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CD68 CD163 HO-1 Table 3. Comparison of neuropilin-1 (NRP-1) and neuropilin-2 (NRP-2) expression in
alveolar macrophages and interstitial macrophages in lung tissue remote to the
cancer nest (physiologically normal lung) (n = 5).

1

, . ) ! 4 § Classes of macrophage Number of NRP-1+ cells*™ Number of NRP-2+ cells*
pneumonia (n = 4), Lobar pneumonia (n = 1), Epitheloid pneumonia (n = 6) (mean+ SD)
Lung cancer Alveolar macrophage 92 + 38 ] a 89 + 3.9]:1
Squamous cell carcinoma (n = 15), Adenocarcinoma (n = 15), Small cell Interstitial macrophage 00 £ 00 00 £ 00

carcinoma (n = 3) 2, p < 0.01 significant between alveolar macrophages and interstitial macrophages

NRP -2

by the Mann-Whitney U-test.
", average number of positive cells/high-power view fields.

Formalin-fixed paraffin-embedded tissues were used in

immunohistochemistry, RT-PCR and in situ-PCR. Table 4. Comparison of neuropilin-1 (NRP-1) and neuropilin-2 (NRP-2) expression on

Fig 7. Double immunohistochemistry of lung tissue adjacent to the cancer.
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. . on NRP-1* (Fluorescein, anti-rabbit, green color) alveolar macrophages. White arrows showed inTlammation and lung fissue remote to the cancer nest (physiologically normal lung).
Immunohlsfochemlsfry (IHC) double positive cells. Single IHC after single IF showed NRP-2+ (Rhodamine, anti-mouse, red Disease (case number) Number of NRP-1- Number of NRP-2
color) alveolar macrophages also express CD68, CD163 and HO-1 (LSAB, anti-mouse, brown cells* (mean+ SD) cells* (mean+ SD)
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Fig 8. Double and friple immunohistochemistry of lung tissue adjacent to the cancer.
CD68 (P6-M1) DAKO Mouse, 1961 M1, M2 and Mox macrophages (i) Double IHC showed NRP-1(Red) and DC-SIGN (blue) positive alveolar macrophages. Fu-l-u re r.eSear.Ch lan
CD163 (10D6) NOVOCASTRA Mouse, Ig61 M2 and Mox macrophages (ii) Double IF showed the co-expression of NRP-2 (Rhodamine, anti-mouse, red color) and p
CD206 (5C11)  Ab TaG1 5 h DC-SIGN (Fluorescein, anti-rabbit, green color) on AMs. (iii) Triple THC of CD68 (brown),
( ) nova Mouse, 1961k M2 macrophage CD163 (light red) and NRP-1 (light blue) showed triple-positive cells (CD68*CD163*NRP-1*; « Furth . stigations such as
HO-1 (D-8) Santa Cruz Mouse, Ig61 Mox macrophage indicated by black arrow) and double-positive cells (CD68*NRP-1+, CD68+CD163* and urrner investigarions sucn a
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-Single IHC; To defect NRP-1 and NRP-2 expression on tissue-specific Table 4. Comparison of dendritic cell-specific ICAM-3-grabbing nonintegrin (DC-SIGN)
macmphuges and on classes of macrophages in lung expression on alveolar macrophages in lung tissue adjacent to the cancer margin and lung tissue
-Double and triple IHC; To detect macrophage subsets of NRP-1 and NRP-2 remote to the cancer nest. : . —
positive alveolar macrophages and co-expression of NRP-1 and DC-SIGN Cases/Disease Number of DC-SIGN-positive cells* (b)status of mflamma’ror‘y response durlng Inactivation
on alveolar macrophages (mean+ SD) of these factors, and
Lung tissue adjacent to cancer (n = 5) 323 +129" —q
Lung tissue remote to cancer (n = ) 81+31 ]

iption- ' i - i i C- i
Re.ve._r'se transcription polymerase chain reaction (RT-PCR) «. p < 001 significant between alveolar macrophages and interstitial macrophages by the (c) functional relation of these factors to DC-SIGN in
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« RT-PCR; To detect mRNAs of NRP-1 and NRP-2 in normal
lung, brain, liver, spleen and lymph node

Summary

* in situ-PCR; To detect mRNAs of NRP-1 and NRP-2 in COI Disclosure

alveolar macrophage in normal lung 1. NRP-1 and NRP-2 were specifically expressed on alveolar Presenter: Naing Ye Aung
macrophages among tissue-specific macrophages.

Table 2. Forward and reverse primers used in RT-PCR and in-situ PCR

Forward primer Reverse primer 2. AI’I’\OI"IQ classes of macrophages In |Lll"lg, NRP-1 and NRP-2 Compehng interests; No existence of Compehng Interests
NRP-1 (120 bp) ~ 5'-TGAGCCCTETEETTTATTCC-3'  5'-C6TACTCCTCTE6CTTCTT6-3 were mostly expressed on alveolar macrophages. M1, M2 has been declared.
NRP-2 (257 bp) 5'-6TGGTTCATCTTGACCTTET-3' B'-ATTCTTCTTCTGCAACCTCA-3' and Mox subsets of alveolar macrophages EXPI"ESSE:d NRP-
GAPDH (137 bp) 5'-GCACCGTCAAGGCTGAGAAC-3' 5'-TGGTGAAGACGCCAGTGGA-3' 1 and NRP-2.

e , 3. The co-expression of DC-SIGN and NRPs was observed.
Statistical analysis

« Comparison of positive cells among more than 3 groups _
(lung cancers, inflamed lung and normal lung) was carried Conclusion
out by Kruskal-Wallis test.

1. In this study, the expression of both NRPs, specifically in
AMs among tissue-specific macrophages, was observed for

« Comparison of positive cells between each 2 groups was
P P group the first time.

carried out by Mann-Whitney test.
2. This study demonstrated that NRP-1 and NRP-2 are

« The correlation of NRP-1, NRP-2 and DC-SIGN positive expressed on M1, M2 and Mox macrophages.
alveolar macrophage was carried out by Pearson correlation
method. 3. Furthermore, co-localization of NRPs and DC-SIGN in

alveolar macrophages from blood monocytes was described.
« p<0.05 was judged as significance.



