G

BRI, OWMAFRICE D5l E RIS
NDT LAX—PERRTH D, W R ITFEIE
Wik v A BT oD, IHITEXE
W ECHE I 28 2R IR PR o W A Ko TERIERER &
ML, WEICERNES LI E & 727
Ekﬁfiﬁ‘%ﬁim &, RMERER D 2 < J5 1EREREIR A

& RZHK 7S OIEFICRES TH A SN HIEEMR
Wﬂiﬂ CHEHEAND. FORBAARRG TR MR
B2 (1IPs) & [AlEK, unusual interstitial pneumonia
(UIP) /¥ & — , fibrotic nonspecific interstitial
peumonia (fNSIP) /8 # — -, cellular nonspecific
interstitial pneumonia (cNSIP) X% — -, organizing
pneumonia (OP)/3 % — /27 DY, UIP/N 4 —

VITETEERERICE S, AEEEOY R L
LT ERREEN TS,

KIED 7 074 7 AFENTEANA A~ — T — DR

FRICHE M2 TH 5. BALF IINREEIR & [/

Jiﬂﬂ%ﬁ“éfwﬁzfa% D, [EXERED—HSL LT

B%%um<ﬁbﬂ1bé.%®BMf%ﬁwt
a7 A7 AEIIC L D RE L TS EAOELR
B OREBICEDL L EERFRSGFOND. HE
(Y ag = A, B RRRHEAE (IPF), Wik,
T MEPAZEMERIR AR, FRETAEI-CMEE MR 5
BALFH D & /X0 Bkt LImEN H DA, HRK
ARIBINZEA L 7 s 17w, 18R e & o KU
3 i B 15 R (BALF) & F W T, UIP/NZ — > &
INSIP/ & — A DWW BRI Rt 5 2 & T,
FREEICEDLIEAZHAOLOMCTLAZL2ENE L
7-.

MHREFE

1998 47> & 2008 £ 0 R LT A4 B4 Jifi A= # 2 St L
B S LTz ARIRE OB YRR EIEG & 11FI(UIP/ S 2 —
7, INSIP N Z — 2 4B OV TR L 7.

BALFHH DX 0 Eh T b LB TR L,
2RITELIKENC T 18cm X 18ecm D7 /LIZ R L7-.
SYPRO Ruby T¥:f?% L, FluoroPhoreStar 3000 % Jf 1>

R ERERIRY: PR R
©OVE AR BT S BAATSEEE  HFSE ST

— 273 -

1BV BB 2 OFE ZTMRIRIRICBIT 27 07 4 X 7 Al

1 OBEEWR

uip fNSIP p value
Number 7 4
Sex (M/F) 7/0 3/1
Age (yr) 58.9+7.5 57.5+11.3 0.925
Smoking history
(pack-year) 40.7424.1 46.3£36.8 0.788
CRP (mg/dl) 0.22+0.19 0.7010.80 0.774
LDH (1U/1) 265+69 262+71 0.527
KL-6 (U/mi) 2249+1147 10621509 0.109
SP-D (ng/ml) 293.3+249.9 192.8+171.7 0.527
%VC (%) 85.2+22.8 86.8+12.0 0.927
%Dl.co (%) 57.7£12.5 54.817.1 0.788

F2 BALF
uIp fNSIP pvalue

Number 7 4
Recovery rate (%) 61.2£16.8 46.5+12.0 0.155
Total cell count (x10°/ml) 3.53+1.99 3.37£1.89 1
Macrophage (%) 80.0+10.3 68.4+20.3 0.412
Neutrophils (%) 4.246.9 4.5¢4.6 0.788
Eosinophils (%) 0.710.5 5.2#4.1 0.01
Lymphocytes (%) 15.249.1 19.4+18.8 0.924
CD4/CD8 ratio 3.4%2.7 1.9+0.8 0.256

T AT 7. £ OEg 2T Y 7 b Progenesis
PG220 % A\ T spot & ERAL, BRI L2, 3
B RO 12 spot RELIRTRL Y spot {2 DUV T H
I8y ERIE & AT o 1o [AEITE B HT(LC-nESI-MS/
MS)$ L TNSWISS-PROT 72 & D 7 — X X — AR R
W& VAT 7z.

£ 7=, L 3 (UIP2S #, INSIP17 )k L O
BALF(UIP15 #i, fNSIP9 5] ) #* > SP-A % human
SP-A ELISA kit(BioVendor—Laboratorni medicina a.s.,
Czech Republic) # W CE=m L 7.

w R

BEE RO TER, MU, meds, Ak
BEMA I =2 R oo (£ 1), BALFETA T
BALF 1 D #f BRER 43 B 23 INSIP /X Z — 2B W T
UIP X% —> L0 b @A R LTz (3£2). 2IRTEX
KBTI, 4y f-H 10kDa ~ 200kDa, pl4 ~ 7 DE}IC

150018 O spot 38 &, 41 FEFHD X /37 B & [FFE
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#£3 EELEZAFY B

Protein# Protein AC Identification
method

1 a-2 macroglobulin P-01023 GM

2 Ceruloplasmin P-00450 GM, MS

3 Immunoglobulin A-S chain P-99003 GM, MS

4 Complement factor B P-00751 GM

5 a-1 B-glycoprotein P-04217  GM, MS

6 Hemopexin P-02790 GM, MS

7 Albumin P-02768 GM, MS

8 Transferin P-02787  GM, MS

9 Complement C3 B P-01024 GM

10 Immunoglobulin heavy chain a P-99002  GM, MS

11 a-2 antiplasmin P-08697 GM, MS

12 a-1 antichymotrypsin P-01011  GM, MS

13 a-2-HS-glycoprotein P-02765 GM, MS

14 Antithrombin Hl P-01008 GM,MS

15 Vitamin D-binding protein P-02774  GM, MS

16 o-1 antitrypsin P-01009 GM, MS

17 Zinc finger protein GLIS1 P-08151 MS

18 Apolipoprotein A-IV P-06727 GM

19 B-actin P-60709  GM, MS

20 Fibrinogen y, a chain P-02679 GM

21 Immunoglobulin heavy chan P-99009 GM,MS

22 Immunoglobulin heavy chany P-99006 GM

23 Zinc a2-glycoprotein P-25311 GM

24 Haptoglobin P-00737  GM, MS

25 Toll-like receptor 1 P-38593 MS

26 Orosomucoid 1 P-02763 GM

27 Pulmonary surfactant protein A P-07714 GM, MS

28 Immunoglobulin J chain P-01591 GM, MS

29 Complement factor | P-05156 GM

30 C-reactive protein P-02741 GM

31 Proapolipoprotein Al P-39133 GM

32 Immunoglobulin light chain kA P-99007 GM

33 Apolipoprotein A-1 P-02647 GM

34 Glutathione S-transferase pi P-09211 GM, MS

35 Translationally controlled tumor protein ~ P-13693  GM

36 Serum retinol binding protein P-02753 GM

37 Haptoglobin a P-00738 GM

38 Superoxide dismutase (Cu-Zn) P-00441 GM

39 Transthyretin P-02766  GM, MS

40 Immunoglobulin binding factor P-15923 GM

41 Calgranulin B P-31725 GM

Protein #: reference to the annotations in Figure 1. AC: accession number from the SWISS-PROT

database. MS: LC-nESI-MS/MS. GM: Gel matching with two dimensional gel electrophoresis

database from SWiSS-PROT.

L7z (%3, K1+:2). UP/XZ— 2 L {NSIP /84 —
TRBABIEARDELOL LT, UIPIZLV S
<HEBLL 724 /37 B 11X, Immunoglobulin heavy
chain a, a2 heat shock glycoprotein, Haptoglobin B,

Surfactant protein A (SP-A), Immunoglobulin J chain
DS TH Y, —HINSIP/RY — I EFEBTH -
7o # 2327 'E X, Vitamin D-binding protein, P
—actin, Glutathione S-transferase pi D3 TH -
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1 BALF ®2 &k cERIKE)

I UIP2RZ — A5 NSIP 284 —
R2 UIP & fNSIP @ 2 R ITEXVKE) o Hik

72 (#£4). SP-AIZOWTERBET % &, SP-AfHEIKIC
9> M isoform %787 (X3). SP-ADERTIE, I
BT 2BICEEZRD 2D > 208, BALF TiXUIP
RE—VIZBWTINSIP X —2 XD b ARICEHE
%R L72 (UIP; 2.331 £ 1.656 ug/ml, fNSIP; 1.319 +
1.916 pg/ml, p=0.034)( X 4). I &+ @ SP-AfE &
BALFH O SP-AfEICHHEARR 28 D 2 dr o 72
(p=0.583).

= =
Proteomics D FiE % VT, VB Mt % A AR

=(oa

12BN 2 DO RE MNP T 5 7 v 7 A X 7 AT

BN FEAR L 72 & 1L 2 E TIZevn. RfRE T,
UIP/RF — 2 L INSIP R — U CTRERBN R D 8
DDZ R ERALMNI L. E£2SP-AZIILD
L LTEL Disoform ZFBDT-. ZNHEHAFEED
#=Re isoform 73 UIP & fNSIP O i A ARIE 0 R LA 0
VN E B LTV D RTREMEAS R S 47z,
BALF T LT, 4GFEEERSYEIAS UIP /X & — /230
THRIET LW, BHERsEmEIcRT 3
PRI R & IR MR O BRIR A P2 LRI U 7ot
52T, JEAMEERICIV T BALF H O M ERER
SEIXEETHY, SMEEEFICBVTUIPSY —
VEZLSBOI LD, FEREROBEENIRHATZHN
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Fa4 2HEMCTERABDIZAR Y b

Normalization

Normalization

Protein volume of volume of p value
UIP (x10%) NSIP (x107%)
Immunoglobulin heavy chain a 946.7+502.8 126.5£99.1 0.024
a2 heat shock glycoprotein 79.4+60.1 17.8+14.8 0.029
Haptoglobin B 438.61392.4 90.54£97.2 0.012
Surfactant protein A 1153.3+641.5 339.6+285.5 0.024
Immnoglobulin J chain 243.6+197.9 27.1+#53.9 0.029
Vitamin D-binding protein 146.9481.8 375.3%172.0 0.029
B-actin 36.0+29.5 315.0+194.3 0.024
Glutathione S-transferase pi 65.3+29.1 189.6+73.1 0.012
fNSIP

(305)

3 SP-Aisoform

m;%& BALF
p=0.034
2501 8-
2004 & .:. 64 : |
— 1501 *_ @
E - o 1
=) Y .... 4
= 1004
50- ... Y ....I 2
0 T T 0 = —aa
ulp fNSIP UlP fNSIP
(n=25) (n=17) (n=15) (n=9)

X4 SP-A (ELISA)

BLRILEHRESRD.

UIPRZ — BN TRV ZS BB L TWEER
Z 507872, a2 heat shock glycoprotein (Heat shock
protein 60)(%, B4R A b L A TEEEZZIT THIE
REZRBILELEADEHE, BLUEHOARK, iE
&, RG-S 5 AEARHER TH D, UIPNY —

VBT D L0 RIS E & R LTS ATREMEDS
b 5. SP-AIXIA i b B Mfa CRrEA S 412 ifith—
T 7 7B NOERRESTHY, MikaEND Y CHE
Ba—EICRD, KTEOBREICHT 5 3 RGEER
N 5. FpRMERERHERE (IPF) ORMET T, #ENnd
VIR T O ORENRH D —EOREIRITH T
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QAL

—J7, INSIP/SY — 22BN T LY £ RBLL 7
F A 32038872, Vitamin D binding protein {LJ/ T
TR A, e, SERER O FEE XA DM
Aust G-actin OFR %, FENE e K2R B 5. Al
#b Gactin DR EFEDAL FILUIP /3 & — D hig &
VBB AHEMED B D . GST-pi 3R E i E b
DERIZFEAE L, MEELE e Fefdi Tl
e B A EEALT D mReE A S S, UIP
INH BT A GST pi IR TR, B EA
LR 2 B B O T 22 SO L -Cuy D Al RETE DS
H75.

SPAIZOWTHERT D&, SP-AGEHIKIZO DD
isoform # Z8 ¥ 7=, ZH 5 1IHE L, proline D /KL,
VANT 4 RS, S TOVEE IR E ORk & 7R BHER
BIEFIIZ L HDE(LTHDL EEZ LN TS, il
FIE Y K> cystic fibrosis” (2351 T SP-A OFHINZAE i
MG L THDE N S E b0, AL SRR
{2 RE A S LT D REMED & 5

#® @

& PRI BEUMENG 28 O UIP /37 — 2 L ANSIP /N F —
20T, IO RA D EEBA LS,
HEAEEEROERAICEA LTRIL, A%
B 5 B ORTE & ] 5 70T 5 BER b
%.
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[FFrk 20 EE)
YIILaA4 N = ZARIEERIC B0 5 7 27 A E Ml a N R
F— 7 7Y —DHE

([ESERE & AL A & UL A WHE (B
b Wi A A Ek! S A o VLA el

&

xe

H] o R—32 2K & IR O AP LSRG LT W25 7 7 2 & o P
FAE ST DL ARSI 7 7 o AN 0022 [0 A A D B 2 5 2029 5
AHEE L, MR AMEO R AN &) Ui -H OB S & LT udF— b7y U
OB ERAT MEE Rl A Ty D — D — L 72 S GFP-LC3 B A& R M & s
TN L 72 HeLa fUBAK I AR ABER A2 7 7 2@ 2 B &, w@ots JOVEFMMEiic
Yo Uy —n@gAEHERTH D Bafilomycin HN - IEEHEIMTOBIEE AT -T2, [Tu%) e Py
Y L7 7 FEIT RY— L U Y Y= AR TSN T2, B0 R RITE %
ISHF & & — 7 IZLC3BEIERIZ P E N Qv BaffF{E N Tl 7 7 I — LD~ — 71— C&p %
LAMP-1 EESPEO 72 a7 & AR BT U, LC3IZPHEN @ RN L T, [&5] AW c
I% Bafilomycin 2 /2 2 & THITINTEAL 2N &4, 77 2@ s B Y — L Bl s~ &
L, Foftld— 77—l Ez NS A — I~77"‘/°~*<7’>J'|;LfifliTh1 5
IR A fHE 2 T LG, AT H T 7 3 pE VRIS TR LRI~ o B S B —
L~ 5 N CHET 2 2 8 T ThE BB S0P MO 3B &, b A = o A REEEN Rk
ENH Lo END.

Implication of autophagy induced by intracellular infection of
Propionibacterium acnes in the etiology of sarcoidosis

Kana Minegishi', Pariko Yorozu', Asuka Furukawa', Eri Nishikawa', Keisuke Uchida',

Yoshimi Suzuki', Aya Miwa', Takashige Suzuki', Tamiko Takemura®, and Yoshinobu Eishi'

'Department of Human Pathology, Tokyo Medical and Dental University
-Department of Pathology, Jupanese Red Cross Medical Cenier

[Background] Intracellular proliferation of Propionibacterium acnes (P. acnes) may cause Thl
hypersensitivity and subsequent granuloma formation after antigen-processing via autophagy since some
bacteria proliferating in cells can escape from phagosomes where they reside latently. In the study, we
examined whether intracellular infection of P acnes can induce autophagy under certain environments.

[ Materials and Methods] HeLa-LC3 cells, which were transformed to express GFP-LC3 fusion proteins,
were infected by an invasive isolate of P acnes and the process of P acnes infection and intracellular
trafficking within nonphagocytic cells were examined. After immunofluorescent staining, HeLa-LC3 cells
infected by P. acnes were observed during 24 hours by fluorescence microscopy and electron microscopy.
The number of viable P. acnes in the cells was determined by so-called invasion assay. The same experiment
was done under the culture conditions where fusion between phagosome and lysosome was blocked by
using bafilomycin. [Results] P acnes entered the cells by endocytosis. Most of them were degraded by
endosomal enzymes (lysozyme and cathepsin D) in the cells. A few P acnes were localized in LC3-positive
autophagosome-like vacuoles that appeared most abundant 18 hours after the infection. When treated with
bafilomycin, P. acnes escaped from LAMP-1 positive vacuoles and many of them were captured by LC3-
positive autophagosomes. [Discussion] These results suggest that P acnes can induce autophagy escaping
from degradation. Increased induction of autophagy by P. acnes infection under bafilomycin pretreatment
may simulate the intracellular proliferation of the bacterium that seems to have occurred in patients with
sarcoidosis.
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2008 ~ 2010 ATV E AUPEMIE L BT 24 A FY

[z oic])

T A R AW ) (U 4\'HJJ(/)/I\-.i$Y*|"I-‘.13:J
NI A 2 R o L 72T 40 Tz RS
25T O Jlf\lmﬂz4~
AR P LRI LT D 2 2 s, HEOAN
K& LT o O P ETIZ X J'J‘ TR G0 B
MEZHLITND

INETL *f)mWﬁWJV]muﬂ AN TR
%l T 7 U (Propionibacterium acnes) M &
TNDZEpd Z"U)ih}L W & LCT 7 AR
NEEHONT A, 77 RETEEEENMETCH D
25, IR AREE AT A Z LML, B R
%;':‘é:"?lﬂ]ﬁ% VAR RE 2 R U T ARV OB TE T IR

TUND 2B DR SALTUND L TN #E N A A
FTOEBEIIEBNT, AR O NERIE YT 7 7
B 250 85 7 OWIRMEIGPEARIRL 10 00 SR 54
D ETCER T D E B LD,

7MWY B B G 03  ERIZ e 72 2 Thi Y
W TECE S0 DO A B DRl & LT, TA— 1
7oy =l E ORI TS A T U
(P LR BUG) IEUE AV BN O 1V A oD = &
TR PN 0 B (/)L’lb’éi'r’*‘ LA A T & S
NTEREN, A= 77 V= F AL Ok T
TAE 2 XD % < OB APERIE O f% 5 - ik &
VDD FHAREEBOCIZ B - L Tuv D Z &I L,
bﬁétf}*u/y’f‘b\é OSBRI NE RS A — T 7

XY MHC class PR EN S H 2 L
‘ff‘l/:’n-’é}?bfb‘é"'

ANEFETIEAIARN T 7 2 & 73 BB i hOds &
AETOHIT AL TH &%HI’I‘J& L, Vv
— LA A D 2k 7 A O P
s gBlL, 4— k77 ‘/—*U);u@gul%@_ Lo

DLkl L.

Flo, T REOA— N Ty Ui I o

FNE N 2 AP 00 i

Wi~ 7 a7y — Uk

T, TTCICE S Tn g
FIT & bl L.

B P £ 3= P NN N B R
A AR [P e o 2 — B
FOOVEAERE SR DAY AR H AT

(#1464 & F ]
. E%

T A RIS AR A AT D VAT O R A
f&UU L, GAM broth (Nissui) {Z T 37°C 3 |1 N4k 1%
To IR & B IZ T2, Porphyvromonas gingivalis
(41’«’%1 PRk ) 1x 7  F Mg 98 KRG (BD) (2 C37°C 4 H
AR R4 U7 w2 EE T 7= Streptococcus
pvogenes (JRSAR), Staphylococcus eidermidis (FEERE)
[ X% 4L THY broth [Todd Hewitt Broth (BD) + 0.2%
yeast extract (BD)], GAM broth(Z T él?/fiTWOC’C“**
WEATEG & 2770y, 2 H log phase {2 1 L 77 % ¢
DL TR L7 Vﬁ Z FEBRIT L

I. fEkatk
E e SO AR 0O HeLa MIROEK, GFP-LC3
B R A R TSN L7 HeLa-LC3 A IMER ( 4T 5¢
NP AR E i ot G o0 i gy & e
HeLa #lli K1 £ Dulbecco MEM ETHE +10% FBS (LA
F10% FBS/DMEM+50 pg/ml gentamycin iZ CARI
1748 U7, HeLa-LC3HMNEEEIT 10% FBS/DMEM +50
pg/ml gentamycin {233 4hEE &

e MATHE R R L7z

L "C 500 pg/ml neomycin

m. =&

A AR TSR H,  10%FBS/DMEM antibiotics
()12 T 24-well plate | Z5x10/well L 72 A L Dz &
LT ORI KD BIENNZIE 10% gelatin/
PBSIZTa—7 4 oV LIo A= T A% welliZ
AL, 0 RIZHIRA F 7.

HFRKE 10% FBS/DMEM antibiotics (-) T2 WYL
VI % W TE (ODon) (27T - 28 i )4 LD RS L 7 A
CRME A RN MR L2 N A 72 (Multiplicity  of
Infection = ]()()0) 37C - COr f X o= —{ZC
QUG YL e, PBSIZC3IMIEIT L, AS R
2 T2 DL ST 4 (400 U/ml penlm]lm 1 mg/ml
streptomycin #RUIDMEM) A2 i L, & 512 31T
# L7, (P gingivalis 11500 pg/ml gentamycin (2 Cf%
wH.)

U 4 ‘/_L\FH 5 A1) 5: L THiH L 7= Bafilomycin [T
FCfIEIE A 100nM & 72 2 o) (e 2 R AT HRN
Lf:. xTH«’v’L ZIEDMSO & et iR 3 1% & 7 4 &
Zisme

pT
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P ad F—v ARERBICIBT 57 7 REMIRNESR L A — 7 7 P—0&HE|

S A b3 — A THIZ RIS 2 58 1 RS
# 10% FBS/DMEM antibiotics (-) {2 T A e ) 7.

V. HAREICLIHE

A= Ry —Lh, 77V —A, U YV—AD
~—71—& L TENZEIRabS, LAMP-15L{K, Hi
U F—AGUE, FLhT 7o DR E AW
1) Rab5 transfection

il B 10%FBS/DMEM antibiotics (-) (2 T 24-well
plate (Z4x10%well L 72D X S lcE &b LT,

150mM NaCl 100 pliZ1 pg/ml Rab5 plasmid DNA 0.4
plERY=F L4 I 2 pl AL Cvortex L, =il
T2mE W%, SEZwellZRML7Z. 6KF[H
# 10%FBS/DMEM antibiotics (-) T2 21T - 7.
Transfection 24 Bflit% 7 7 R & B S, 1IRFE 2
ENZHINR—=H T A% A%/ NT RNV LT VT B R
WZER L, EE L.

2) BFLE (LAMP-1 5K, HLY V' F— 28K, il
51T 7 DHER)

4% /5T RV AT VT b KRR Tl % [E e
#%, 0.1 % Triton/PBS{Z L 0 fll fu B 12 X % & i}
7=. RNase(10pg/m)iRM~7 = v % o 7 Al T=
1S3 % Lz, 1kFifA L L CTLAMP-1 Hifk
(Santa cruz Biotechnology , 1:100 A47fR) & 2:1), =ik
W CIEE R UG &/ 72, I kP & L TCys-
conjugated anti-mouse IgG (Jackson ImmunoResearch,
1:2200 7 BR) 2 FH W, IR I T30 Ks S ¥ 7=
PI(200 ng/ml, 1:1000 77 fR ) IZ TR REF AL, #
BT,

LAMP-1HLfR LBV vV F— AHikD —HYE A
X, 7wy X S, 1IRUAE L LT LAMP-
1 HiiREHLU V' F— LPLIR(DAKO A099 |, 1:40 F7
), 2% P& & L T CyS-conjugated anti-mouse
IgG & polyclonal Goat Anti-Rabbit Immunogobulins /
Biotinylated (DAKO E0432 , 1:500 A7 R ) % 5t S 72
%, PLU V' F— LHURD 3 PLIA L LT Streptavidin/
FITC (DAKO F0422, 1:50 AR ) % 2291 T 30 /3 I hin &
W7o PHCCREEABEIAL, BlEsiToT-.

LAMP-1fi{k L i 7 7 DA D —EHY G
TIL, RSz A% ) —VICTHEHER 72 v ¥
VURBEL, 1RPiIEE LTLAMP-1 HUk & il 7
7L DHUA (SIGMA CO0715 , 1:200 48R, 2 biigk
& L T Cy5-conjugated anti-mouse IgG & polyclonal
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etk
TYIFA

Rab5

Merge

) BHRRIL MR OWBETS

R1: = RYA b=V AL VIRALET 7 3 H

Goat anti-Rabbit Immunogobulins /Biotinylated (DAKO
E0432 , 1:500 7)) & RS S/ t%, fih 7T 7w
D HLIE D 3 HLIK & L T Streptavidin/FITC (DAKO
F0422 , 1:50 f ) % 223 T3040 St S 72, PLIC
THRERBIEEZIT T,

V. BT AR AR

B3 cm D dish iIZF Wil 2% 7 V4 —LvT
NT e RCHEE. TO%TRUBRIC UL, @
Y, U7 shk il B TBLE
AT o7z

VI. Colony assay

FRYLA A PR ANC & B M SR B R R R I
MlaZAZ Y 7o 100pl THA L TEIL L, JEAK
00l Z AN T Iml & L7z, £ 2B E 1045
MREE Z N TN GAMZEREFHIZ 2001845 L, B
R[EEBZTo72. AHBREE Lo an =—HKZHE
L.

[ &I

1. A7 7 XEOBRESLVA—-FT7 72 -0
R85

DZ77xBEEPHIRY— LA

Rab5 plasmid DNA % transfection L 7= HeLa fiJli~
DREYL0.5, 1, 2, 3, 4, 6, SE%OBELIT-
72. RabSIE T X TOREMHFICIHWTHRE L T,
ZOH T EYL 2[R % 23 Rabs DRB O E'— 27 T
HY, HARabSIZHEN TV EB AR TE 2 [IX
1]. YL 3R LARE CIEMENICEIRIZFET S b
Rab5S IZFHEN TV D EEIT AT bnleinoT-.
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Bars ;10um

R 2: 77 REEGRC XD LC3 B Rk 22

GFP-LC3

Bafilomycin
EyiliE

Bafilomycin
it

Bars ; 10um

R3: LC3THiba = lam 7 7 i (Y 24 WE % )

2) 7 2B & LC3

HeLa-LC3 M@ 7 7 R H & & Ye %t S BB I
KU RIFHN B AT 72, FIENICTRE LT E
A EDEIRITZA— N7 7 U— DRt~ — B —T
HALCIITHES N TRV R -T2 b DD, D
B 2N e 18 BF R 1% & &' — 27 IC LC3 BRI I P &
T2, AR.

Bafilomycin #INEE TILEGL% 6 IF[E 2 A 725 LC3
DRBNZBESH, LC3ET 7 @B ELREL
TWDHEDHM L7z, sRIZK TOBIEIZ LY, GFP
THEERSNIZLC3NT 7 REEZTD A TV DHERT
RS- [X3].

HTFUZAET IV —L-UYI—L4

IR PNIC Y L7 7 7 R B I R ool & 3k
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Efficacy of inhaled fluticasone propionate

for active pulmonary sarcoidosis

We sometimes encounter patients with active pulmonary sarcoidosis who hesitate to take oral
corticosteroid because of its adverse effects such as moon face and osteoporosis. Inhaled corticosteroid
therapy is not recommended in the guidelines of sarcoidosis treatment, but results of efficacy of the treatment
are equivocal in previous reports. We conducted a prospective non-comparative study on the efficacy of
monotherapy of inhaled corticosteroid fluticasone propionate (FP). Twenty patients with active pulmonary
sarcoidosis (male/female: 6/14, age: 31-68) were enrolled, and FP 800 ng/day was administered to all of
them at least 3 months. Their respiratory symptoms, chest radiographic findings, and respiratory function
test results (%VC) were evaluated before and after of the period of administration. As a result, 11 of 26
cases, it was 42%, showed an improvement in their respiratory symptoms. As for pulmonary function, 3 of
21 cases, it is 17 %, showed improvement. As for radiographic findings, 6 of 29 cases, it was 21% of them,
showed improvement. In the prior studies, higher improvement was shown, such as 80% improvement
in their respiratory symptom (Baughman et al 2002), and 47% improvement in their chest radiographic
findings (Alberts et al, 1995). Though the improvement rates in our study are lower than those in prior
studies, inhaled corticosteroid therapy is one of the available choice, especially for the patients who hesitate

to take oral corticosteroid.
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The role of serum cathepsin S levels in sarcoidosis

Etsuro Yamaguchi

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

We have been assessing the significance of serum levels of cathepsin-S (CTSS) selected by the
transcriptome scan from the previous year. We added disease controls in this year.

The study subjects included 29 healthy volunteers and 54 patients with sarcoidosis. Other disease
controls were 19 patients with idiopathic interstitial pneumonia (IPs) (including UIP, NSIP, and OP), 11 with
lung cancer, 12 with chronic obstructive lung disease, 22 with bronchial asthma, 150 with pneumoconiosis,
20 with liver cirrhoisis, 19 with hyperthyroidism, and 17 with pulmonary mycobacteriosis. Serum levels of
CTSS were measured using an ELISA kit (Human Cathepsin S Duo Set", R & D Systems) after diluting sera
300 fold.

Serum levels of CTSS in pneumoconiosis, hyperthyroidism, liver cirrhosis, and pulmonary
mycobacteriosis which were added to this year’s study were all significantly increased compared with
those in healthy controls. The levels in sarcoidosis were significantly higher than those in newly-added
disease control groups except for liver cirrhosis. Regarding the differential diagnosis of sarcoidosis and
pneumoconiosis by the receiver operating characteristics (ROC) curve, the area under the curve (AUC) was
enough large (0.869). The sensitivity and specificity of serum CTSS levels for discriminating sarcoidosis
patients from patients with pneumoconiosis were 78% and 79% at a CTSS level of 72 ng/ml, respectively.

Serum ACE activities in liver cirrhosis and hyperthyroidism were significantly increased compared
with those in healthy controls. As in the case of serum CTSS levels, ROC curve was used for the differential
diagnosis of sarcoidosis and pneumoconiosis. AUC was 0.697, and was significantly lower than that
for CTSS. The sensitivity and specificity of serum ACE activities for discriminating sarcoidosis from
pneumoconiosis were 68% and 69%, respectively, at a ACE activity of 13.9 1U/1 37°C. Serum CTSS levels
and ACE activities significantly correlated in healthy controls and patients with all the disease controls
studied (p=0.371, p<0.0001), but the correlation coefficient was not large enough; the distribution of the two
markers widely scattered at their high levels.

These results indicate that the serum CTSS level is a useful serum marker for differential diagnosis with
a higher discriminating capability than ACE depending on diseases concerned, though its disease specificity

is not very high.
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