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= Abstract =

We have previously demonstrated that specific antigens involved in autoimmunity in
endometriosis may be endometrial proteins with molecular weight (mw) of 71, 92, and 103
kilodalton (kDa). The purposes of this study were to determine the incidence of IgG antibodies
against these endometrial antigens in peritoneal fluid of patients with endometriosis and to
evaluate the antigenic differences between the endometria of patients with and without
endometriosis. Forty peritoneal fluid (PF) from 24 patients with endometriosis and 16 patients
without endometriosis (control patients) were tested against endometrial protein from patients (n=
8) with endometriosis and from control patients (n=10) by western blot. Fifteen (62.5%) of 24
PF samples from patients with endometriosis had specific Immunoglobuiin (Ig) G antibodies
against one of three endometrial proteins with mw of 71, 92 and 103 kDa but none of PF
samples from control patients had these antibodies. The electrophoretic pattern of endometrial
proteins from patients with endometriosis was similiar to that from control patients. Furthemore
there was no significant difference in specific PF Immunoglobulin G binding to endometrial
proteins regardless of origin of these proteins. Our data indicate that specific humoral immune
response can be found in PF of patients with endometriosis and that specific antigens inducing
this immune response are present in human endometrium and that there is no antigenic
difference between the endometria of patients with and without endometriosis.
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2 ¥5lo) £2¥ 4 YeAtE 4P + 9
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o Eﬂ@,.%EZq]?l (immunogenic) T+ AF
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ZEATE &5 AW HF B A E
(natural killer cell)9] 7152 A3 (Garzetti et al.,
1995; Ho et al,, 1995), th&) Al & 52} ZA A e <)
Z7} (Halme et al, 1984), A2 U =hd To| oj 3
T HEZF /4 MEZH2E2 Ao (Vigano et
al, 19917} HuHAx =] day gy
A, FAAGA, FRE2AA S 50| B
A7t 71 &5 (Confino et al, 1990) =3 22U
SxAd e ArgA F FAFu ke o
FA7F B &4 (Badawy et al, 1984; Meek et
al, 1988), A & Py A3l (Meek et al,
1988; Wild er al, 1991, 1992), =58 7S
(Badawy et al, 1990; Garza et al, 1991), western
blot (Mathur et al, 1988, 1990; Rajkumar et al,
1992; Gorai et al, 1993), AW 9% (Fernandez-
Shaw et al, 1993; Odukoya et al, 1995)d]] 2} 3}
23 vt H2 B A3 5 (Kim e al,
1995)2 o|FHEA WA EHI  western
blot2 o] &3t Z}zh AU ehE Fxle] 48.1%,
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ALE3EA] @skth. A3 2 1000 x goll 4] 1083

AR s A2AL 20T BASATHL
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o) 32
W3 o] E Tl R &4 (protease)
phenylmethylsulfonyl fluoride 1 M/LE
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10E-3F 3000 x g2 YA E2 sl A=d L& A
©] 0.1% sodium azideZ 40]A 50 py £33}
o 70T RAsATH} AL T
3) Bicinchoninic acid (BCA) T = &
ZFA) Gl okg BCA il 28 & A}-8 5o

ZA8Ah & 84 439 (bovine serum al-
bumin)E o] &3t EFE ] g 100, 80, 60,
40, 20, 10, 5 pg/mlE A Z 31, ApF = o 2
5 89 AL o 1010, 1:20, 1:40 34 g
10 W& 950 o 7)o BCA €93} 4% CuSO, -
SH09] 50:1 &3 & 200 ul< v A} (micro-
plate)ol] F o] 37C B F7] oA 3083t wHg-A)7]
< #HE=7)Z 562nmo M 8] EFE (optical abso-
tbance)E Ao} IBM computer®] curve fitter pro-
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4) Western blot

Az G 3222 3 mgml)e 62.5mM
Tris, 10% glycerol, 2% sodium dodecyl sulfate (SDS),
10% 2-mercaptoethanol, 0.05% bromphenol blueZ
Ffrete A8 SFgdoz 14 3 SE7F
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% REZA7I7| = shsith 1% A4S PBST &
Ho g 1087k 31 A3 ¥ 2% skim milkE L
33t PBS-TZ 1:1000 3] 2 ® goat antihuman Ig
G F(ab')y, -peroxidase E-3+4] (conjugate)$} 4 29
Al 1A WhgA]7]aL PBS-T &Aooz 1083)
13], PBS §H o2 28 M3t YEZA S
2298 0.025% diaminobenzidine, 0.075% 4-
chloro-1-naphthol, 0.08% H;0:2 7A@ 7|2 &
o 103t @7 ¥ S7F= A4 = 249 o
& AR #A s w23 (reactive antigen)
o] Bx#e FFEERFE A (lysozyme 18.5kDa,
soybean trypsin inhibter 27.5 kDa, carbonic anhy-
drase 32.5kDa, Ova albumin 42kDa, BSA 80kDa,
phosphoylase B 106kDa)e} £A}23t At 25X
< (relative mobility index)E AF&3ld] A& 32X
2 o83kl Z AT

5) X2 24| 2 Xz

AZWEZ BAsh o) 28xbe) Bk gt
Zuetaks) £9] ¥ wof= IBM computers)
SAS program< ©]-83}a] Fisher's exact testE A
gto] AFEAR p<0.05? A$-F A
@3t

34

Z o}
1) X2 S 2X1et CHESXIO|A K2 LHat
ChuHof oAt
Western blot®] A3} Apgfieh ol =58 1

o &= 25, 26, 28, 30, 34, 36, 47, 54, 56, 59, 61, 71,
77, 81, 85, 92, 103, 107, 116, 127 kDa®] Ex}k-g
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At 27 FEFEY Do AV GE F
< 25N 9 A et kg v
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MW
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106 -
80 -

49.5 -

325 -
27.5 -

P S P S
L L
Endometriosis Control

Fig. 1, Polyacrylamide gel electrophoresis of pro-
teins from endometrial tissues of patients with en-
dometriosis and control patients during proliferative
(P) and secretory (8) phase of meastrual cycle. Molec-
ular weights are shown in kDa.

Table 1. Prevalence of IgG antibodies reactive agan-
ist various endometrial proteins in peritoneal
fluid of control patients and patients with en-
dometriosis

Molecular weight

of endometrial Controls Endometriosis
proteins (kDa) (n=16) (n=24)
34 2 (121) 4 (16.7)
36 3 (88) 4 (16.7)
56 7 (43.8) 11 (45.8)
59 4 (25.0) 5 (20.8)
71 0 5 (20.8)
77/81 4 (25.0) 5 (20.8)

92 0 9 (37.5)"

103 0 15 (62.5)*

*: p<0.005, **: p<0.00005

el 3 28, 107, 116 kDa9] 8432 717 tha
539 o7} vehg

(kDa)
106 -

495 -

325 -

275 -

1 2 3
L

Control Endometriosis

Fig. 2. Western blot analysis of peritoneal fluid
of a control patient (lane, 1) and patients with en-
dometriosis (lanes, 2~3) against endometrial pro-
teins from control patients. Molecular weights are
shown in kDa.

23 ErE B4 el By IgG
& 34, 36, 56, 59, 77/81 kDa2] A3u% theof
FEHoZ g oy i AZUY g
") 3}e] 34, 36kDa®] A}Fuje}t o] whg3=
B9y 1gGY] Bl=rt i vkt Agues
gt BN IgGrt SolA o & wkgste A
et gl & 71, 92, 103 kDao] Ex}8E 7}X
3 e ojF FolA g o wkg
3l Wln s 2b2t 20.8%, 37.5% (p<0.005), 62.5%
(p<0.00005)°] R 3 Ho] = 17} o]e] HolF] g
Qo ¥rg3te BFAY 1gGe Hlxe 62.5%
(15/24)°) 1t} (Table 1, Fig. 2).
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Fig. 3. Western blot analysis of peritoneal fluid
from patients with endometriosis against endometrial
proteins from patients with endometriosis (a) and con-
trol patients (b). Molecular weights are shown in kDa.

3) ASHAZ Bxtel =X 2 e 3=
XS Lot chltof st SZholu 1gGe] Z s

NEBAZRE F7]547] AAED A3
% A e Aoz ALY S W Sl gy
o ¥t-&3 AW IgGE MR BERHE L ALg5tq
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HEt 23 2ol 7t AT (Fig. 3).
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Ak Shape] oA PR H LR
Z3nor WAAHY (Badawy et al, 1984
Meck et al, 1988), WA I3 WY
(Meek er al, 1988; Wild et al, 1991, 1992), %8
T2 (Badawy et al, 1990; Garza et al, 1991),
western blot (Mathur et al, 1988, 1990; Rajkumar
et al, 1992; Gorai et al, 1993), E§49HY
(Fernandez-Shaw et al,, 1993; Odukoya et al, 1995)
Eo| JtEo] ol g @& A7t AP HY
ot B old g A7 BA &gkt
Western blotE AHE-3F 3¢ 7] A3
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Wetzaae) FaolAst sUsA B
1gG7} o)A o2 whgshe AU e wue 71,
92, 103 kDas] ¥xE 713 den ol
Sold AFWT Guo] weHe WL 747t
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histone 3} #] 9] =244 A4+ (Confino et al., 1990)%]
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leukocyte antigen) DR £ 3 & o] o} & BUAAE
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Ao BElgtd 4L dAFAM F284 @A
o sloh. Agd ey e 2A4aAE wast
o B9 T ol £4E 2T F e
v Eo| & z}t7}3-A) (Dmowski ef al, 199533 2t
£ N4 da AFREsae] 5
AFAGA] Mg F7b F FHe] FaHD
(Sueldo et al, 1987) vjol@dA o] YAHFYG= B
31 (Morocos et al, 1985)2 ¥ of o8 A4 &
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