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Propionibacterium acnes and Propionibacterium granulosum are anaerobes that were recently shown
to be probable pathogens of sarcoidosis. Prosess of infection for sarcoidosis, however, has not been
sudied, vet. It is well know that natural habitant of Pacnes is normal skin. Besides that, the bacteria
are also found in intstine but their populations are thought to be quite small. In order to investigate the
possibility that intestinal catalase-positive Propionibacterium spp. (Pacnes, Pgaranulosum) are the
pathogens of sarcoidosis, we have prepared a new selective medium for Propionibacterium. Feces
samples from sixty-five sarcoidosis patients were subjected to this selective medium. Catalase-positive
Propionibacterium spp. were isolated from 38.5% (twenty-five patients) of the patients. Average of
their bacterial number was 4.26 X 10%cfu/g feces. These results were similar to that of 70 healthy persons.
On the period of sarcoidosis, retes of Propionibacterium spp. positive patients were slightly higher in
the patients of 1-2 year (50%-69.2%). From the points of age, sex, and foci, any significant featuer
was recognized in distribution of intestinal Propionibacterium spp.

In this study on distribution of intestinal catalase-positive Propionibacterium spp., any evidence for
the relation between intestinal Propionibacierium spp. and sarcoidosis. Tt is suggested that further
studies on analysis of isolated strains, and comparison among strains isolate from feces, foci of disease,

and other normal flora are required.
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Pivotal role of dendritic cell-derived CXCL10 in the retention of Thl
lymphocytes in secondary lymph nodes

Kouji Matsushima
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Various immune diseases are considered to be regulated by the balance of T helper (Th) 1 and Th2
subsets. Although Th lymphocytes are believed to be generated in regional lymph nodes {LNs}, in
vivo Th cell behaviors during Th1/Th2 polarization are largely unexplored. Using a murine
granulomatous liver discase model induced by Propionthacterium acnes, we show that retention of Thl
cells in the LNs is controlled by a chemokine, CXCLI0/IP-10 produced by mature dendritic cells (DCs) .
DCs at day 2 after antigen challenge expressed CCL22/MDC and CXCLI10 to attract proliferating
nonpolarized T cells, and then preferentially produced CXCL10 1o promote DC-Thl cell cluster
formation, Blockade of CXCL10 reduced the frequency of cluster formation between mature DCs and
BrdU'CD4' T cells resulting in a selective decrease of BrdU™ Thi cells in the hepatic LNs. This was
accompanied by increased circulating memory T cells and accelerated infiltration of Thl cells into the
granuloma sites and caused liver injury. Thus, mature DC-derived CXCL10 is pivotal to retain Thl

lymphocytes within T cell areas of draining LNs and optimize the Thl-mediated immune responscs.
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Figure2  visualization of DC-Th1 cell clusters in the hepatic LNs.
(@, b) Triple immunostaining in the hepatic LNs on day 7. (a) Numerous clusters between DEC-205% (brown) cells and BrdU* (red)

CD4* (blue) cells {arrow) were seen in the paracortex. Scale bar=100pm. (b)) Contact between BrdU' (red) CD4" (blue) cells and DEC-
205+ {brown) cells {arrow) at the periphery of a small granulomatous cluster, Scale bar=20pm. (¢) The numbers of BrdU+CD4+ cells
in the paracortex of hepatic LNs determined by 15mm- stained cryosections. T cell area of hepatic LNs was defined by B22( or CD3¢ staining

(251, (d) Antigen-specific proliferation of hepatic LN T cells sorted from normal and P.acnes primed mice at day 2. (@) 1FN-g and iL.-4
productions by sorted LN CD4" T cetls, C, Medium alone as negative control, (¢-8) Representative data from five independent experiments.
Mean £ SD (n=6). Asterisk: P value<0.05, Student's Fiest. (f, g) Double immunostaining for CD4 (red} and IFN-y {green) in the
hepatic LNs on day 7. {f} IFN-y CD4" cells (yellow) were selectively located at the paracortex. Scale bar=4(um. (g) [FN-y*CD4* cells

(right;yellow, white arrowheads) were located at the periphery of a small granulomatous DC-T cell clusters. Scale bar=20um. F, follicle:PC,

paracoricx,
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mie2:Closed column, ami-CXCL10 mAb-treated mice:Dotted column, entreated
Representative data from three experiments. Mean 2 SD (n=6). Asterisk:Pvalue<0.05, Swdent's Flest.
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Figure3  Migration potential of LN Thi polarizing lymphocytes.
(&) Chemotaxis of freshly isolated LN T cells. The absolute numbers of responding cell subsets were
determined afier migration as described above, and final results are presented as % input cells migrated,
Resting T, BedU*CD4'T cells:Proliferating T, BrdU*CD4* T ¢ells.  C, medium alone as negative control,
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{b) Real-time quantitative PCR analysis of CXCR3 mRNA cxpression on freshly isolated LN CD4* T

cells. The fimal relative values were expressed relative to the calibrators as described above, normalized
amount or CXCR3 on day 0. Representative data from theee independent experiments, Mean = SD{n=6)
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Effect of anti-CXCLI0 mAb on LN T cells.

{a, b} Triple immunostaining for ICAM=1 (brown)., BrdU (red?, and CD4 (blue) in the hepatic LNs on day 7. (@} The clusters
between ICAM-1* cells and BrdUCD4' cells (arrow) were seen in the paracortex, (B) Only DC accumulations {not clustered with BrdU*CD4-
cellszarrow} were seen in the paracortex, Scale bar=80pm.  F:follicle, PC:paracortex, (G} The numbers of BrdU*CD4* cells in the paracortex
of hepatic LNs determined by 15mm? stained eryosections. (d) DEC-205+ cells in the paracortex of hepatic LNs on day 7 determined by 15mm*
stained cryosections(top) . Densely labeled cells were analyzed using a grid micrometer, The number of grid intersections overlying positively
labcled cells was counted. Final results were presented as the proportion of the number of positive intersections to the total number of grid
intersections,  Primary allogeneic MLR ol CDE e DCs isolated from the hepatic LNs on day 7{bottom). Open column, control mAb-treated
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Figureb  Effect of anti-CXCL10 mAb on liver injury.

fa) Serum ALT levels on d7. (b, ¢) Immunostaining for CD4 (red) in the control mAb-treated liver (b) and anti-CXCL10 mAb-treated

liver{c)on day 7. Scale bar=100um, (d) The numbers of BrdU*CD4' T cells in the hepatic sinusoid determined by |3mm’ stained cryosections

(left) and in the circulation (right) on d7. {e) IFN-y and IL-4 productions by sorted liver CD4* T cells on day 7. Open colums, control
mAb-treated mice:Closed column, anti-CXCL10 mAb-treated mice (a, b, ¢). Representative data from three independent experiments,

Mean = SD (=10}, Asterisk:P value<0.05. Student's Ftest.
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1. DC-naive T cell 2. DC-nonpolarized T cell 3. DC-Th1 cell clusters
clusters Clusters

Figureti  Three phases of DC-Th cell clusters during Thl development contrelled by DC-derived chemokines.

I:Initiation and induction of DC-naive T cetl clusters by CCL19 or CCL21. 2;Amplification of DC-nonpolarized T cell clusters by CCL22,
3;promotion and retention of DC-Th1 cell clusters (this study). After learving the LNs. Thl cells migrate into the liver and form clusters
with DCs (granuloma formation} possibly by CCL3 or CXCLS. Thl cells can further proliferate and produce higher amount of IFN-y ar the
periphery of the granulemas. HEV, high endothelial venule.

E M 1105-1113.
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Genetic susceptibility to sarcoidosis

Goh Tanaka®?, Ikumi Matsushita', Koh Nakata!, Masaru Oritsu?
Katsushi Tokunaga®', Naoto Keicho'
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Genetic factors are thought to affect susceptibility to sarcoidosis because of the two lines of evidence,
racial variation in its epidemiology and familial clustering of cases. To determine whether genes
participating in the Th1 immune response may contribute to the genetic predisposition to sarcoidosis, we
examined polymorphisms of these genes in a case control study. In this study, IFN-y RI,-R2, IL-12R
B1,-B2,STATI and STAT4 genes were chosen as candidates. Then microsatellites close to these genes
were identified and used as markers. These markers had di- or tetranucleotid repeats and the number
of alleles ranged from 3 to 11, with an average of 7.1 alleles. Heterozygosity of these markers are 0.50-
0.78. We analyzed polymorphisms of these markers in 83 Japanese patients with sarcoidosis and 96
Japanese conirol subjects. Our results showed that the most commen allele in the STAT4 gene marker
was significantly associated with sarcoidosis. (odds ratio 3.82; 95% CI 1.56-9.39; p=0.0022) The resulis

suggest that a genetic variation in STAT4 may affect susceptibility to sarcoidosis.
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Reevaluation of the Validity of Japanese diagnostic criteria for sarcoidosis
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The purpose of the present study is to reevaluate the validity of the current Japanese criteria for
diagnosis of sarcoidosis and assess the necessity to revise them. We especially focused on the validity
of major criteria and diagnostic definition of the current criteria. The study population consisted of 170
patients who were diagnosed as sarcoidosis in the Third Department of Internal Medicine of Oita
Medical University. For each Patient, clinical manifestations, laboratory findings, and radiological
features were retrospectively assessed. The results showed that the frequency of patients with high
serum ACE activities and of patients with high serum gamma globulin contents is markedly low,
suggesting that unless BALF analysis and *Ga scintigram as well as histopathologic examination are
available, most of patients with sarcoidosis could not be diagnosed with the current criteria. In other
words, for patients without histologic confirmation the diagnosis of sarcoidosis is rather difficult for

most physicians other than respirologist who are not able to enjoy BALF analysis and 'Ga scintigram,
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