW PAA-exposure group. At 3 days HE staining, where (1) control
group, (2) 0.2 mg-exposure group, and (3) 1.0 mg-exposure group; and MT staining, where (4) control
group, (5) 0.2 mg-exposure group, and (6) 1.0 mg-exposure group. At 1 week HE staining, where
(7) control group, (8) 0.2 mg-exposure group, and (9) 1.0 mg-exposure group; and MT staining, where
(10) control group, (11) 0.2 mg-exposure group, and (12) 1.0 mg-exposure group. At 1 month HE
staining, where (13) control group, (14) 0.2 mg-exposure group, and (15) 1.0 mg-exposure group; and
MT staining, where (16) control group, (17) 0.2 mg-exposure group, and (18) 1.0 mg-exposure group.
At 3 months HE staining, where (19) control group, (20) 0.2 mg-exposure group, and (21) 1.0 mg-
exposure group; and MT staining, where (22) control group, (23) 0.2 mg-exposure group, and
(24) 1.0 mg-exposure group. At 6 months HE staining, where (25) control group, (26) 0.2 mg-exposure
group, (27) 1.0 mg-exposure group. MT staining; (28) control group, (29) 0.2 mg-exposure group,
and (30) 1.0 mg-exposure group. In the HMW PAA-exposure group, lung inflammation, including
infiltration of neutrophils in alveoli (red arrow heads in inset), persisted for 1 month, and pulmonary
fibrosis observed after 3 days after the instillation was observed throughout the observation period.
In the LMW PAA-exposure group, on the other hand, lung inflammation lasted only for 1 week
or 1 month, and slight pulmonary fibrosis was observed at 3 days after the instillation, although
it disappeared by 3 months. The extent of lung inflammation and fibrosis were more severe in the
HMW PAA-exposure group than in the LMW PAA-exposure group. (Internal scale bar = 250 µm
for all).
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In the present study, significant and persistent neutrophil-based inflammatory cell 
infiltration in the alveoli was observed in the lungs, especially following intratracheal in-
stillation of PAA with HMW. In particular, the severity and persistence of the lung 

Figure 8. The histological evaluation of lung lesions. (A) HMW PAA-exposure group and (B) LMW
PAA-exposure group, where (a) inflammatory cell infiltration score among the control, 0.2 mg-
exposed, and 1.0 mg-exposed groups, and (b) Ashcroft score in the control group and 1.0 mg-exposure
group. Inflammatory cell infiltration was observed in a dose-dependent manner, and was more
severe and lasted longer in the HMW PAA-exposure group than in the LMW PAA-exposure group
(A(a),B(a)). Pulmonary fibrosis was seen throughout the observation period in the HMW PAA-1.0 mg
exposure group, whereas it was transient in the LMW PAA-1.0 mg exposure group. Pulmonary
fibrosis was more severe in the HMW PAA-exposure group than in the LMW PAA-exposure group
(A(b),B(b)). Data are presented as mean ± SE. (** p < 0.01, †† p < 0.01 and ‡‡ p < 0.01 indicate that
there is a significant difference in the scores between the two groups, respectively. N.S. indicates that
there is no significant difference in the scores between the two groups.).

Pulmonary fibrosis was more severe in the HMW PAA-exposure group than in the
LMW PAA-exposure group in general. In addition, while the pulmonary fibrosis was
observed in the HMW PAA-exposure lung throughout the observation period, it was
transient in the LMW PAA-exposure lung (Figure 7A(4–6,10–12,16–18,22–24,28–30),B(4–
6,10–12,16–18,22–24,28–30) and Figure 8A(b),B(b) and Table A1).

3. Discussion

The main findings obtained in the present study are as follows: (1) the HMW PAA
caused severe and persistent lung inflammation and fibrosis compared to the LMW; and
(2) the HO-1 protein level in the lung tissue exposed to the HMW PAA increased persistently
during the observation period compared to the LMW.

In the present study, significant and persistent neutrophil-based inflammatory cell
infiltration in the alveoli was observed in the lungs, especially following intratracheal
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instillation of PAA with HMW. In particular, the severity and persistence of the lung
inflammation due to PAA was comparable to or greater than that of inorganic compounds
with high toxicity.

We previously conducted intratracheal instillations of various inorganic compounds
such as crystalline silica, asbestos (chrysotile), and nanoparticles of nickel oxide (NiO) [14]
and cerium oxide (CeO2) [15], and multi-walled carbon nanotube (MWCNT) [16] under the
same experimental conditions of dose and observation period. Although these inorganic
materials also induced persistent neutrophil-based inflammatory cell infiltration in the
alveoli, the lung inflammation caused by HMW PAA was equal to or greater than that of
those materials.

Concerning lung disorder induced by other organic compounds, there have been some
reports from South Korea of intratracheal instillation and inhalation exposure to PHMG-P
in animal models, and severe lung inflammation, mainly neutrophils, was observed in all
of these studies [17,18]. The clinical features of PHMG-P-caused lung disorder in humans
are a short latent period before the onset of lung disorder, rapid development of fibrosis
following severe pneumonia, and a high mortality rate [19,20]. It is possible that organic
compounds have different physicochemical characteristics than inorganic compounds, and
new substances that have potential for serious lung injury may emerge in the future.

It has also been reported in occupational asthma that the effect of substances on the
lungs differs depending on the difference in molecular weight [21,22]. Occupational asthma
due to HMW agents, grain flours such as wheat and buckwheat flour, wood dust, and
pollen, is related to occupational rhinitis, conjunctivitis, atopy, and immediate asthmatic
response, while occupational asthma due to LMW agents, isocyanates, polymers, and
cosmetics involved in manufacturing and painting is related to chest discomfort and
sputum during work, late asthmatic response, and acute severe asthma exacerbation. It is
considered that the difference in molecular weight of sensitizers that cause occupational
asthma involves allergic responses that are associated with immunoglobulin E (IgE) or less
associated with IgE [23]. Compared to occupational asthma, in which the difference in the
molecular weight of the sensitizer affects its phenotype, the difference in the molecular
weight of PAA does not affect its phenotype of inflammation and is considered to affect the
severity and range of inflammation in PAA-induced lung disorder.

Acrylic acid-based polymers, including PAA, change their function in the order of
dispersion, thickening, aggregation, and swelling as the molecular weight increases [5].
Dispersion is related to the ion capturing function of the polymers [24]. Thickening is based
on interactions, such as hydrogen bonds, ionic bonds, and hydrophobic bonds, between
the polymers and the solvents [5]. Aggregation is due to the formation of crosslinking
between the polymers and the dispersoids and the neutralization of the surface charge
of the dispersoid by electrolytic groups [25–27]. Swelling is affected by the difference
in osmotic pressure between the inside and outside of the polymers that occurs when
the polymer comes into contact with the dispersion medium, the hydrophilicity of the
polymers, and the crosslink density [5]. Melt viscosity of entangled linear polymers has
been described to be proportional to their molecular weight to the 3.4th power [28,29], and
the thickening that comes with increasing molecular weight affects the delay in clearance
of the compounds from the lungs. It has been reported that the rate of mucus movement
due to coughing is inversely related to the viscosity of the mucus [6,30]. If a highly viscous
substance is present in the lungs, it is difficult for it to be excreted, which can lead to lung
disorder. Cystic fibrosis (CF) is a recessive genetic disease that is characterized by airway
mucus plugging and reduced mucus clearance, and is a disease derived from atelectasis
and luminal obstruction to lung fibrosis and respiratory failure through infection [31,32].

In the present study, we think that the strong viscosity of the injection solution by
PAA enhanced the severity and range of inflammation. Inflammation in the pathological
lung tissue was observed mainly in the peripheral airways, and atelectasis was observed in
the surrounding alveolar space (Figure 9A,B). There are case reports in which treatment to
reduce the viscosity of sputum was effective for atelectasis. For instance, it was reported
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that bronchoscopic instillation of DNase into atelectatic lobes resulted in a significant
response in all of three children with CF in the following days, with further improvement
up to four weeks after instillation [33]. A meta-analysis of 402 pediatric patients with
non-CF pulmonary atelectasis also showed benefits in patients who received DNase for
refractory atelectasis [34]. Based on these results, we believe that the viscosity of PAA and
lung inflammation are closely related.
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We think that another reason for the inflammogenicity of the higher Mw PAA is that
the higher Mw PAA may degrade slower than the lower Mw PAA, leading to lung damage.
Considering that sustained inflammation by deposited chemicals leads to the formation of
chronic and irreversible lesions, such as lung fibrosis and tumors [7–11], chemicals with
slower clearance from the lung are thought to be an important factor in lung disorder
resulting from chemicals. It has been reported that the higher-molecular-weight hyaluronic
acid (HA), an organic compound like PAA, shows longer persistence in the lungs and
delays mucociliary clearance to a greater extent the lower-molecular-weight HA following
intratracheal instillation of HA with different molecular weights [35].

The CINC family are typical chemokines that induce and activate neutrophils and
macrophages in rat lung. An increase in CINC-1 and CINC-2 concentrations in BALF [14,15,36]
was also observed in an intratracheal instillation of nanoparticles with high toxicity under
the same exposure dose as in the present study. The CINC-1 and CINC-2 concentrations in
BALF increased due to PAA exposure in both PAA with HMW and LMW, but the difference
between the inflammation induced by HMW and LMW PAA that was observed in the
histopathology of the lung was not reflected in the CINC results. The results of these
chemokines in the present study did not reflect the differences in the inflammation in the
lung, and we considered that the mechanism of pulmonary inflammation induced by PAA
may be different to the pulmonary inflammation induced by nanoparticles.

We measured HO-1 concentration in rat lung induced by PAA as an inflammation-
related factor. We previously reported in a comprehensive gene analysis that the upregula-
tion of HO-1 in lung induced by CL-PAA was higher in the group of “response to oxidative
stress”, and 4.62 times stronger compared to the control group [4]. In the present study,
the HO-1 protein level in the lung tissue induced by the HMW PAA increased persistently
during the observation period compared with that by the LMW. We previously observed a
persistent increase in the HO-1 protein level in lung tissue exposed to NiO nanoparticles
with high toxicity [11], whereas, in contrast, the HO-1 in BALF increased transiently in
an intratracheal instillation of titanium dioxide (TiO2) nanoparticles (Rutile) with low
pulmonary toxicity [14]. The difference in the expression of HO-1 by nanoparticles with
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different toxicities reflects the difference in the inflammation of nanoparticles, and in this
sense, the result of HO-1 due to the difference in molecular weight of PAA reflects the
difference in lung inflammation. Regarding organic compounds, there is a report on PHMG-
induced oxidative stress in which 4-hydroxynoneal as a biomarker of lipid peroxidation
formed in inhaled rat lung exposed to polyhexamethylene guanidine hydrochloride [37].
These data suggest that oxidative stress is involved in PAA-induced lung disorder. It has
been reported that oxidative stress makes lung injury more progressive in knockout mice
of class A scavenger receptors (SR-As) [38].

Intratracheal instillation studies can be helpful for approximating the hazardous effects
of inhalable chemicals, but a limitation of this study is that its exposure route was not
physiological, despite the instillation of PAA of a respirable size; it is not the same as
in inhalation studies. Therefore, inhalation studies also need to be performed to clarify
whether exposure to PAA induces pulmonary inflammation and fibrosis.

4. Materials and Methods
4.1. Sample Polymers

HMW PAA (Poly acrylic acid 1,000,000:162-18601) (FUJIFILM Wako Pure Chemical
Corporation, Osaka, Japan) and LMW PAA (Poly acrylic acid 25,000:162-18581) (FUJIFILM
Wako Pure Chemical Corporation, Osaka, Japan) were used. The polymer was mixed
with distilled water, and gently stirred for 40 min (Mag-Mixer MF820 or MD300, Yamato
Scientific Co., Ltd., Tokyo, Japan). The weight average molecular weight (MW), the number
average molecular weight (Mn) and the poly dispersity index (PDI) of the polymer and
the radius of gyration (Rg) were measured by gel permeation chromatography (GPC) (a
Prominence 501 system (SHOKO SCIENCE, Kanagawa, Japan) coupled with multi-angle
static light scattering (MALS) detector (Dawn-Heleos-II, Wyatt Technology Europe GmbH,
Dernbach, Rheinland-Pfalz, Germany) using GF-7MHQ (Showa Denko K.K., Tokyo, Japan)
with 0.1 M carbonate-bicarbonate buffer as the eluent [39,40]. The hydrodynamic diameter
(Rh) was measured by dynamic light scattering (DLS) (DynaPro NanoStar, Wyatt Tech-
nology Corp., Santa Barbara, CA, USA) using the method of Stokes-Einstein relationship
of Brownian motion [41]. In the molecular dispersion, the polymers were dissolved in
0.1 M carbonate–bicarbonate buffer, then the solutions were alkalized with 2N NaOH
and then neutralized with 1N HCl. The secondary diameter was measured using SEM
imaging [42,43].

The bulk polymer and the dispersed polymer in the solution were observed by a SEM
by HITACHI S-4500 (Hitachi, Ltd., Tokyo, Japan).

The particle preparations in our experiment were tested for endotoxin by a gel clot
endotoxin assay kit (Toxin SensorTM) (Gen Script USA Inc., Piscataway, NJ, USA), the gel-
clot methods with the sensitivity of 0.25 EU/mL, according to the manufacture’s instruction.

4.2. Animals

Male Fischer 344 rats (8 weeks old) were purchased from Charles River Laboratories
International, Inc. (Kanagawa, Japan) and kept for acclimatization for 4 weeks. They
were raised under the same conditions as we described previously [4]. Briefly, they were
accommodated in the Laboratory Animal Research Center of the University of Occupational
and Environmental Health, Japan with free access to a commercial diet and water under a
light/dark 12 h/12 h cycle, 20–25 ◦C, 40–70% humidity with ventilation 15 times/hour. All
procedures and animal handling were performed according to the guidelines described in
the Japanese Guide for the Care and Use of Laboratory Animals as approved by the Animal
Care and Use Committee, University of Occupational and Environmental Health, Japan
(animal studies ethics clearance proposal number; AE17-009).

4.3. Intratracheal Instillation

Rats (12 weeks old) received 0.2 mg (0.8 mg/kg BW) or 1.0 mg (4.0 mg/kg BW) of
PAA suspended in 0.4 mL distilled water in single intratracheal instillations. Distilled
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water was administered to the control group. The accumulated exposure in workers
who handle this dosage of CL-PAA was estimated, which may correspond to a period of
approximately 529 days (1.45 years) of inhalation at 2.1 mg/m3, which is the maximum
concentration of personal exposure of respirable dust in the workplace, as defined by the
American Conference of Governmental Industrial Hygienists (ACGIH) (lung weight in
rat: 2 g, lung weight in human: 1000 g, tidal volume in human: 0.625 L, respiratory rate:
15/min, exposure time per day: 8 h, deposition fraction: 10%).

4.4. Animals Following Intratracheal Instillation

Five rats each were assigned to each exposure and control group at 3 days, 1 week,
1 month, 3 months and 6 months after intratracheal instillation. Animals were sacrificed at
each time point under anesthesia with isoflurane (Pfizer Japan, Tokyo, Japan) inhalation.
After the measurement of body weight, dissection and sample collection was performed
in the same manner as we described previously [44]. Briefly, BALF was collected from
the right lungs following the removal of blood from the abdominal aorta and perfusion
of the right lungs with normal saline. The third lobes of the right lungs were then stored
at −80 ◦C and the left lungs were inflated and fixed using 10% formaldehyde under a
pressure of 25 cm H2O.

4.5. Cytospin Analysis of Inflammatory Cells and Measurement of LDH in BALF

BALF pellet and supernatant obtained after centrifugation (400× g at 4 ◦C for 15 min)
were used for LDH measurement and cytospin analysis, respectively. Part of the BALF
supernatant was stored at −80 ◦C for the measurement of chemokines. The BALF pellet
was treated by the same procedure as in our previous report [44], then the number of
total cells was counted by ADAM-MC (AR BROWN Co., Ltd., Tokyo, Japan). The cells
splashed on a glass slide using cytospin (Cyto-Tek® Centrifuge, Sakura Finetek Japan
Co., Ltd., Tokyo, Japan) were stained with Diff-Quik (Sysmex CO., Kobe, Hyogo, Japan).
The number of neutrophils, alveolar macrophages and lymphocytes was examined by
microscopic observation (BX50, OLYMPUS, Tokyo, Japan). The released LDH activity in
the BALF supernatant was measured by a Cytotoxicity Detection KitPLUS (LDH) (Roche
Diagnostics GmbH, Mannheim, Nordrhein-Westfalen, Germany) according to the manufac-
turer’s instructions, estimating by a standard curve obtained from known concentrations of
recombinant LDH from rabbit muscle (Roche Diagnostics GmbH, Mannheim, Nordrhein-
Westfalen, Germany).

4.6. Measurement of Chemokines in BALF and HO-1 in Lung Tissue

The concentrations of CINC-1 and CINC-2 in the BALF supernatant were measured by
ELISA kits, #RCN100 and #RCN200 (R&D Systems, Minneapolis, MN, USA), respectively.
All measurements were performed according to the manufacturer’s instructions. The
third lobes of the right lungs were homogenized, and the protein concentration of the lung
homogenate supernatant was measured as we reported previously [44]. HO-1 concentration
in the lung homogenate supernatant was measured by ELISA kit, ADI-EKS-810A (Enzo
Life Sciences, Farmingdale, NY, USA).

4.7. 3D Micro-CT Imaging

For 3 of the 5 animals in each group, a 3D micro-CT scan was performed hours to days
before dissection at each observation point. The X-ray 3D micro-CT system (CosmoScan
GX, Rigaku Co., Tokyo, Japan) was operated under the following conditions: scanning
time of 4.0 min, average whole body exposure of 161.9 mGy/scan, tube voltage of 90 kV,
tube current of 88 µA, and chest CT of 60 × 40 mm field of view (FOV) (voxel matrix:
512 × 512 × 512 µm, and voxel size: 120 × 120 × 120 µm). The rats were in the prone
position during scanning, and sevoflurane (Pfizer Japan, Tokyo, Japan) and oxygen were
supplied through a nose cone. The images were retrospectively gated at both respiratory
phases (inspiration and expiration).
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4.8. Histopathology

Formaldehyde-fixed lung tissue was embedded in paraffin and cut to a thickness of
4µm, and then hematoxylin and eosin (HE) and Masson trichrome (MT) staining were
performed. The lung inflammation and fibrosis were examined using the inflammatory
cell infiltration score [44] and the Ashcroft score [45], respectively, according to previous
reports [4,44]. Briefly, the inflammatory cell infiltration score was obtained by scoring the
degree of inflammatory cell infiltration in lung tissue as follows: none (0), minimal (0.5),
mild (1), moderate (2), or severe (3). The score was calculated by the following equation: Σ
(grade × number of animals with grade). The Ashcroft score was assessed for lung fibrosis
by a grade of 0 (normal lung) to 8 (most severe fibrosis), and the grades were summed
up and then divided by the number of fields. The slides were evaluated for histological
changes by a board-certified pathologist.

4.9. Statistical Analysis

Statistical analysis was performed by JMP® Pro software (JMP Version 14.2.0, SAS Insti-
tute Inc., Cary, NC, USA). p values < 0.05 were considered statistically significant. One-way
or two-way analysis of variance (ANOVA) followed by Dunnett’s tests or Turkey’s test were
used appropriately in order to detect individual differences between the exposed groups
and the controls, and among each observation point in the exposed groups, respectively.

5. Conclusions

In the present study, we conducted intratracheal instillation of PAA with different
molecular weights in rats and investigated lung inflammation and fibrosis in an observation
period of 3 days to 6 months. The HMW PAA caused severe and persistent lung inflamma-
tion and fibrosis compared with the LMW. The difference in the inflammation induced by
the HMW and LMW did not correspond to the difference in the expression of chemokines
such as CINC-1 and CINC-2, but did correspond to the difference in HO-1 expression in the
lung tissue. Increased molecular weight induced a persistence of lung disorder induced by
PAA, suggesting that molecular weight is a physicochemical characteristic of PAA-induced
lung disorder.
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Appendix A

Table A1. The results of the Ashcroft score of lung lesions.

(A) HMW

Observation Point Group Ashcroft Score
vs. 3 Days vs. 1 Week vs. 1 Month

Control 0.2 mg 1.0 mg Control 0.2 mg 1.0 mg Control 0.2 mg 1.0 mg

3 days

Control 0.0 ± 0.0 - N.S. N.S. N.S. p < 0.01 p < 0.01 N.S. N.S. p < 0.01

0.2 mg 0.5 ± 0.2 N.S. - N.S. N.S. N.S. p < 0.01 N.S. N.S. p < 0.01

1.0 mg 0.7 ± 0.2 N.S. N.S. - N.S. N.S. p < 0.01 N.S. N.S. p < 0.01

1 week

Control 0.0 ± 0.0 N.S. N.S. N.S. - p < 0.01 p < 0.01 N.S. N.S. p < 0.01

0.2 mg 1.0 ± 0.5 N.S. N.S. N.S. N.S. - p < 0.01 p < 0.01 N.S. p < 0.01

1.0 mg 3.4 ± 0.9 N.S. N.S. N.S. N.S. N.S. - p < 0.01 p < 0.01

1 month

Control 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. - N.S. p < 0.01

0.2 mg 0.6 ± 0.1 N.S. N.S. N.S. N.S. N.S. N.S. N.S. - p < 0.01

1.0 mg 3.1 ± 0.4 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. -

3 months

Control 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

0.2 mg 0.1 ± 0.1 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

1.0 mg 2.5 ± 0.4 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

6 months

Control 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

0.2 mg 0.1 ± 0.1 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

1.0 mg 2.0 ± 0.8 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

(A) HMW

Observation Point Group Ashcroft Score
vs. 3 Months vs. 6 Months

Control 0.2 mg 1.0 mg Control 0.2 mg 1.0 mg

3 days

Control 0.0 ± 0.0 N.S. N.S. p < 0.01 N.S. N.S. p < 0.01

0.2 mg 0.5 ± 0.2 N.S. N.S. p < 0.01 N.S. N.S. p < 0.01

1.0 mg 0.7 ± 0.2 N.S. N.S. p < 0.01 N.S. N.S. p < 0.01

1 week

Control 0.0 ± 0.0 N.S. N.S. p < 0.01 N.S. N.S. p < 0.01

0.2 mg 1.0 ± 0.5 p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01

1.0 mg 3.4 ± 0.9 p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01

1 month

Control 0.0 ± 0.0 N.S. N.S. p < 0.01 N.S. N.S. p < 0.01

0.2 mg 0.6 ± 0.1 N.S. N.S. p < 0.01 N.S. N.S. p < 0.01

1.0 mg 3.1 ± 0.4 p < 0.01 p < 0.01 N.S. p < 0.01 p < 0.01 p < 0.01

3 months

Control 0.0 ± 0.0 - N.S. p < 0.01 N.S. N.S. p < 0.01

0.2 mg 0.1 ± 0.1 N.S. - p < 0.01 N.S. N.S. p < 0.01

1.0 mg 2.5 ± 0.4 N.S. N.S. - p < 0.01 p < 0.01 N.S.

6 months

Control 0.0 ± 0.0 N.S. N.S. N.S. - N.S. p < 0.01

0.2 mg 0.1 ± 0.1 N.S. N.S. N.S. N.S. - p < 0.01

1.0 mg 2.0 ± 0.8 N.S. N.S. N.S. N.S. N.S. -

(B) LMW

Observation Point Group Ashcroft Score
vs. 3 Days vs. 1 Week vs. 1 Month

Control 0.2 mg 1.0 mg Control 0.2 mg 1.0 mg Control 0.2 mg 1.0 mg

3 days

Control 0.0 ± 0.0 - N.S. p < 0.01 N.S. N.S. p < 0.01 N.S. N.S. N.S.

0.2 mg 0.0 ± 0.1 N.S. - p < 0.01 N.S. N.S. p < 0.01 N.S. N.S. N.S.

1.0 mg 0.5 ± 0.2 N.S. N.S. - p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01

1 week

Control 0.0 ± 0.0 N.S. N.S. N.S. - N.S. p < 0.01 N.S. N.S. N.S.

0.2 mg 0.1 ± 0.1 N.S. N.S. N.S. N.S. - p < 0.01 N.S. p < 0.01 N.S.

1.0 mg 0.4 ± 0.2 N.S. N.S. N.S. N.S. N.S. - p < 0.01 p < 0.01 p < 0.01

1 month

Control 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. - N.S. N.S.

0.2 mg 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. N.S. - N.S.

1.0 mg 0.1 ± 0.1 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. -

3 months

Control 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

0.2 mg 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

1.0 mg 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

6 months

Control 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

0.2 mg 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.

1.0 mg 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S. N.S.
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Table A1. Cont.

(B) LMW

Observation Point Group Ashcroft Score
vs. 3 Months vs. 6 Months

Control 0.2 mg 1.0 mg Control 0.2 mg 1.0 mg

3 days

Control 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S.

0.2 mg 0.5 ± 0.2 N.S. N.S. N.S. N.S. N.S. N.S.

1.0 mg 0.7 ± 0.2 p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01

1 week

Control 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S.

0.2 mg 1.0 ± 0.5 N.S. N.S. N.S. N.S. N.S. N.S.

1.0 mg 3.4 ± 0.9 p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01 p < 0.01

1 month

Control 0.0 ± 0.0 N.S. N.S. N.S. N.S. N.S. N.S.

0.2 mg 0.6 ± 0.1 N.S. N.S. N.S. N.S. N.S. N.S.

1.0 mg 3.1 ± 0.4 N.S. N.S. N.S. N.S. N.S. N.S.

3 months

Control 0.0 ± 0.0 - N.S. N.S. N.S. N.S. N.S.

0.2 mg 0.1 ± 0.1 N.S. - N.S. N.S. N.S. N.S.

1.0 mg 2.5 ± 0.4 N.S. N.S. - N.S. N.S. N.S.

6 months

Control 0.0 ± 0.0 N.S. N.S. N.S. - N.S. N.S.

0.2 mg 0.1 ± 0.1 N.S. N.S. N.S. N.S. - N.S.

1.0 mg 2.0 ± 0.8 N.S. N.S. N.S. N.S. N.S. -

p < 0.01 indicate that there is a significant difference in the scores between the two groups. N.S. indicates that
there is no significant difference in the scores between the two groups.

References
1. Park, D.U.; Ryu, S.H.; Lim, H.K.; Kim, S.K.; Choi, Y.Y.; Ahn, J.J.; Lee, E.; Hong, S.B.; Do, K.H.; Cho, J.L.; et al. Types of Household

Humidifier Disinfectant and Associated Risk of Lung Injury (HDLI) in South Korea. Sci. Total Environ. 2017, 596–597, 53–60.
[CrossRef]

2. Ryu, S.; Park, D.; Lee, E.; Park, S.; Lee, S.; Jung, S.; Hong, S.; Park, J.; Hong, S. Humidifier Disinfectant and Use Characteristics
Associated with Lung Injury in Korea. Indoor Air 2019, 29, 735–747. [CrossRef] [PubMed]

3. Morimoto, Y.; Nishida, C.; Tomonaga, T.; Izumi, H.; Yatera, K.; Sakurai, K.; Kim, Y. Lung disorders induced by respirable organic
chemicals. J. Occup. Health 2021, 63, e12240. [CrossRef]

4. Nishida, C.; Tomonaga, T.; Izumi, H.; Wang, K.Y.; Higashi, H.; Ishidao, T.; Takeshita, J.I.; Ono, R.; Sumiya, K.; Fujii, S.; et al.
Inflammogenic effect of polyacrylic acid in rat lung following intratracheal instillation. Part. Fibre Toxicol. 2022, 19, 8. [CrossRef]
[PubMed]

5. Horiuchi, T. Physico-Chemical Properties of Water Soluble Polymers in Aqueous Solution. J. Surf. Finish. Soc. 2009, 60, 746.
[CrossRef]

6. Chen, T.M.; Dulfano, M.J. Mucus viscoelasticity and mucociliary transport rate. J. Lab. Clin. Med. 1978, 91, 423–431. [PubMed]
7. Borm, P.J.; Driscoll, K. Particles, Inflammation and Respiratory Tract Carcinogenesis. Toxicol. Lett. 1996, 88, 109–113. [CrossRef]
8. Shacter, E.; Weitzman, S.A. Chronic Inflammation and Cancer. Oncology 2002, 16, 217–226.
9. Bellmann, B.; Muhle, H.; Creutzenberg, O.; Ernst, H.; Müller, M.; Bernstein, D.M.; Riego Sintes, J.M. Calibration Study on

Subchronic Inhalation Toxicity of Man-Made Vitreous Fibers in Rats. Inhal. Toxicol. 2003, 15, 1147–1177. [CrossRef]
10. Kim, H.; Morimoto, Y.; Ogami, A.; Nagatomo, H.; Hirohashi, M.; Oyabu, T.; Kawanami, Y.; Kuroda, E.; Higashi, T.; Tanaka, I.

Differential Expression of EC-SOD, Mn-SOD and CuZn-SOD in Rat Lung Exposed to Crystalline Silica. J. Occup. Health 2007,
49, 242–248. [CrossRef]

11. Nishi, K.; Morimoto, Y.; Ogami, A.; Murakami, M.; Myojo, T.; Oyabu, T.; Kadoya, C.; Yamamoto, M.; Todoroki, M.; Hirohashi,
M.; et al. Expression of Cytokine-Induced Neutrophil Chemoattractant in Rat Lungs by Intratracheal Instillation of Nickel Oxide
Nanoparticles. Inhal. Toxicol. 2009, 21, 1030–1039. [CrossRef] [PubMed]

12. Pott, F.; Ziem, U.; Reiffer, F.J.; Huth, F.; Ernst, H.; Mohr, U. Carcinogenicity Studies on Fibres, Metal Compounds, and Some Other
Dusts in Rats. Exp. Pathol. 1987, 32, 129–152. [CrossRef]

13. Muhle, H.; Bellmann, B.; Creutzenberg, O.; Dasenbrock, C.; Ernst, H.; Kilpper, R.; MacKenzie, J.C.; Morrow, P.; Mohr, U.; Takenaka,
S.; et al. Pulmonary Response to Toner upon Chronic Inhalation Exposure in Rats. Fundam. Appl. Toxicol. 1991, 17, 280–299.
[CrossRef]

14. Morimoto, Y.; Izumi, H.; Yoshiura, Y.; Tomonaga, T.; Lee, B.W.; Okada, T.; Oyabu, T.; Myojo, T.; Kawai, K.; Yatera, K.; et al. Compar-
ison of Pulmonary Inflammatory Responses Following Intratracheal Instillation and Inhalation of Nanoparticles. Nanotoxicology
2016, 10, 607–618. [CrossRef] [PubMed]

15. Morimoto, Y.; Izumi, H.; Yoshiura, Y.; Tomonaga, T.; Oyabu, T.; Myojo, T.; Kawai, K.; Yatera, K.; Shimada, M.; Kubo, M.; et al.
Pulmonary Toxicity of Well-Dispersed Cerium Oxide Nanoparticles Following Intratracheal Instillation and Inhalation. J. Nanopart.
Res. 2015, 17, 442. [CrossRef]

http://doi.org/10.1016/j.scitotenv.2017.04.040
http://doi.org/10.1111/ina.12585
http://www.ncbi.nlm.nih.gov/pubmed/31278778
http://doi.org/10.1002/1348-9585.12240
http://doi.org/10.1186/s12989-022-00448-z
http://www.ncbi.nlm.nih.gov/pubmed/35062982
http://doi.org/10.4139/sfj.60.746
http://www.ncbi.nlm.nih.gov/pubmed/304876
http://doi.org/10.1016/0378-4274(96)03725-3
http://doi.org/10.1080/08958370390229843
http://doi.org/10.1539/joh.49.242
http://doi.org/10.1080/08958370802716722
http://www.ncbi.nlm.nih.gov/pubmed/19772482
http://doi.org/10.1016/S0232-1513(87)80044-0
http://doi.org/10.1016/0272-0590(91)90219-T
http://doi.org/10.3109/17435390.2015.1104740
http://www.ncbi.nlm.nih.gov/pubmed/26558952
http://doi.org/10.1007/s11051-015-3249-1


Int. J. Mol. Sci. 2022, 23, 10345 19 of 20

16. Morimoto, Y.; Hirohashi, M.; Ogami, A.; Oyabu, T.; Myojo, T.; Todoroki, M.; Yamamoto, M.; Hashiba, M.; Mizuguchi, Y.;
Lee, B.W.; et al. Pulmonary Toxicity of Well-Dispersed Multi-Wall Carbon Nanotubes Following Inhalation and Intratracheal
Instillation. Nanotoxicology 2012, 6, 587–599. [CrossRef] [PubMed]

17. Kim, M.S.; Kim, S.H.; Jeon, D.; Kim, H.Y.; Lee, K. Changes in expression of cytokines in polyhexamethylene guanidine-induced
lung fibrosis in mice: Comparison of bleomycin-induced lung fibrosis. Toxicology 2018, 393, 185–192. [CrossRef] [PubMed]

18. Park, S.; Lee, K.; Lee, E.J.; Lee, S.Y.; In, K.H.; Kim, H.K.; Kang, M.S. Humidifier disinfectant-associated interstitial lung disease in
an animal model induced by polyhexamethylene guanidine aerosol. Am. J. Respir. Crit. Care Med. 2014, 190, 706–708. [CrossRef]

19. Hong, S.B.; Kim, H.J.; Huh, J.W.; Do, K.H.; Jang, S.J.; Song, J.S.; Choi, S.J.; Heo, Y.; Kim, Y.B.; Lim, C.M.; et al. A cluster of lung
injury associated with home humidifier use: Clinical, radiological and pathological description of a new syndrome. Thorax 2014,
69, 694–702. [CrossRef] [PubMed]

20. Park, D.; Leem, J.; Lee, K.; Lim, H.; Choi, Y.; Ahn, J.J.; Lim, S.; Park, J.; Choi, K.; Lee, N.; et al. Exposure characteristics of familial
cases of lung injury associated with the use of humidifier disinfectants. Environ. Health 2014, 13, 70. [CrossRef]

21. Meca, O.; Cruz, M.J.; Sánchez-Ortiz, M.; González-Barcala, F.J.; Ojanguren, I.; Munoz, X. Do Low Molecular Weight Agents Cause
More Severe Asthma than High Molecular Weight Agents? PLoS ONE 2016, 11, e0156141. [CrossRef] [PubMed]

22. Vandenplas, O.; Godet, J.; Hurdubaea, L.; Rifflart, C.; Suojalehto, H.; Wiszniewska, M.; Munoz, X.; Sastre, J.; Klusackova, P.; Moore,
V.; et al. Are high- and low-molecular-weight sensitizing agents associated with different clinical phenotypes of occupational
asthma? Allergy 2019, 74, 261–272. [CrossRef]

23. Maestrelli, P.; Boschetto, P.; Fabbri, L.M.; Mapp, C.E. Mechanisms of occupational asthma. J. Allergy. Clin. Immunol. 2009,
123, 531–542. [CrossRef]

24. Berth, P.; Jakobi, G.; Schmadel, E.; Schwuger, M.J.; Krauch, C.H. The Replacement of Phosphates in Detergents—Possibilities and
Limits. Angew. Chem. 1975, 14, 94–102. [CrossRef]

25. Packham, R.F. Some studies of the coagulation of dispersed clays with hydrolyzing salts. J. Colloid Sci. 1965, 20, 81–92. [CrossRef]
26. Suen, T.J.; Senior, A.; Sanson, D.L.; Jen, Y. Polycondensation of alkylene dichlorides with alkylene polyamines. J. Polym. Sci. 1960,

45, 289–303. [CrossRef]
27. Michaels, A.S.; Molelos, O. Polyelectrolyte Adsorption by Kaolinite. Ind. Eng. Chem. 1955, 47, 1801–1809. [CrossRef]
28. Ransom, T.C.; Roy, D.; Puskas, J.E.; Kaszas, G.; Roland, C.M. Molecular Weight Dependence of the Viscosity of Highly Entangled

Polyisobutylene. Macromolecules 2019, 52, 5177–5182. [CrossRef]
29. Colby, R.H.; Fetters, L.J.; Graessley, W.W. The melt viscosity-molecular weight relationship for linear polymers. Macromolecules

1987, 20, 2226–2237. [CrossRef]
30. Zhong, L.; Xiong, Y.; Zheng, Z.; Liu, N.; Hu, J.; Yang, F.; Chen, R. Effect of short-term inhalation of warm saline atomised gas on

patients with non-cystic fibrosis bronchiectasis. ERJ Open Res. 2020, 6, 00130–02019. [CrossRef]
31. Andersen, D.H. Cystic Fibrosis of the Pancreas and Its Relation to Celiac Disease: A Clinical and Pathologic Study. Am. J. Dis.

Child. 1938, 56, 344–399. [CrossRef]
32. Knowles, M.R.; Durie, P.R. What is cystic fibrosis? N. Engl. J. Med. 2002, 347, 439–442. [CrossRef]
33. Slattery, D.M.; Waltz, D.A.; Denham, B.; O’Mahony, M.; Greally, P. Bronchoscopically administered recombinant human DNase

for lobar atelectasis in cystic fibrosis. Pediatr. Pulmonol. 2001, 31, 383–388. [CrossRef] [PubMed]
34. Thornby, K.A.; Johnson, A.; Axtell, S. Dornase Alfa for Non-Cystic Fibrosis Pediatric Pulmonary Atelectasis. Ann. Pharmacother.

2014, 48, 1040–1049. [CrossRef]
35. Kuehl, C.; Zhang, T.; Kaminskas, L.M.; Porter, C.J.; Davies, N.M.; Forrest, L.; Berkland, C. Hyaluronic Acid Molecular Weight

Determines Lung Clearance and Biodistribution after Instillation. Mol. Pharm. 2016, 13, 1904–1914. [CrossRef]
36. Tomonaga, T.; Izumi, H.; Oyabu, T.; Lee, B.W.; Kubo, M.; Shimada, M.; Noguchi, S.; Nishida, C.; Yatera, K.; Morimoto, Y. Assess-

ment of Cytokine-Induced Neutrophil Chemoattractants as Biomarkers for Prediction of Pulmonary Toxicity of Nanomaterials.
Nanomaterials 2020, 10, 1563. [CrossRef]

37. Lee, Y.H.; Seo, D.S.; Lee, M.J.; Cha, H.G. Immunohistochemical characterization of oxidative stress in the lungs of rats exposed to
the humidifier disinfectant polyhexamethylene guanidine hydrochloride. J. Toxicol. Pathol. 2019, 32, 311–317. [CrossRef]

38. Kobayashi, H.; Sakashita, N.; Okuma, T.; Terasaki, Y.; Tsujita, K.; Suzuki, H.; Kodama, T.; Nomori, H.; Kawasuji, M.; Takeya,
M. Class A scavenger receptor (CD204) attenuates hyperoxia-induced lung injury by reducing oxidative stress. J. Pathol. 2007,
212, 38–46. [CrossRef] [PubMed]

39. Sumiya, K.; Matsunaga, T.; Tanaka, M.; Mochizuki, S.; Sakurai, Kazuo. Oligo-DNA Stoichiometrically Binds β-1,3-Glucan with
the Best Fit Length. Biomacromolecules 2020, 21, 4823–4834. [CrossRef]

40. Doan, V.T.H.; Lee, J.H.; Takahashi, R.; Nguyen, P.; Nguyen, V.A.T.; Pham, H.T.; Fujii, S.; Sakurai, K. Cyclodextrin-based
nanoparticles encapsulating α-mangostin and their drug release behavior: Potential carriers of α-mangostin for cancer therapy.
Polym. J. 2020, 52, 457–466. [CrossRef]

41. Bhattacharjee, S. DLS and zeta potential—What they are and what they are not? J. Control. Release 2016, 235, 337–351. [CrossRef]
[PubMed]

42. Valle, J.D. Micromeritics: The Technology of Fine Particles; Pitman Publishing: New York, NY, USA; Chicago, IL, USA, 1948; Available
online: https://babel.hathitrust.org/cgi/pt?id=mdp.39015068252751&view=1up&seq=5 (accessed on 23 July 2022).

http://doi.org/10.3109/17435390.2011.594912
http://www.ncbi.nlm.nih.gov/pubmed/21714591
http://doi.org/10.1016/j.tox.2017.11.017
http://www.ncbi.nlm.nih.gov/pubmed/29175452
http://doi.org/10.1164/rccm.201404-0710LE
http://doi.org/10.1136/thoraxjnl-2013-204135
http://www.ncbi.nlm.nih.gov/pubmed/24473332
http://doi.org/10.1186/1476-069X-13-70
http://doi.org/10.1371/journal.pone.0156141
http://www.ncbi.nlm.nih.gov/pubmed/27280473
http://doi.org/10.1111/all.13542
http://doi.org/10.1016/j.jaci.2009.01.057
http://doi.org/10.1002/anie.197500941
http://doi.org/10.1016/0095-8522(65)90094-2
http://doi.org/10.1002/pol.1960.1204514601
http://doi.org/10.1021/ie50549a029
http://doi.org/10.1021/acs.macromol.9b00993
http://doi.org/10.1021/ma00175a030
http://doi.org/10.1183/23120541.00130-2019
http://doi.org/10.1001/archpedi.1938.01980140114013
http://doi.org/10.1056/NEJMe020070
http://doi.org/10.1002/ppul.1062
http://www.ncbi.nlm.nih.gov/pubmed/11340685
http://doi.org/10.1177/1060028014535199
http://doi.org/10.1021/acs.molpharmaceut.6b00069
http://doi.org/10.3390/nano10081563
http://doi.org/10.1293/tox.2019-0049
http://doi.org/10.1002/path.2150
http://www.ncbi.nlm.nih.gov/pubmed/17370294
http://doi.org/10.1021/acs.biomac.0c01038
http://doi.org/10.1038/s41428-019-0296-y
http://doi.org/10.1016/j.jconrel.2016.06.017
http://www.ncbi.nlm.nih.gov/pubmed/27297779
https://babel.hathitrust.org/cgi/pt?id=mdp.39015068252751&view=1up&seq=5


Int. J. Mol. Sci. 2022, 23, 10345 20 of 20

43. ISO 19749; Nanotechnologies—Measurements of Particle Size and Shape Distributions by Scanning Electron Microscopy. ISO:
Geneva, Switzerland, 2021. Available online: https://www.iso.org/obp/ui/fr/#iso:std:iso:19749:ed-1:v1:en (accessed on 23
July 2022).

44. Nishida, C.; Izumi, H.; Tomonaga, T.; Takeshita, J.I.; Wang, K.Y.; Yamasaki, K.; Yatera, K.; Morimoto, Y. Predictive Biomarkers for
the Ranking of Pulmonary Toxicity of Nanomaterials. Nanomaterials 2020, 10, 2032. [CrossRef] [PubMed]

45. Ashcroft, T.; Simpson, J.M.; Timbrell, V. Simple method of estimating severity of pulmonary fibrosis on a numerical scale. J. Clin.
Pathol. 1988, 41, 467–470. [CrossRef] [PubMed]

https://www.iso.org/obp/ui/fr/#iso:std:iso:19749:ed-1:v1:en
http://doi.org/10.3390/nano10102032
http://www.ncbi.nlm.nih.gov/pubmed/33076408
http://doi.org/10.1136/jcp.41.4.467
http://www.ncbi.nlm.nih.gov/pubmed/3366935

	Introduction 
	Results 
	Characterization of PAA 
	Relative Lung Weights 
	Cell Analysis and Lactate Dehydrogenase (LDH) Activity in Bronchoalveolar Lavage Fluid (BALF) 
	Concentration of Cytokine-Induced Neutrophil Chemoattractants (CINC) in BALF and Concentration of Heme Oxygenase (HO)-1 in Lung Tissue 
	Micro-CT Imaging 
	Histopathological Features in the Lung 

	Discussion 
	Materials and Methods 
	Sample Polymers 
	Animals 
	Intratracheal Instillation 
	Animals Following Intratracheal Instillation 
	Cytospin Analysis of Inflammatory Cells and Measurement of LDH in BALF 
	Measurement of Chemokines in BALF and HO-1 in Lung Tissue 
	3D Micro-CT Imaging 
	Histopathology 
	Statistical Analysis 

	Conclusions 
	Appendix A
	References

