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1%1%u‘§u&f‘fﬂﬂ’mﬂn &1 mouse monoclonal Anti-MICA (WW6B7, WW9BS, WI1) W11
WW6B7 anuduty 0.5, 1.0, 2.0 Hgml ldnadoufniieg(w+) @151 1-) ietiun
WU Anti-MICA (WW6BT7) 111y 2.0, 3.0, 4.0, 5.0, 10.0, 20.0 [lg/ml, anti-MICA (WW9BS)
10.0, 20.0, 30.0 Mg/ml HAT anti-MICA (WJ1) 5.0, 10.0, 20.0 [lg/ml AAINT WUIIAIN
119 Anti-MICA (WW6B7) 2.0, 3.0 Llg/ml, anti-MICA (WW9B8) 10.0, 20.0 Llg/ml Lag
anti-MICA (WJ1) 5.0 Lg/ml ldnadeuannien hidamuw+) @15 1-) udnmududu
Anti-MICA (WW6B7) 4.0, 5.0, 10.0, 20.0 Llg/ml, anti-MICA (WW9B8) 30.0 [lg/ml a2 anti-
MICA (WJ1) 10.0, 20.0 Ple/mi lénafoudalidalnslidnuamsfauuy hidumizs m(2/bg)
(@579 11D uaaehanudidi Ani-MICA (WW6B7, WW9BS, WI1) fimingamningeg
TurnnAil 4.0, 20.0, 5.0 g/ml ATNAIAY uatunsumseud limumnzay euiu
FusoumsfouTaousiy xylene WY 30 W Lmunmjua'laﬁﬁ'f;un%aﬁ 60° & ABUNIT
deparaffin uazﬁl%’ﬁ;m protein block serum free buffer (DAKO) tinU 3 % fetal bovine serum
lufunouns block nonspecific binding tievhmsdenlmilasld Anti-MICA (WW6BT7)
anududy 4.0, 6.0, 8.0 Hg/ml, anti-MICA (WW9BS) 22.0, 25.0 g/ml Uag anti-MICA
(WJ1) 7.0, 9.0 Pg/ml mudIAU(mI31e 1-10) WU Anti-MICA (WW6B7, WW9BS, Wil)
amuduty 6.0, 250, 9.0 Ugml awdnuldwadovAndaniGHlalill nonspecific
background  1i# Anti-MICA (WW6B7, WW9BS, WI1) anududu 4.0, 22.0, 7.0 Pg/ml
mud iy lanadoudnaian(wh Hofous1lnold Anti-MICA (WW6B7, WWOBS, WI1)
anududu 6.0, 25.0, 9.0 pg/ml awAwy wuh ldwadenangauon(3+) Tag il nonspecific
background (#1314 1-1V) Naﬁawﬁﬂtaiué,utéaﬁné’ﬂ'mn::ﬁaviaﬁy1ﬁ=§q1‘ff’tﬂu§utﬁaﬂWﬂu
220 anti- MICACWW6BT7) aududiy 6.0 Peg/ml szfipluuumsandnssnodimiiaueii
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WUt 6.0 ]J.g/ml WWOBS AMIA AU 25.00 Llg/ml az Wil AU 9.0 LLg/ml WU
wouRued wa 3 wuﬂmmmﬂamﬂ"lﬂNaﬁaﬂﬂamﬂum 9 518 UANAIYNEY 1 510
(CACX8270) §i WWOBS aunsadoufiadaau (final score=9) Uaz WJl foudalaeoun
(final score = 2) undouliAnd18 WW6BT (final score=0) Aiatianslua131e 2 lasanymznis
N ] ¥
SouRaiineuo uaaaus ﬂzngﬂuuumiaﬂﬁﬂsmwﬁmﬂnﬁuaﬁam"lm‘lmwamau
o ¥y  a - { s &
(cytoplasmic staining pattern) @dtieradlugy 1 nadeuine luruitethauagnainduiieilhn
v 3
uagnvaanguil i lddhwe nhnuagnimyoma) wuihiediaia s 510 deuliAa(final
score = 0) AI0IBUAVDANI 3 #7 Anaaaluaa2
v o ool o qw Av v =

nadoanintelnesauyludalanilluiiieihnuagnnguani)

wadouiine IngiTauy Tudalamildis wweB7 anududu 60 Lgml, WWIBS

y 9 v 2 & A
aududu 2500 Le/ml waz Wil anududu 9.0 pegml luduiieithouagaiinglu
Aodurauuazilaluwisiflusuou 65 916 namsAnEINL

ﬂtjmjﬂ'mmﬁa 26 ﬁ‘iﬁﬁmﬁﬁﬂgﬂl‘um immunoreactive cell number score(A=3);
immunoreactive intensity score(B=1); 1ag final score (A*B=3) A WW6B7, (A=3, B=1);
A1TEO314U04 final score 1AL 6 (A=3,B=2) 78 WW9BS ANITUF1MVB1 final score 11
3 (A=3,B=1) ST TAAS (M1914 3) Taeii¥29A1 final score >6 fouay 41.7-53.8, f1 final score 3-
4 Zouns 37.5-40.0, A1 final score 1-2 $08a% 3.85-4.17, AN final score =0 500z 3.85-16.7 1119
NS 19I0AA final score SIURUNLIIAT final score >6 S8UaT 84.6, A1 final score 3-4 §9u
az 11.5, M1 final score 1-2 $08a% 3.85, A1 final score =0 $08aT 0 (A3 6)

ngu dysplasia 16 510 HAITOFIHYO4 final score 1AL 0 (A=0,B=0) fnY WW6B7,
AUV final score 1Y 7.5 (A=3,B=3) A2t WIL (111314 4) TAvii¥11 final score
>6 Zauay 0-75.0, A1 final score 3-4 308AZ 0-18.8, A1 final score 1-2 30U 0-43.8, A final
score =0 Youaz 6.2-56.3 1i1971915811910A final score 3AUAUNUILIAN final score >6 Founz
75.0, f11 final score 3-4 ¥avay 18.8, f11 final score 1-2 Yauns 0, f1 final score 0 %JEJUa:’, 6.25
(11514 6)

oA WY o o 0 a ¢ @

ﬂqnm"lu“lmﬂummﬂmmgﬂ (myoma) 25 518 UANUTYF1UYD final score NNV 0

(A=0,B=0) #20 WWG6B7, WWOBS 11az Wil (11513 5)Tauilenasi final score >6 30802 0-

174, f1 final score 3-4 %JE}fJaZ 0-8.7, A1 final score 1-2 ‘?ﬂﬂﬂz 0-11.8, f1 final score =0 %’t‘)ﬂ’dz
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73.9-100 (J97915841910A1 final score 3IAUNVIINA final score >6 Fovaz 16.0, AN final
score 3-4 §pBAz 8.0, M1 final score 1-2 §80AZ 4, A1 final score 1 3882 72.0 (314 6)
msnsizvnadenine lasitouyTudalamiidis Wweb7 anududu 6.0 Lg/ml,
WWIBS AN 25.00 Ug/ml taz WI1 Anududy 9.0 Lg/ml TuFuriiethnuagniiue
Tue finduuazillums i lungudihonsida 24 510 naznguitli 1dfuueSahnuagn
(myoma) 14 SIOWLI LouROAT 3 riiplvwageandesnudiulva las Wnauinasaiu
18 510(75%) iay Wnaaunsaiy 11510079%) lungudthousds uasnguitli&iluwede
1hnuagn (myoma) mwddy Tashi wwoss uaz wit SuuaTeiuliwauannni wwes?
Enfaomlungy dihowise tazngud lidfunzduhnuagn (myoma) (M5 7)
msanswnadeuiine lavitouyTugalamiidis wwen7 arundudu 6.0 Le/ml,
waz Wil anududu 9.0 [gmi Tuuiternuagaiigludesinduiazieluws iy
nquéilougiia 24 51 g dysplasia 16 1ouazagquit hildfuned ahnuagn (myoma)
16 TemuneuRveats 2 wiinldnaneandesiulas Wnawanasaiu 18 510075%)lu
naufthouzi3a, 7 518(43.75%) lungu dysplasia uay Tikaauaseiu 1910(6.3%)Tungu
dysplasia 1ta 12 510(75.0%) lundu il &S ahnuagn (myoma) mudidy Taehi wil
T wauaninanilaslduaun 4 51601679 lunguiihonziss, 8 518(50.0%) Tu
ngu dysplasia taz 4 510(25.0%)Tungu i &Sz ahnuagn (myoma) mudiwy Tasd

wWweB7 I¥raay (M15148)
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Table 1 Optimization of MICA staining by immunohistochemistry technique with mouse

monoclonal anti- MICA (WW6B7, WWO9BS and WJ1)

Mouse monoclonal anti-MICA Staining result
(Jig/ml) 1-1 1-11 1-111 1-1V
WWe6B7
0.5 wt / / /
1.0 w+ / / /
2.0 w+ w+ / /
3.0 / w+ / /
4.0 / ?/bg w+ /
5.0 / ?/bg / /
6.0 / / 3+ 3+
8.0 / / 3+ /
10.0 / 2/bg / /
20.0 / ?/bg / /
WWIBS
10.0 / wt / /
20.0 . / w+ / ' /
22.0 / / w+ /
25.0 / / 3+ 3+
30.0 / 7/bg / /
Wil
5.0 / wt / /
7.0 / / W+ /
9.0 / / 3+ 3+
10.0 / ?/bg / /
20.0 / ?/bg / /

w+ = weak, ? = not clear, bg = high background, 3+ = well and clear, / = not done
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Cholangiocarcinomas

Myoma

Figure 1 Immunohistochemical staining for MICA with 6.0 LLg/ml of mouse monoclonal anti-
MICA(WWG6B?7) in cholangiocarcinomas(CCA) liver tissue sections (C1, C2). Positive MICA
staining was a cytoplasmic staining pattern. The results of staining score (immunoreactive cell
number/ intensity) were; 3/3 for C7 and 3/1 for C2 tissue sections. The final scores of C/ and
C2 were 9 and 3 respectively. Three mouse monoclonal anti-MICA(WW6B7, WW9BS and
W1I1) were used to stained cervical tissue sections from 3 cervical cancer cases (CAl,CA2,CA3)
and 3 myoma cases (M/,M2,M3) The staining scores (immunoreactive cell number/ intensity)
with 6.0 Llg/ml of WW6B7 were 3/2 for CA1, 0/0 for M and with 25.0 LLlg/ml of WW9B8
were 3/3 for CA2, 0/0 for M2 and with 9.0 Hg/ml of WI1 were 3/2 for CA3, 0/0 for M3
respectively. The final scores of CA1, CA2, CA3 were 6,9,6 respectively and 0 in all sections
from the myoma cases (M1,M2,M3) (immunoreactive cell number score; 0 <10%, 1=10-40%,
2=40-60%, 3>60%, immunoreactive intensity score; 0=no staining, 1=weak staining,

2=moderate staining, 3=intense staining)

13
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Table 2 The MICA immunohistochemistry results of cervical tissue sections using mouse
monoclonal anti-MICA (WW6B7, WW9BS and WI1) in 10 cases of cervicél cancer and 5 cases

of non cervical cancer.

Cervical WW6B7 WWIBS W1

tissue sections staining Final staining Final staining Final

code score Score score Score score Score

A B (A*B) B A (A*B) A B (A*B)
CACX 8653 3 2 6 3 2 6 3 1 3
CACX 9484 3 2 6 3 2 6 3 3 9
CACX 9713 3 1 3 3 2 6 3 1 3
CACX 916 3 3 9 3 2 6 3 1 3
CACX 2410 3 3 9 3 3 9 3 3 9
CACX 889 3 2 6 3 1 3 3 2 6
CACX 1261 3 1 3 3 1 3 3 2 6
CACX 261 3 1 3 3 1 3 30| 2 6
CACX 228 2 2 4 3 I 3 3 1 3
CACX 8270 0 0 0 3 3 9 2 1 2
My 1616 0 0 0 0 0 0 0 0 0
My 1410 0 0 0 0 0 0 0 0 0
My 1244 0 0 0 0 0 0 0 0 0
My 1245 0 0 0 0 0 0 0 0 0
My 278 0 0 0 0 0 0 0 0 0

CACX= cervical cancer, My= myoma,
A= immunoreactive cell number score; 0 <10%, 1=10-40%, 2=40-60%, 3>60%,
B= immunoreactive intensity score; 0=no staining, 1=weak staining, 2=moderate staining,

3=infense staining

14
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Table 3 The MICA immunohistochemistry results of cervical tissue sections using mouse

monoclonal anti-MICA (WW6B7, WWIBS8 and WJ1) in 26 cases of cervical cancer.

Cervical immunoreactive staining score
tissue WW6B7 WW9IBS Wil
code sections B A*B A*B A*B

CAl | S43-8653A
CA2 | S44-334A
CA3 | S43-9484A
CA4 | S42-3754A
CA5 | $43-9713A
CA6 | S44-916A
CA7 | S44-498A
CA8 | S44-941A
CA9 | S44-537A
CA10 | S45-2410A
CAll | S43-889A
CA12 |S44-1261A
CA13 | S44-8206A
CAl4 | S44-261A
CA15 | S44-228A
CA16 | S45-8270A
CA17 | S44-1413A
CAlI8 | S44-2492A
CA19 | S44-7071A
CA20 | S44-2536A
CA21 | S44-4891A
CA22 | S44-4220A
CA23 | S44-2361A
CA24 | S44-3473A
CA25 | S44-4013A
CA26 | S44-3782A

n
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median 3 1 3 3
CACX-= cervical cancer, Dys= dysplasia, My= myoma,
A= immunoreactive cell number score; 0 <10%, 1=10-40%, 2=40-60%, 3>60%,
B= immunoreactive intensity score; 0=negative, I=weak, 2=moderate, 3=intense
A*B= final score, / = not tested

[
(=
[ ad
[~

25

[
(.}
[Sed
7]

[ ]
R
w
i
W

15



WISy mInaaseenveuduadiynaunihuzaduzinhnuagn Uszdiflandszine 2550 unimondvveunnu

Table 4 The MICA immunohistochemistry results of cervical tissue sections using mouse

monoclonal anti-MICA (WW6B7, WWIBS and WJ1) in 16 cases of dysplasia.

Cervical immunoreactive staining score
tissue WWéeB7 WW9IBS Wil
code sections A B A*B A B A*B A B A*B

Dysl S49-1286A 0 0 0 / / / 3 3 9
Dys2 | S48-5355C i 1 1 / / / 3 2 6

Dys3 | S48-5350A 0 0 0 / / / 1 3 3
Dys4 | S48-11542A 1 1 1 / / / 3 3 9
Dys5 S48-5851D 2 1 2 / / / 3 2 6
Dys6 | S48-10651A 0 0 0 / / / 3 1 3
Dys7 | S48-8346C 0 0 0 / / / 0 0 0
Dys8 | S48-8227A 0 0 0 / / / 3 3 9
Dys9 | S48-6131A 0 0 0 / / / 2 2 4
Dysi0 | S48-10135A 0 0 0 / / / 3 3 9
Dysil | S48-11543A 3 1 3 / / / 3 2 6
Dys12 | S48-7231A 3 1 3 / / / 3 3 9
Dysl13 | S48-10132B 0 0 0 / / / 3 3 9
Dys14 | S48-7497A 1 \ 1 / / / 3 2 6
Dysl15 | S48-7532A 0 0 0 / / / 3 3 9
Dysl6 | S49-1291A 3 2 6 / / / 3 3 9
n 16 16 16 0 0 0 16 16 16

median 0 0 0 / / / 3 3 7.5

CACX= cervical cancer, Dys= dysplasia, My=myoma,

A= immuncoreactive cell number score; 0 <10%, 1=10-40%, 2=40-60%, 3>60%,
B= immunoreactive intensity score; O=negative, I1=weak, 2=moderate, 3=intense
A*B= final score , / = not tested
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Table 5 The MICA immunohistochemistry results of cervical tissue sections using mouse

monoclonal anti-MICA (WW6B7, WW9BS8 and WJ1) in 26 cases of myoma.

Cervical immunoreactive staining score
tissue WWeB7 WW9IBS Wil
code sections B A*B B A*B A*B

Myl | S47-979A
My2 | S47-1806A
My3 | S47-1719A
My4 | 847-1753A
MyS | S47-1461A
My6 | S47-1447A
My7 | S47-1244A
My8 | S47-1245A
My9 | S47-278A
Myl0 | S47-655A
Myll |S47-723A
Myl2 | S47-540A
Myl3 | S47-563A
Myld | S47-462A
Myl5 | S47-1141A
Myl6 | S47-407A
Myl7 | S47-365A
Myl8 | S47-928A
Myl9 | S47-574A
My20 | S47-747A
My2l |S47-141A
My22 |S47-142A
My23 | S47-484A
My24 | S47-700A
My25 | S47-724A
My26 | S47-1410A

n
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median 0 0 0 0 0 0 0
CACX= cervical cancer, Dys= dysplasia, My= myoma,

A= immunoreactive cell number score; 0 <10%, 1=10-40%, 2=40-60%, 3>60%,
B= immunoreactive intensity score; O=negative, I=weak, 2=moderate, 3=intense
A*B= final score, / = not tested
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Table 6 The final scores of MICA immunohistochemistry results of cervical tissue sections

using mouse monoclonal anti-MICA (WW6B7, WW9BS8 and WJ1) in 26 cases of cervical

cancer, 16 cases of dysplasia and 26 cases of myoma.

MICA immunohistochemistry

+cases (%)

(Final score) WWe6B7 WWIBS Wil *
Cervical cancer cases: N=24 N=26 N=25 N=26
0 4(16.7%) 1(3.85%) 2(8.0%) 0(0.0%)
1-2 1(4.17%) 1(3.85%) 1(4.0%) 1(3.9%)
3-4 9(37.5%) 10(38.5%) | 10(40.0%) | 3(11.5%)
>6 10(41.7%) | 14(53.8%) | 12(48.0%) | 22(84.6%)
Dysplasia cases: N=16 N= N=16 N=16
0 9(56.3%) / 1(6.2%) 1(6.25%)
1-2 7(43.8%) / 0(0.0%) 0(0.0%)
3-4 0(0.0%) / 3(18.8%) 3(18.8%)
>6 0(0.0%) / 12(75.0%) | 12(75.0%)
Myoma cases: N=19 N=17 N=23 N=25
0 19(100%) | 16(88.9%) | 17(73.9%) | 18(72.0%)
1-2 0(0.0%) 2(11.1%) 0(0.0%) 1(4.0%)
3-4 0(0.0%) 0(0.0%) 2(8.7%) 2(8.0%)
>6 0(0.0%) 0(0.0%) 4(17.4%) 4(16.0%)

* summarized from the highest final scores of MICA immunohistochemistry staining, / = not

tested




P I o Aan < o 9 ey o o ]
JLNUIBY: ﬂ]illﬂ'ﬂdﬂﬂﬂﬂlﬂi!ﬂulﬂﬂnﬂﬁllﬂlﬂMl”ﬁﬂﬁuﬁﬁdd]ﬂﬂﬂqﬂ ﬂi:mﬂwﬂs:mm 2550 v 1MINBIRYIdUUNU

Table 7 MICA immunohistochemistry results of cervical tissue sections using mouse
monoclonal anti-MICA (WW6B7, WW9BS and WI1) in 24 cases of cervical cancer and 14

cases of myoma.

immunoreactive staining result +cases (%)

WWeéB7 WWIBS A\VAN Cervical cancer Myoma cases
pos pos pos 18(75.0%) 0(0.0%)
pos pos neg 1(4.2%) 0(0.0%)
pos neg neg 1(4.2%) 0(0.0%)
neg pos pos 4(16.7%) 1(7.1%)
neg neg pos 0(0.0%) 1(7.1%)
neg pos neg 0(0.0%) 1(7.1%)
neg neg neg 0(0.0%) 11(79.0%)

n 24 14

*positive = final score >1, negative =0
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Table 8 MICA immunohistochemistry results of cervical tissue sections using mouse
monoclonal anti-MICA (WW6B7 and WJ1) in 24 cases of cervical cancer, 16 cases of dysplasia

and 16 cases of myoma.

WWeB7 Wl Cervical cancer | Dysplasia cases Myoma cases
pos pos 18(75.0%) 7(43.8%) 0(0.0%)
pos neg 2(8.3%) 0(0.0%) 0(0.0%)
neg pos 4(16.7%) 8(50.0%) 4(25.0%)
neg neg 0(0.0%) 1(6.3%) 12(75.0%)

n 24 16 16

* positive = final score >1, negative =0
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