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Efficacy of methotrexate and azathioprine in patients with sarcoidosis

Takuma Isshiki, Tetsuo Yamaguchi, Yoko Yamaguchi, Yoshitake Wakabayasi, Keisuke Hosoki,
Satoshi Suzuki, Mika Zaima, Chiyoko Kono, Yoshihito Yamada

Department of Respiratory Medicine, Japan Raibway Tokyo General Hospital

The purpose of this study was to evaluate the efficacy and safety of methotrexate(MTX) and
azathioprine(AZP) in patients with sarcoidosis. Between January 2000 and December 2009, 55 sarcoidosis
patients were treated with MTX and 15 were treated with AZP. Patients were administered each of them
only or with corticosteroid. Effectiveness was assessed in 52 MTX cases and 9 AZP cases who were treated
for more than 3 months, and 10 MTX cases (19.2%) and 3 AZP cases(33.3%) showed improvement in some
leisions. Adverse effects were observed in 20 out of 55 MTX cases (36.3%) and in 3 out of 15 AZP cases
(20%). The most frequent adverse effect of MTX was liver dysfunction, but none of the patients were severe.
Afebrile neutropenia was occurred in one patient treated with AZP probably because of high dose usage

(200mg/day). MTX and AZP were effective in some sarcoidosis patients and safe with appropriate dosage.
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GWAS in sarcoidosis by the use of pooled samples

Etsuro Yamaguchi

Division of Respiratory Medicine and Allergology, Department of Medicine, Aichi Medical University School of Medicine

Genome-wide association study (GWAS) has been receiving attention as a new master card for a
searching method of disease susceptibility genes. The first GWAS report for sarcoidosis was published by
Hofman and colleagues in 2008. Though replication study is needed for Japanese patients, high economic
burden is a great concern. To circumvent this problem, we conducted GWAS using pooled samples.

The study subjects were 128 control subjects and 163 patients with sarcoidosis. Pooled DNA samples
for each group were prepared by adding equal amount of DNA from individual subjects. Quadruplicated
and triplicate samples were prepared for controls and patients, respectively. We used Human610-Quad v1.0
DNA Analysis BeadChip (Illumina) as a SNP array.

We found 8289 SNPs which had a p value less than 0.05 by ¥* test for simulated allele frequency. A
total of 503 SNPs had a p value less than 107 which corresponded to the significant value for GWAS. The
percentages of such SNPs among SNPs examined for each chromosome were relatively constant for all the
chromosomes, indicating broad distribution of susceptibility genes through the genome. Verification of the

validity of current method awaits results of individual typing for each SNP.
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Frequency and localization of Propionibacterium acnes in

sarcoid granulomas

Mariko Negi', Keisuke Uchida', Asuka Furukawa', Yoshimi Suzuki', Kana Minegishi’,
Pariko Yorozu', Tomoki Tamura', Teruko Nakamura', Tsubasa Nakano', Tadatsune lida',

Tomonari Amano', Tamiko Takemura?®, and Yoshinobu Eishi'

Department of Human Pathology, Tokve Medical and Dental University
“Department of Pathology, Japanese Red Cross Medical Center

[Background|The causes of sarcoidosis are not known. Propionibacterium acnes is so far the only
microorganism found in sarcoid lesions by bacterial culture, quantitative PCR, and in sifu hybridization
studies. To estimate pathogenic roles of this indigenous bacterium, histologic examination was done for
sarcoid lesions with novel P. acnes-specific antibody (PAB antibody) that react with cell-membrane-bound
lipoteichoic acid, respectively.

[Material and methods] We examined formalin-fixed and paraffin-embedded biopsy and surgical samples
from affected organs (23 samples of lung, 73 of lymph node, 24 of skin, 6 of spleen, 7 of central nervous
tissue, 6 of heart, and 7 of skeletal muscle) of 144 patients with sarcoidosis, together with corresponding
control samples from 188 patients with diseases other than sarcoidosis.

[Results] By immunohistochemistry, small round bodies were found in sarcoid granulomas by PAB antibody
in 17(74%) samples from lung, 64(88%) from lymph nodes, 19(83%) from skin, 5(83%) from spleen,
6(100%) from central nervous tissue, 5(83%) from heart, and 7(100%) from skeletal muscle. Alveolar
macrophage with many PAB-positive small-round bodies was abundant in 12 (53%) of sarcoid lung samples
and scattered in 12 (24%) of control lung samples. Respiratory epithelium with a few large round bodies
detected by PAB antibody was scattered in 7 (30%) of sarcoid lung samples and in 5 (16%) of control lung
samples. In 18 (25%) of sarcoid lymph nodes, macrophages with many PAB-positive small-round bodies
were clustered in lymphatic parenchyma coexisting with sarcoid granulomas although such macrophages
were also detected in 4 (5%) of control lymph nodes. Macrophages with variable-sized bodies detected by
both PAB antibody were found in 39 (53%) of sarcoid lymph nodes and 5 (7%) of control lymph nodes.
None of reactivity was found by PAB antibody in all control samples from skin, spleen, central nervous
tissue, heart, and skeletal muscle.

[Discussion] These results suggest that sarcoid granulomas may be formed by immune response against
this indigenous bacterium. Detection of £ acnes in some control samples may suggest latent infection in the

lungs and lymph nodes.
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Analysis of circulating blood dendritic cell subsets in sarcoidosis

Yumeko Hayashi, Mitsumi Hata, Yoshiki Ishii
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[Background]
Dendritic cells (DCs) are professional antigen presenting cell and play a crucial role in initiation and
modulation of specific immune response. Circulating DCs are divided in two subsets; myeloid DC (mDC)
and plasmacytoid DC (pDC). Recent studies showed that there are another two subsets in mDC, mDCl
which induce Th1, and mDC2 which induce Th2. It is not well known the distribution and role of them in
morbidity.

[Objective]
To analyze the subsets of circulating blood DC in patients with non-treated sarcoidosis compared with
normal controls and patients with non-treated atopic disease.

[Methods]
Circulating DC subsets were identified by staining with cocktail of mAbs against CDla (mDC1), blood
dendritic cell antigen 3(BDCA3), CDI123(pDC) and isotype-matched control antibodies. Cell count of
mDC, pDC, mDC1, and mDC2 were analyzed by using a FACSCalibur™ flow cytometer.

[Result]
In sarcoidosis, the number of mDC was significantly decreased. mDC1/mDC?2 balance tended to shift to
mDC1 dominant in sarcoidosis while mDC2 was significantly increased in atopic patients.

[Conclusion]
Circulating DCs count was decreased in sarcoidosis. It is suggested that mDC1/mDC?2 balance in peripheral
blood may reflect the Th1-/Th2 immunity.
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