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Experimental protocol

V¥ X : C57BL/6NcrSLC o
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(2) BALFiBREEFEENT (QRT-PCR)
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(5) fEfE. V> CEIFCMERHT

The proportion and number of alveolar macrophages were increased by long-term exposure to NT-7

2
A
Control NT-7 (Low) NT-7 (High)

‘ 47.9 '] 5

a

a

[

| -
[ control
O NT-7 (Low)
W NT-7 (High)

Proportion (% in CD45.2*)

Alveolar macrophages Alveolar macrophages

20 L
1) o
x 15
2 1.0
g 1,

2 o
3 05
[&]
0.0
> D D
& LS
o‘if\@m@\q
S

Flowcytometric analysis was performed by using BALF. Each panels were gated on CD45.2* CD3e~ CD19- TER119". F4/80* cells

were defined as alveolar macrophages (AM).

The proportion and number of AMs were significantly increased in NT-7 highly exposure, compared to Control (B).
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X3 M1 and M2 polarization of AMs was changed by NT-7 exposure

Control NT-7 (Low) NT-7 (High)
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Gated on AM
4 The proportion and gMFI of CD192* AMs were decreased by NT-7 exposure
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CD192 expression level in F4/80* CD45.2* CD3e~ CD19” TER119" cells from BALF (A).

The proportion of CD192 on AMs were significantly decreased in NT-7 highly exposure, compared to Control (B).

The gMF| of CD192 on AMs were significantly decreased in NT-7 highly exposure, compared to Control and low exposure (B).
(CD192: CCR2)
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5 The proportion and gMFI of CD206* AMs were decreased by NT-7 exposure
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CD206 expression level in F4/80* CD45.2* CD3e~ CD19- TER119™ cells from BALF (A).
The gMFI of CD206 on AMs were significantly decreased in NT-7 highly exposure, compared to low exposure (B).

6 The gMFI of CD163 in AMs were decreased by NT-7 exposure
A B
CD163* AM
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g NT-7 (Low) 8000 *
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CD163 expression level in F4/80* CD45.2* CD3e~ CD19" TER119" cells from BALF (A).
The gMF| of CD163 on AMs were significantly decreased in NT-7 highly exposure, compared to Control and low exposure (B).

70



CD54* AMs were not changed by NT-7 exposure

Control
NT-7 (High)
; CD54* AM CD54* AM
- 100 & CD54* AM
o —_
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= S e 5
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5 207 \ 8 = 0.
z D o (3]
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10?2 10° 10t 1% 10° & cs‘°\ é\\ oéowo“i\\é@\\
Q o &
CD54 SAY,E G
EE =&

CD54 expression level in F4/80* CD45.2* CD3e~ CD19- TER119 cells from BALF (A).
The proportion, gMF| of CD54 on AMs were not changed between each condition (B).
The cell number CD54* AMs were not changed between each condition (B).

The proportion and number of macrophages in cLN and spleen
were not changed by NT-7 exposure
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The proportion and cell number of macrophages from cLNs (A) and spleen (B) were not changed between each condition.
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B9 CD192* and CD206* macrophages in lymphoid tissues were not changed by NT-7 exposure
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CD163* and CD54* macrophages in lymphoid tissue were not changed by NT-7 exposure
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BE11 Mmp12 mRNA expression in BALF was upregulated by NT-7 exposure

lcam1 (CD54) Timd4 (TIM-4) Mmp12
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gPCR was performed by using BALF.
The gene expression levels of Mmp12 was significantly upregulated by NT-7 low and high exposure.
The gene expression levels of icam7 and Timd4 were not changed between each condition.

12 Mmp12 mRNA expression of lung tissue was upregulated by NT-7 exposure
lcam1 (CD54) Adgre1 (F4/80) Mmp12
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gPCR was performed by using whole Lung tissue.

The gene expression levels of Mmp12 was significantly upregulated by NT-7 low and high exposure.
The gene expression levels of Adgre? was significantly upregulated by NT-7 high exposure.

The gene expression levels of lcam1 was not changed between each condition.
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E13
T and B cell subsets in spleen were not changed by long-term exposure to NT-7.
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(A) Flowcytometric analysis by using spleen. Each panels The proportion and number of CD4* T cells (B), CD8* T cells (C) and
were gated on CD45.2*. CD19*B cells (D) from spleen.
14 T and B cell subsets in cLNs were not changed by long-term exposure to NT-7
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The proportion and number of CD4* T cells (A), CD8* T cells (B) and CD19* B cells (C) from cLNs.
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E15

The proportions and numbers of effector T cells were not changed by long-term exposure to NT-7.
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Flowcytometric analysis by using spleen. Each panels were gated on CD4* (upper) and CD8* (lower). CD44Mah CD62L'* T cells were defined
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In vitro reaction of bone marrow-derived macrophages to MWCNT-7 (T-CNT) and NT-7
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