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Examination of the number of malignant cells detected in liquid-
based cytology using SurePath™
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L U &®IC

R LM AMIIE 2 (liquid-based cytology : LBC) Z#7-
GREAVERBAN & L CFESERA 7 ) —= ¥ A2 Hul
WA FYZARLT AV I TEEVELET, L FYAT
DI FTIF 100% & SNTWBLD, F 72, KEAMERES
J3 (Food and Drug Administration : FDA) Ti3flliats &
L C ThinPrep® (Hologic, MA, USA) 3 X UF SurePath™
(Becton, Dickinson and Company, NJ, USA) 2 X % LBC 2%
RIS TW2Y, LBCREAHTOE R LD THEYY, 4
#E 6% 5 LBCEADIENY) BWIFFs b, LBC DFEA
TERIC B 2 KON, FIHSY =27 MbIh/=2
ETERBIZ X D2 BMEDPFE LIS VETH A H. i
2 CHEKMMAVNE RIRIZ R 5722 L 2 S8R A AT
WD, IR AR M R D A SRR & 7230,
F 7, KPS TNZIMA OREE AT S s o
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DT REE T 5722 & T, BInTRERLRIEMBILE R
EOBMHBTE S X )27 D REDIRDIL A - 72259,
ZDLBC DEEAERIZIZ, ST EE R FEFHIEEINT
WAL KEFFETIE, LBC O— T3 5 SurePath™j:
VT 5. SurePath™ikiid, JhBik% Hv 72 LBC AR
VEBEEYC, T O BEARMER DT HE 7 72 O M 0 38 A
BT LILETEEWZ EREHTH DL, T2, H—
Ry TP RATIVDOTIT I EHEHOaAL s a N4 T
WHTHT Z EITE, ML 7-MIE 2 100% B3 % 2
ENMEICR D L ENTWED, Lo L, BARPIZIZIER
&7 MR DA & IE R MR R hF Bk 2 & o MEREH, Kb
FEVEENLILELDHY, LT LHRMNTELMRAET T
NEHZODLMIBT, BIELEARPERINS LIZHEL %
W, F72, BRILZWEAE AT A4 FH T ACEERKT S
PEREE LY, LBC TIIEARER O @ADL L T
LI ENLZFOBBTHRENELDNIWEEDEZON
5. ZD72HLBC TER I N7 RARN D SRR & 70 5w
HINE &2 AR 51213 2 FEEE O B 0 Sl 2 3RS % 44
P HLEZ LLEMSLBCTHERL AN
SEHINE 2 R BT 51218, R REHINE 2 BRI
LTCWILUERWRIEHA S 22 o> T v, 22 TR
T, Bl A Tlis AR LBC MR E TV 2 L L,
B oM B & 2L S & THEA L CREEATTREE 72 5
B ORIEZH 52T 5729, SurePath™% H v
THEZITo 72, MAT, FEAERER T E ORI
WELTWDLOP W L7,

II. MRERE

1. flREE

Sl L2z lekkix, JCRB M N> 7 (ESLAFSER
N BRIESAE - fEEE - REMTERT, KB, HA) XD A
T L7zt Sk #2M2 Hela T, 37C, ZHAt
RIS 5% DERBE T THi#E 21T o 72. Hela DI
10% FBS (CORNING, NY, USA) & 1% L-Glutamine (MP
Biomedicals, CA, USA), 1% Pen./Strep.(gibco, MA, USA)
iR L 72 MEM (gibco, MA, USA) % w27z, #kfR Tl
0.25% Trypsin-EDTA (gibco, MA, USA) #% fivCHillg %
Vx =L SRS mOSME 1500 rpm, 3 45,
B:#€1l (CORNING, NY, USA) (&E £ 100 mm 1 X% H
Wz,

2. YU TILER

HEACHT @ HeLa % 1 AL D KF 22 LA & Ak AU & AR IS
0.25% Trypsin-EDTA % BTl 2 B2 M A & #iE L T
FX L, Hela OMIMSFERZ /FR L2 Z OMIIE TR

P& E N5 Hela OMIuExZ BBV A 7 >~ ¥ — Count:
ess I FL (Thermo Fisher Scientific, MA, USA) T&Hil L
7. FOREREIEIZ, Helan¥1ml H 720 5000 & F b
X910, ) VIR AR K TRV LRI iRt i & AR L
72, RWFgEClE, AR LBC % B L2kt v 7 iz d
%7:®, Hela lZMAIEFHIN & U CEER P 2%
fFHT A &L L7z LA Lad s F 2 SEbig s 3
W HEER7-, BACOREMELZY -y 7275
(Rovers Medical Device B.V, KV, NLD) % H v CHHC LACH
L7z ¥RIL 720 LR A lx, —JFE BD SurePath™a L
7 ¥ a 254 7)) (Becton, Dickinson and Company, NJ,
USA) (LLFa Lz ¥ a yng 7o) ([ZhlilL, Bt s
%7 ~ % — Countess I FL CHIaZEHIIL 72, S OfE2 S
LR E 50 HEtl o TErmEEHB L.
HeLa (& LRECIER L 7-fa i # (5000/mi) %5 5000
8, 5001, 5018, 5D 4ODEMICHDBIIICEFNE
NI AR 2 ER L2, s 2 oML %,
BERMEDRE TR v IV edhaL sy a g7
WAZHEL 7z £72, Btka > o —v & LT Hela ® &
#5000 EL-D D, BlEa Y bu— v e LTR¥RE
ML A% 50 JIEGTEL 72D Db BARY 7 e LTk
W7

3. LBCEADEHN

AW7ETiZ, BD SurePath™ 7% H T LBC BEARDE# %
7o 7z, BEAREBIIH T T\, BD SurePath™E A
SLTFNE i NFHEEH T3 D 3647 L 72, BD® il R
3% (Becton, Dickinson and Company, NJ, USA) (L 45k
JHE) % 4mil 57E L 72 BD® &~ F = — 7 (Becton, Dick-
inson and Company, NJ, USA) (ML TFE.0F2—7) 12, 2
Lo va N7 e X CHEIEL Tk %Z 8ml EE L 7-.
FD% 200G T 2oL, LiE8ml # k& L7z, 800
GTIlOHMENELL, 77 ¥ M T hFxRELE L
EICHEAKImI ZMA L SHIELI D200 %, H52 U
Oty PLTBW/AZBD® Y ) ¥ 7 F % 23— (Becton,
Dickinson and Company, NJ, USA) (LTt b)) ¥ 7 F % ~
SN=)NIZHTEL 10 AEHE L7z, Z20%BTh >~ M TR
BARGEREL, 95% L5/ — V& 1ml A CTHEEZ 2 [l
1572, 95% L%/ —VHFRICT A~ PTlRELREZ &
MCE ) 1 DOMRY > T IO & 1 BOBERZER L
B 3 MEAT L7z, BEAMERE, 37X TORAKIC Papani-
colaou %42 % 47 - 72. Papanicolaou ¥t Tldgefaii & LT
F - Av b F T U5 RS, T, HA),
0G-6 (R LM att, _ut, HA), EAS0 (kL
MR att, W, BHA) w7,
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Fig.1 AHeLacellinaslide (Pap. staining, X 40, bar =20 um).
Hela cell is indicated by the arrow. The cell diameter is
about 15-20 um. The cells have a higher N/C ratio and
larger nuclei than the squamous cells.

4. HRREOETHE

VESB L 7o B % BEMSE CRIZE L, BEROBIKITSMRICH
WM S 17z Hela % TEEEIYICHIBT L, BINZRCTE O
MR EZEH L7, Hela ® K& 313 15~20 um FETH
Y, W R M & R L TREATK & { N/CHASH VO 2S
W#chHs (Fig. 1. ERIELMETIHT D (n=3) 1k
WLTBY, HLMITBWTHI L7 HelLa Ol o F
WHELEHR L7 72, $XRTOBERIK LIEE o 20 HE
ZXL v X 20 85 TEIER L CRCE BRI o B FHI L
20 HEFTOVIY 2 EA 13 mm M OBIKIICIHRE S5 2 &
WX ) EASRORF LEMREHHR L. CoRF¥ L
Bz AL O MBI ENC FEE D Hela M2 Mz 72 b 0% #
Mk E L7,

5. {EAR(FELBIE THKL T 5 MBI D%ET

LBC TIIHEREICHABEARERLBRAIE 2 722 &5
Z OB THBLATELE L TV LRSS 5 EE 2. K
fFZE CTHIv> 72 BD SurePath™WREAAEBFNE, Tt AFHHH
THETIE, W ONBBREBERET 287 H 5. BARMIC
X, 95% Ty ) — VT - BET S E TTIZOSHERHR
% L 72w F 2 — 7 IIHik % 8ml @, 200G T
2 O L7z BB S 8ml 2 Y By <GB, 2800 G
T10 RO LZBICTH v P TEREZITRTHRET
LR, OWEKImI ZMAH200u %22 ) ¥ 7 F v
YON—ITHEL, 10 S RIEHE L7227 h v b TR B
THBMENETO5NS (Fig.2). ThS5DOBETAREKTH
MWIEBRA SN EW A L, fFRLEREBIET S S
LX) BT EOREOMBIIHE SN TV L D0 %
Mt L7z, 2 okt Tld SurePath™ORE A S5 A2 TR

WHEAR PSR E ST 20y boArEFIML, it
BB THEAZER L2, 72, o, Mo
MEDXZBRFETH-DHelaDAE AL 7Y a3 VN, T
WNIZA8 TR ME L 72 b D&k TV & Lz, Oo#
FECHAET S 8ml @ B & ML L CHlfe Z @ik L, AEK
Iml ZN L ZO&m% iiE L CEREZER L2, @08
BTTH v M9 25 LiED RO EZIT, BEARZIERL
72, @M TIX 200wl ODFESGE T H v MEFIZEIL
L, Z0FFZ04E2 oYy MISEUERZ/ERL
72. 2 OMETTIE BD SurePath™REAE B TE I AFHAF
BHFE L GEAMERGES R 2 5720, ZOHEIED
BLLOBMKF Y TINVE LzalLy v a g 7TIVICHE-
Z2ml ZFVH U CERZERL, R E L7z,

m. #% 7

1. HelLat&H#

ZNENAER L 7R D O SR CHRIKE R % Blg
L, EBICED 5N 7 Hela O E BN THRRA b D%
AmL7z (Table 1). 7z, RWIETIETXTOERITHL
EE D 20 L T O LM OMTE A & 5l L7
REROBESE O R ¥ Bz Mg O M5k & %> HeLla O
Tz 68 L TEAR Loz mmL<Tsh, Bk -
Btka v b= xbrviz G 12 BEAROFE ML
7455 Th - 72, I AFHHINILES I2 BT 5 LBC EEA TR
AN 5000 1l O MBI ATELR S N5 LEED D B A, T OFGR
2O ARMIETCOMMBEB ST ZLSTH L & L. WL
ML 50 7Lk L, 5000 18> Hela % R4 L 72 k4~
T SAVEE SN 5 1323 57.3 D HeLa % Kt
L7z 2B, 500 0 Hela #iRA LK~ 7
W VL 7B 5 1333 4.7 18, 50 fE o> Hela %
RELEBES Y 7V Hh S5 3olifFo b 1o
Hela % 1R L7z, B3 > 7 VIS 54 o Hela % iR
G LR SER L 7BEARD 5 1 Hela i3Mih 2 7z
Moz, ENENDOEMEOBARY » T SRS 7
RORFEW MR LR L7z (Fig.3). 72, HellaD A%
5000 I L 27 3 g v N4 T IVIEREL L 72k o~ 7 v A
SAEHEL L 7248 ) 513 50 1 o> HeLa 2%, i *F_b Rz Mg o0 A
50 5Lz a voNg TOVICERILL 22k v 7L
A O VEE L 72 B AR 2 13 8081 M o i P b Rz M A3k i &
7z (Table1).

2. EARMEELATRE CHEKLT MR

SurePath™E: D I T2 B AR RIEFE CHEET
% LR BEHNIC IR © 72 oW TG L 728 2 R L
7z (Fig.4). %R L7zO0#EHTHEL S LiE»O/ER L7z
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BD Density Reagent
4mL 8 mL

Centrlfuge

Centrifuge tube
Specimen

200 pL

for 10 min.

Pur1fled water @ Decantation
Let stand

Fig. 2  Processes causing cell loss during slide preparation.

Mixed
S 200 G 2 min.

Remove 8 mL of supernatant

by pipette @ Decantation
Centrlfuge
800 G 10 min.

95% Ethanol

Washmg

L Fixation and staining

Processing after specimen preparation. The processes that result in cell loss are listed below ((D-®). (DCentrifugation at 200 G for
2 min. and removal of 8 m/ of the supernatant : 2Removal of the supernatant by decantation after centrifugation at 800 G for 10
min. @Dispensing of 200 ! on to a slide set in a settling chamber and allowing it to stand for 10 min., followed by removal of the

waste liquid by decantation.

AN SIE, OIS D HeLa 23 H & 17z (Fig. 4a).
@QOMBBETHL S LFEP STERLIZBERD» S, woh
DI Tl HeLa 25K S7zds, #HEFIC X - Tidkih &
N eko BBEIZV %005 72 (Fig. 4b). @D\ TEL
B BRI VR L 7B AR S M S 117z Hela b lLIKIZ
{, Fig. 4a lZHRB L% 0D EDORIFN 6 b Mt &
N7z (Fig. 4c). F 72, Kb X 2 E3h OMEAER ) &
HhEDLEDEREREN S L MY ¥ T F v yN—~NE B
LTV L7 RE AR % ke & L7 (Fig. 4d).

Iv. £ =

L OMETIE, R R 50 75 & %4 o Hela
%mnLt%@%ﬁ%ﬁ/7wkbfzv7/a/n47
VIZ4E L7z, Hela % 5000 il A L7z Mefl > 7 v 7 HAE
%Lt%$# E 3T RT T4 O HeLa 2 S
EOMBEH S L REMBE LTHRINTE 7. $72, FoH
500 I > ThH, FH47ME, REHMLE Lo
HIETMEETH L EEZZONS. L LENSRIET V7
& F M5 Hela %50 HOE1E 3HOBEARP 24, 54
DOYEE 3BT RTTEARD S HeLla #5252 L 05T

ol OF 0T LM 50 T EIC s LTRA L7
}khﬁ%O@MT@kﬁfu Hela % i J2 12 M9 5 72
FHRESA T THo72EZOLND. IhE DN
%#6,ﬁ%%%mtflm%:v7>ayﬂ47wwm
NS 52 &N TEZZELTDH, TOMBE 500 6L E
THWERIBTERWIREMEARIB SN2, LA LD S
500 M A & 50 il F TIIZIAWIED S 5 72, BEIZ 2 D
WZhbLEZONL. AWiEf Tl HeLa DM % & &
LT, ZO#EVEZIELR T T 270/ F RO
I E AR 0 JEHE T & B 5000 48 DL _E 0 M A EEA
WHT 2 LM LR oMBTkELL. Lo Lk
M5, EBROAFMRARR OB, #BRT512H72-T
FEMRRZ T TARIEREMBLZETND T L HES
N, ZOWEDSEOFKRED X 9 12 Hela 25 500 18 L1 E o
L2 yarynAT7MCEERTOTHEF LS B &
LTHRIETTRETH 5 LIRS Wi H 5. 2 OiRE
WCOWTLEBEDORELL L TEbLETHET 2 LENDH L.
— N, TS o BRIR A B B L 5 P 25 1~2 em &
ENTHEY, Hela % &L ELEN 20 um MO LM T
HIEH 10 3 (1091H) oEEAEAEEN TV S L &
NTW5Y, ZOZEE2EETHE, MR 500 M#Iixek
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Table 1 Number of cells detected in the prepared slides

Number of HeLa added to Total number of cells HelLa detected
500000 squamous cells in the specimen (cells)  on the slide (cells) on the slide (cells)
10058 45
5000 9351 77
4956 50
6424 6
500 11294 4
4254 4
7258 0
50 7375 0
7511 1
8971 0
5 5897 0
6115 0
Positive control (Only 5000 HeLa) 50 50
Negative control (Only 500000 squamous cells) 8081 0

The total cell count was calculated by adding the number of HeLa cells to the number of
squamous cells estimated from 20 arbitrary views (x20) on slides ;: HeLa cells were the

actual number counted by observing the entire slide.

D200 H5D1ERY, b TYLEE ORI
TETWIIZE, SHOKEIZHIT S SurePath™ Tl 5%l
JAHMIWTEETH D L VI T ETHD. 2D EH 5 LBC
DHNIEAALR DI ITE NS ERI DAL, [EREE
LBC TIIMHIEEICHEE IV E W) HH0 L H 25—
J5C, LBC TIIMaZM 8% ORMEED M L Lz 8w
WiELHDHW, NSO TIIER S NHEARETOMR
HEEZ L TBY, Z0HH & LTLBC Ol
RAEEPHE L TWBIEENEZ SRS,

T/, SNoBE T, WP R 50 75 H, Hela &
WK TH5000MH % & AT Y TV EHWTWS, ZOMK
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Fig.3 Squamous and HeLa cells under each condition (Pap. staining, x 10, bar = 100 um).

The images show the number of Hela cells detected in the slides under each condition. There were no significant differences in
the number of squamous cells in different condition. The circles indicate the detected HeLa cells. The number of HeLa cells

detected in the slide decreased as the number of admixed HeLa cells decreased.
a-
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BB,

Image of a slide prepared from a specimen containing 5000 HeLa cells.
b : Image of a slide prepared from a specimen containing 500 HeLa cells.
C -
d

Image of a slide prepared from a specimen containing 50 HeLa cells.

: Image of a slide prepared from a specimen containing 5 HeLa cells.
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Fig.4 HelLa cells in slides prepared from the supernatant or waste fluid collected during the preparation process of each slide (Pap. stain-

ing, % 10, bar =100 um).

Images of slides prepared from the supernatant fluid or effluent collected in during the preparation process of each slide. The cir-
cles indicate the detected HeLa cells. Several cells observed in d were also observed in a. Even in ¢, cells could be detected in the
entire smear area, although the number of cells was lower than that in a. Few cells were detected in b, and they did not appear in

some smear areas.

a : Cell image of a slide prepared from the supernatant fluid after the first centrifugation (200 G, 2 min.).
b : Cell image of a slide prepared from the supernatant fluid after the second centrifugation (800 G, 10 min.).
¢ : Cell image of a slide prepared from the waste fluid after the specimen was dispensed into the chamber and allowed to stand for

10 min.

d : Cell image of a slide prepared from a specimen of fluid remaining in the collection vials.
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Abstract

Objective : The use of liquid-based cytology for standardization of
preparation and high cell recovery rates has attracted attention.
Although SurePath™ has been demonstrated as being an efficient
method to collect cells, it is unclear how many malignant cells might be
needed for detection of the cells in a slide. Therefore, in this study, the
smallest number of malignant cells necessary for detection in a pre-
pared slide was examined using simulated specimens, which contained
an admixture of malignant and normal cells.

Study Design : Squamous and HelLa cells were used as normal and
malignant cells, respectively. Slides were prepared using SurePath™
specimens containing 5000, 500, 50, and 5 HeLa cells per 500000 squa-
mous cells. The number of HeLa cells detected in the slides was
counted under a microscope.

Results : An average of 57.3 Hela cells was detected in the slides
prepared from specimens containing 5000 HeLa cells and 4.7 HeLa cells
was detected in slides prepared from specimens containing 500 HeLa
cells. Any HeLa cells were detected at all in only one of the three slides
prepared from specimens containing 50 HeLa cells. No Hela cell was
detected in the slides prepared from the specimens containing 5 HeLa
cells.

Conclusion : The results suggest that for HeLa cells to be detected in

a slide, the specimen must contain a minimum of 500 HeLa cells.
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A case of clear cell cancer of the cervix diagnosed by liquid-based
cytology
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Fig.1 LBC findings of cervical scrapings (a-d : Pap. staining, a : %10, b-d : x40).
a : Numerous scattered tumor cells and small tumor cell clusters are seen in a mildly necrotic background.
b : Tumor cells forming glandular structures. The tumor cells have abundant and fine granular cytoplasm, and round neclei with

large nucleoli.
¢ : Tumor cells with eccentric nuclei.
d : Tumor cells with naked nuclei.
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Fig.2 Macroscopic and histological findings.

a : Macroscopic findings of the biopsy specimen. Desquamated polypoid tumor.

b : Macroscopic findings of the hysterectomy specimen. A polypoid tumor is seen arising from the posterior cervical wall.
¢, d : Histological findings (H-E staining, X 10). Papillary growth pattern of tumor cells with clear to eosinophilic cytoplasm (c)

and hyalinized stroma (d).

e, f : Inmunohistochemical findings (% 20). The tumor cells showing positive staining for HNF15 (e) and Napsin A (f).
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Fig.3 Smear cytology findings of cervical clear cell carcinoma
(Pap. staining, a, % 10, b, X40).
a : A few tumor cells are seen in a necrotic and inflamma-
tory background.
b : Tumor cells forming papillary clusters patterns. The
tumor cells are larger than the cells seen on LBC.
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Table1 Cytologic findings in this case (LBC) and of smear cytology
of another case of cervical clear cell carcinoma
This case The other case
LBC smear
Background Necrosis, mild Necrosis, severe
Inflammation
Cytoplasm Abundant Abundant
Finely granular Foamy to finely granular

Nuclei

Shape Round Round

Pleomorphism - +

Membrane Regular Regular

Chromatin structure

Finely granular Finely granular

Chromatin distribution Regular Regular
Nucleoli Large Large
Round Round
Other findings
Hobnail pattern + +
Naked nuclei cells +, afew +, many
Multinucleated giant cells - -
b c

Fig. 4

| 4
| 4

LBC findings of mucinous carcinoma, gastric type, serous carcinoma, and endometrioid carcinoma (Pap. staining, % 40).

a : Mucinous carcinoma, gastric type. The cytoplasm with mucinous vesicles and fine cell borders.

b : Serous carcinoma. The cytoplasm is scanty, and nuclear pleomorphism is prominent.
¢ : Endometrioid carcinoma. Prominent stacking of tumor cells and glandular cavity-like structures (arrowheads).
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Table 2 Comparison of the findings of LBC cytology in clear cell carcinoma, mucinous carcinoma, serous carci-

noma, and endometrioid carcinoma

CCC MC, gastric type SC EC, G1
Cytoplasm Abundant Intracytoplasmic mucin Scant Intracytoplasmic mucin
Finely granular Clear border
Nuclei
Shape Round Irregular Irregular Irregular
Pleomorphism - + +
Chromatin structure Finely granular Coarse granular Finely granular Coarse granular
Nucleoli Round Round Inconspicuous Round
Large
Other findings Hobnail pattern Mucinous material Psammoma body = Squamous metaplasia

Naked nuclear
Hyalin-like granules

Mucinous material

CCC : clear cell carcinoma, MC : mucinous carcinoma, SC : serous carcinoma, EC : endometrioid carcinoma
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Abstract

Background : Few studies have investigated the usefulness of liquid-
based cytology (LBC) specimens in patients with primary clear cell
carcinoma of the cervix, a rare neoplasm. Herein, we report the case of
a patient who was diagnosed as having primary clear cell carcinoma of
the cervix based on LBC, and discuss the differences between LBC and
smear cytology, and useful findings for differentiation from other ade-
nocarcinomas.

Case : The patient was a 70-year-old woman. LBC examination
revealed both isolated tumor cells and tumor cells in clusters ; glandu-
lar, papillary, and hobnail-like formations were also observed. On LBC,

tumor cells with abundant and fine granular cytoplasm, enlarged round

nuclei, and large and prominent nucleoli were observed.
Conclusion : These findings could be helpful in the diagnosis of cer-

vical cell carcinoma using LBC.
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& o T, £MB X U transurethral resection of bladder
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THW%E LTRIRT 2 VESH LY. —F, Milizics
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e 54 BIOMINA - i B A 2 AR5 & B 12,
IUCTD ® 1% B0 720T, ZOERIZOWTELEZ M2
THET 2.

0. fE 151

B & 82, Wi

F R BEBEREREIR (BUR - BERRERAIR).

BRAERE : 2 WUBEIRYE, PoldE, MRS, KB
WRFFRZESE, TV YA < —REEAEEANE, CKD.

WRES S UG : 20XX 4 1 H, HR, PHRIEERIEE
FHRIEE 2 23, RMNEE I TEYE, TURBT I TRE
LRENHEEECOBR L o7z KR - I H 9IS TY B
JREFRE % 255 L, MRIMAS I TREDEATRE 2> & NEIZ 28 5
BNEE 2 iR 7z, UETORMEE, BEIEEEs ik
EEAEIRE F 7% (high grade urothelial carcinoma, LA
T HGUC) - B He L7, 20, Ykcirbhi:
TURBT B O R HEAARZ W T, BEMERE LR - G3,
NS AT pT1 & S BCG LA A S 7z, BCG #ik
I ER T RIS E 25 b, ZORITEEOH
EDEE, BCG HFHENIED 7280 10 » H I - RiE
R ATHEAT S 7z, SR O BALERES T (T
BLOREEMILA~ D51 % £ 5 88 MR B LR
(pT2aNO, LV1, pStage ) TH -7z, EHREK TO/D
Ptk & ST ICRBBIEE & L72As, Mtk 3 4FE H TR
%, HREIRY O REiEELA LN, EHIREE/LDD
KIRE N7z, Z OEIZILE beta-human chorionic gonado-
trophin (LL'F, B-HCG) fEORIZEIZITHLIL TV,

m. MEMRE

Y keCo TURBT Jitif7 a0 O RAMILEE - Btz ©
EIEE - MRS, KO BRAB AR BN ER 2 R
TSR, FZIAEECHBIL T, ERESL A AL
T HRLIZ R RIEAD B B MINE & R/MARFNIER L 7%
MIEOB %A L, MPERIROE 2 u~F » OB 2
KA Z D7 (Fig. 1). HEEEZK T2 2o oM
Fa il R OB RAEIREE LR E LTHE L EWATRT
o 7ehs, WAEMEITHAT T 2 MBI IZBRR - L — 2K
BRI & KB MIEE: 2 A 5 % HAE O KA KL Al
LRI AT VNG — VRN ER e A H KA
M, BLUOZEOMM A EIN: (Fig. 2). Atz
T3 HGUC #HEE L 7275, retrospective (Z#1%39 % & I4E
PEIZ A S 7 KAV SR AE M N~ D 73 % £ 9 R 1k
R EREHEOMBE LTHFE LAV D EEZ LR

Fig. 1 Findings of urinary cytology (Papanicolaou staining).
a, b : Atypical cells found scattered or in clusters with
irregular nuclei, suggestive of high-grade urothelial carci-
noma (a, X10 : b, X60).

7z, #H, MRS v CRIRMIEEZ IR AR O
geft 2920 L7z (Table 1). B-HCG IZBattz R 3 Mllgid &
SN h o 7243, hydroxy-delta-5-steroid dehydrogenase, 3
beta- and steroid delta-isomerase 1 (LA, HSD3B1) ®3
BICBWTIEZ 2R T RUMBOMBE >t S/
(Fig. 3).

Iv. 8/ R

Y g TAT 72 TURBT MARIZ BT, FRIFMHNIZF
FIEOFEFLIIRBEA DR S, RIS 2 R R
M O FEEZLIRIZE % Bd 7. RRBAOWEZ MR OR
R R - G3 OEEEZ /R L7225, ISR ET 5
BBV I HEEB L OB S ERE AT 5 KA AL
FahsA B, Mg oI %% #D7: (Fig. 4).

BERE - PRELEHERAHEARI BV TIE, BEELICB X Z
3.0cm FEOHPICEAE T ToRME RIS ORA %
RO BERTHEB X MR E AT MR
BRAZR, L BRCHELTRBY, AR
RORWHE = GRS EMN b o7 (Fig. bac). F
72, FAROBRE &R T HINE O—EBIZ XL O ASH I 72
RAALRERE DB b 7B 7= (Fig. 5d).  BRAFREACH % 7~ 3B
SICBWTIE, HIRZRHILE 2 b O MR E R 2B IR
WAL TBY, s OREITIEA MBI A A 5 AP
121 debris & 528, il %~ OMBLITIIEE T 220 % 58 7= (Fig.
5e). MHEZ Y VBRI FIREBEDSBIS S N2, BT
BN ISR EZ RO b o 7z, SRR LA
121%, TRTONESEMILAY Cytokeratin 7, Cytokeratin 20,

{
{
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Fig. 2

Findings of urinary cytology (Papanicolaou staining, % 100).

Discohesive pleomorphic cells showing with marked variations of the size and shape. The large cells showing diverse nuclear

shapes : a mononucleated trophoblastic cell (a, b), a multinucleated trophoblastic cell (c, d), and a trophoblastic cell with a hyper-
segmented nucleus (e, f). Prominent nucleoli are seen in all the cells (a—f).

Table 1  Results of immunohistochemistry and immunocytochemistry
) Result
Primary antibody ~ Distributor Clone Dilution iltl:fj; Immuno- Immuno-
histochemistry cytochemistry
B-HCG Nichirei C6405 Ready-to-use Proteinase k Negative Negative
HSD3B1 Abnova 3C11-D4 X 4000 CC1 Positive Positive
PLAP DAKO 8A9 % 50 CC1 Negative ND
SALIA Abnova 6E3 % 200 CC1 Positive ND
Glypican 3 Santacruz 1G12 x50 CC1 Positive ND
alpha-fetoprotein Nichirei 7007 Ready-to-use CC1 Positive ND
Oct-4 Leica NINK X 50 CC1 Negative ND
CEA DAKO -7 %100 CC1 Positive ND
CA199 Leica C241:5:1:4 x 200 CC1 Positive ND
GATA3 Roche EP1582Y Ready-to-use CcC1 Positive ND
Cytokeratin7 Leica RN7 X100 CC1 Positive ND
Cytokeratin20 DAKO Ks20.8 X100 CC1 Positive ND

CC1 : Heat with EDTA based buffer, pH 8.5.
Proteinase k : Room temperature, 16 min.

ND : Not done
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Fig.3 Immunocytochemical staining using the cell transfer tech-
nique.
a, b : The pleomorphic atypical cells showing positive
staining of the cytoplasm for HSD3B1 (% 100).

GATA3 (2 getah #/R L7z, B-HCG, PLAP, Oct4 O¥%
B2 R T HIIE A DN h o 728, BEREIZRE S
%% % ;79 ML alpha-fetoprotein, SALLA4, Glypican3
DOYHE 4 ORI /R L7z, CEA, CA19-9 D4t
WM 2558 < BtE 2 7R L7z, REFSHIE~ DML % 7R
FTHINL IR RE DS v & S v b HSD3B1 D383 % th s e
TR L72& 2 A, FLBUIRICHA:§ 2 0 o I
Jfa & BRI AR - BRI 2 2T 2R 3 I o v
I AL et 27z (Fig. 6, Table1). L Eo
BT o, ARIEEIIIR R B X O REFEMB~O bzt
) BRI LR (pT2aNO, LV1, pStage 1) &ML
7z.

V. £ =

PRE&IFFE TUCTD (AT AEHENE S N7 IR I FEMER: & &
LB A TH 5. Przybycin 5 & 16 519 IUCTD D iR
A IR Z HGE L Tt LTB Y, FERM I OMNR
IR 14 61 (88%), JRAF 161 (6%), miMTIRE 141
(6%) &L TWwW5b. ZoOMEBFHNIZ, SRR
fia % & i B R B LR 6 B (38%), #WLENE % £F 9 =i
PERR#E B R 8 B (50%), #LEHE % £F 9 IRk LRz 1491
(6%) T, MAROMERIT1IH (6%) THolELTw
%9, ARBIN B TIEHIE 72 R~ D 5L % 7R § R
ANES; DEIBICASNTZD DD, REMIZAFIRICHEE
T2 WO EE RO RIMERE LR E LTHE LRV
HREZRLTW., 20X oS RA R 15
Ji & ORAILIUCTD & LTREMNZDDTH 7%

Fig.4 Histopathological findings of the surgical specimen
obtained by transurethral resection of the bladder tumor
(hematoxylin-eosin staining, % 10).

a : The tumor component showing solid papillary growth
on the superficial side has a morphology similar to that of
conventional invasive urothelial carcinoma (G3).

b : Solid cord-like arrangement of the pleomorphic atypi-
cal cells in the deep portion, and large, atypical cells con-
taining single, multiple, or hypersegmented nuclei.

Abhb.

IUCTD D388 & L C LA AR S o i 5% 5 & @
S T A IGHRAAHAHE SN T W2, EETIHIRE
B2 JE @ transformation (2 & 5 & 3 BB Lt A% A { 2T
ANSNTETWEY, ZoEE LT, K5 o IUCTD
BRI ERERE R PE D 2 &, FOIEAITIEN o THEEER
FREROFEN LI LITEIT TS 2L, 72, SRAED
PRI bRz #8513 B3RS -HCG O e Rk gt Btk & R 3
LR EDPFTHLNLD, RFEIO TURBT Hi OMBLZRAIC
B TIITEREM @ O PREE BRI & X B A h 70w
MRBAZHEINTEY, FLVEEE2RTIMEEO KR
MRIEAECTH -7z BZ S IXHATT 5@ H AR FR
HE DB BED b L TR A MR RS A Nk D TR 2 7R 3l
NOBATEREZ KL Cw2b o L8 shs. L Lk
A5, OB TIIMIEZHA T IUCTD & e 5121d
Wie b o 728, MiNaGE PG Lok 25 B KA
BRI ORI T I K TP ERD 6 R L IERITRE <,
G3 D HGUC LI L TL X HICKITH 7. ZHH L
IZMAIERE 2R BRI IS B TEEARIZ®RL, ¥
IMES KFRIHECTH - 72, 20 XD 5L HE R Mlaidm
WO HGUC IZidA SN2 WH 0T, IUCTD OffEEIcidwv
HOFEHZOMEEE A PELTHETHRET
HolbEz 5.

Przybycin & ® IUCTD 16 BlO##k=Rtahc g, 5
Bl (31%) 2R F LKz, W lpz, FRWifile, B3R, WIERE
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Fig. 5 Histopathological findings in the bladder on hematoxylin-eosin staining.
a : Proliferating pleomorphic tumor cells arranged in irregular cords or gland-like formations ( x20).
b, ¢ : Tumor cells exhibiting single, multiple, or hypersegmented nuclei ( x40).
d : Undifferentiated carcinoma-like components with an unclear differentiation tendency in some of the cells showing cord-like

arrangement (% 20).

e ! Proliferating columnar epithelium with clear cytoplasm in an irregular glandular form in the component showing duct-like
arrangements. The glandular ducts showing a tendency to coalesce, with debris evident in the glandular lumina. Subnuclear vacu-
oles are conspicuous in individual cells, showing a morphology similar to that of fetal gastrointestinal epithelium. Nuclei are not
arranged regularly on the basal side in the component showing glandular arrangement, and multiple layers and subnuclear vacu-

oles are evident (x20).

BEDERESALERLEZEBRELTWBEY. Ko
TURBT MARIZ & & 7= I3 2 08 0 155\ 2 3 ALBH AR A %
R EE R HGUC s & TUCTD DK 25RAEL TH S
N72hS, BEARRRATRARIC A & N2 EERIRZ 12 B W T H IR
BALAE 2 R 3 2 B8 R IR ERE A DN, Sk 5 LEg
ML TWA LD EEZ SNz MlLZHAR TR ER
AN % R TN HERE T & o 72235, TUCTD DR
B2 BV TIE T D X 9 S b2 s bEIN % 7% 3 HEE
NaAsHiBLS 2 W HetEDSH 5 2 L 2 SFHIC B LESH 5 &
E2h.

IUCTD @ i et 12 B1F 5 f-HCG @ B =13 93~

100% EMEENTHBY, ZORFIEIHEWY. LrLidy
5, TEREMICKRERMIENO b E RIS % & F vl
HR HGUC D% < # f-HCG DGl Btk 2 R4 2 &
LML ENTEBYY, FHCG IR M D E W IUCTD @
= —=tiTwvz v, BUTORRCEBICBWTY, E
BAia o B-HCG BB O A % b o TREFMIE~ D51k
LBV EICHBTALENDHLELTWAY, —7,
KB TEDFEBL %M L 72 HSD3B1 (& 4 Ak 2 28 4l i
R AL AR B BBl AR O —D T, RAENAM
DAL Z R SRR OIES IS BV TH BV REH %
RTIEDBMONTWEY, 2504 FMUHHETH S
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Fig. 6 Findings of immunohistochemistry. Tumor cells showing strongly positive staining for (a) alpha-fetoprotein, (b) SALIA4,

(c¢) glypican 3,and (d) HSD3B1 (a-d, x20).

HSD3B1iZ= A v 7 YRR T A b A7 0 OIS
ME L, SR~ Far s ARSI 2 EH %
ATHEENTWE., D20, A704 KKRVE YR
ETHRIBRE, SFICERIRBICIEHAA S, HSD3B1 ©
BB AR TRIEREREOMESASLNL0, F/2, X7
A FARNVE NI L > TEOFHEORE % 21T 5 A=
VIEICBW TS LIILIZREANALNL Z s
TWARID U L4adss, 25704 KFRIVE YOz
ZI R VERICRET AERICEORBIIA LN RV E &
NTWB Przybycin & (3 H RURE ERZ RS % &t
[UCTD Z81F % HSD3B1 O %3 % S ik b i 1o e sR
L, BRI ER ORI TIZREME T, FaEilia~
O b R TESIEEFTHEE R LS L Tw
5% ZnHDZ &5 HSD3BL 3R KIESE © TUCTD @
FRz~—h—tEzoNhz RKHICBWTH IUCTD @
8531 fHCG Ot BENETH o 7248, FIROK S, Wbk
DHALZERTETOVTND L% R M2 58 <

HSD3B1 O¥talZfpthZz R L, SREBHI~ D51t 2 Bk
LTwabotEZShiz. MlZhkzs Huziimils
WTH LI E R T KAMINEIZ HSD3B1 @ det 12 Bk % 7R
LizZ ehn, KMMEIZTIUCTD 2569 N& L %2R
TRBHIN A S 723413, HSD3B1 % i R 72 e 4
BONANVEHNTREZAT) OPEILL, ABITRL
72X TGRS L 2 RERMBIEH L) 2 TFHTH B &
ZRA.

IUCTD I2i& 22> Tl B & L THE SN7ER b & %
NTW D, — i 7 BB O e Yeti 12 B W TR 5
DY —H— &IN5 SALIA X, MIlatE v i AL e e R
PR A Rk e 2 7R L, S la sz i e Ao i 1 & ek 2
SEIBPEIC R B L SNTWA, F72, Glypican3 (&A1
(g R S Ot R R N P 1 X e e B R
AR d BB X 285kt L 2 5. v d Oct4
WZIXBEETHTEHE & IUCTD XD Gtk 2 R§. &K
BBV TIdB B L 2 OIS IZMRTE b 2 SR



$62% 567, 2023 4F

B 299

MUFLARAIIL L L 72 MASHIIR ©, S defaic BV T h ik
ERETHR SN DHMILYE IR SR BRI & Ak VIR 2
/R L7z, SALLA 1 ES Mz % iPS M (2 FHITHE 2 A B 4%
W Tl D £ BEE 2 A A s il 2 4 L, BN,

IR, DNEBENEYS 2 & O ES (SRS 5 2 L8
MENTWAS. TUCTD O 50% 2 1% SALLA D i gett |2
ka2 Rd & 3hTB DY, BMlER IEWEEE AT
HLOEHEEESNG. EBRIZ, IAEOHEIZIE TUCTD 12
st U CYEBR IS ARG 55 (2 H v 5 % BEP #3804 %)k
ZRIBT 5 DONLEHA SN, IUCTD DB EN SR
ML IESS & U C OISk 2 e 8¢, FRAIES IS L C
FRREOBMEZMRF T 52 L2 HRTIMELAONR
Z)ls>_

ABNZ BT O R ML & TURBT MRS %
RSN RS 00, TUCTD O eI T X %
ho 7z, TUCTD OFFEAES 5 a1, FiEIEEEEch -
THEEM RN 2 B R T REEE) A7 HTH D05,
F& UCEE - IREERMBM OE/AENL, BHOFHIE
BoNLPro/zl LIIRETRELEL LTHREL TS,
IUCTD O] fgth% HIICIRHI T 5 2 & 1d, 2 0BEIC
BUF 5§ AR e MARE R WG T O R B 12w -
L, WRMICIZEZEOFRRICOLNLIDEEZDL. ZD
ERCIRMIEZ ORENIEETH Y, HERMEETH O
DR OB~ — 7 — & W72 et 25 H 5
CEDVHBEEZD.

FH O IR T NS AR IE S ) FEA.

Abstract

Background  Invasive urothelial carcinoma of the bladder with tro-
phoblastic differentiation is usually diagnosed at an advanced stage and
carries a poor prognosis. Herein, we report a case of invasive urothelial
carcinoma with trophoblastic differentiation that was detected on a
repeat cytopathologic review of 54 archived cases of surgically resected
invasive bladder cancer.

Case : An 82-year-old woman with symptoms of cystitis was detected
by ultrasonographic examination as having a tumor in the anterior wall
of the urinary bladder. Urinary cytology showed papillary clusters iden-
tical to those in urothelial carcinoma, scattered giant mononuclear cells
with lacy abundant cytoplasm and large nuclei containing coarse chro-
matin, and pleomorphic cells with multiple or hypersegmented nuclei.
Histological examination of the tumor showed the features of papillary
urothelial carcinoma with syncytiotrophoblast-like giant cells, muscle
invasion, and lymphovascular involvement. Immunohistochemistry
showed positive staining of the giant cells for HSD3B1, a specific
marker of trophoblastic differentiation. The patient developed multiple

distant metastases and died 3 years after surgery.

Conclusion * Urinary cytology can contribute to early diagnosis of
invasive urothelial carcinoma with trophoblastic differentiation. Immu-
nostaining using specific markers can be useful for reliable cytologic
diagnosis.
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a b

Fig. 1 a: Computed tomography of the chest

Pulmonary nodule measuring about 10 mm in diameter is seen in the right lower lobe.

b : Pelvic MRI T2-weighted image-coronal section.
¢ : Pelvic MRI T2-weighted image-sagittal section.

A well-defined, substantial mass with a smooth margin measuring 69 mm in diameter is observed in the left posterior part of the

uterus. Some high-signal-intensity nodules suggestive of hemorrhage, and mottled high-signal-intensity areas suggestive of cysts

are observed.

BIRRE - 49 FRERE.

BRI © 9 AERNIC SR 2 EFRICGER 2 ZZ L, i
RCHIFREZA L sz, 2D 6FBICPIVKA-T O LA &
S6 FHIFRIZ 4.5 cm KONER % 72, JFMINEHE Stage T ~HEFT
L 72 7= DR VIR AShiAT S 7z, itk LAEE TR
WIS & R 72720, IFEIRILAZERM AT S 7z, D
HRIE TR 2 S ROBBIE ST 72As, FESsIRHE 2 4E
DOEMAZ ) —= 2 7 OWIEE CT M4 T, 63 %56 mm K
OFAY IR ZHIERS & AMTF 3 10 mm KO B (Fig.
la) &M SNz BEEYEINHIE S 25 B b Y BHR A &
oz, B MRIBATIE, FEABHIC69mm KOk
SR C a5 T e TR IR & GR D 72, T2 BRFH MR T
L% 5D BE TSI R, Bl AR RO EE T
WA D (Fig. 1b, o). ILHERMMEIRTIE, Hifl % 55
FHIB I IIEBRIBR S 2 b DD, FEEEBIIZEE 58I
DONLD o7 AfHESERRLEA R IRHE I NG
Motz JEEE~ — A —13 CA199 : 38.8 U/ml 2SEREE b5 L
Tw727%, AFP (2.8ng/mil) & PIVKA-T (14.3 mAU/mi)
ZIEHE T o 72, BRI EMIESE %2 585 i 2 <,
ST H Y (RS ESE T T A IR B AR A A T S 7z,

PERENFT R Ik, IR REA R THEZ Ot AR L
Tw7z (Fig. 2a). WGBS, JEE, %275 Z@GICHH & 8
TEIRZ 2 B o 72, KTk, A& CHllERs E
PETH o7z, F5, GIHEIZIEFIMBITH - 7225 (Fig. 2b),
FEIRFTH 7em KICHE KL THB Y, #EEHTIERTICH
CIMEHAEICE AT (Fig. 2¢c). Wl OA) 825 % 5
L, B AIHIED L 722 236 A A S L7z, Pl

ZED 72 DTG O MR A T/ AS 75 X 103/ ul 12K T L
TWw7zAs, Wiz < R R TH Y, Mitk4 HHICE
Be L 7-.

MR B = A, BFHIIENE 2 © O HB A2 IR 3
N & i S L7z, AT IR S A7 MRS B D BRI R
SOWBTHL RN EZZE L, MENKAE - GH % IKHE
L7.

III. ZENiAREE2FR R

RN E N2 Esofis, BEEMIIRRE X O
P, —ERIEMAMEICHBIL Tz (Fig. 3). HFmMouE
G EZ AL, BORPMAFIZEET, su<s > ol
BEES TV F/2, R LB B/ IMEDS D S
72 (Fig. 4). —EBoMIIEICIE, w025 tad
R % 2% (Fig. 5, 6), IFHIfaH koML TS % &HE L
7z.

IV. RIEAERAT R

WG, RBWEBGRHOLEEEE TH - 72 (Fig.
Ta). WV —~METIIIPHHE N, 56 - Wi 2 £F 9 IEE R
ShiRed bz (Fig. 7b, c).

I 7 ufRTIIIER U724 & BB e 4%/ ME, SR oML
Hx b oRA LR ML Ds, K v LI IBIRERESE %2 8
B LCHIE LT (Fig. 8). BHENICIE 7 2 ) Ui
fo (Fig.9), "Wy ¥ - Th—4f gt ~v v 7%
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a
Fig. 3 Touch imprint cytology of the left ovarian tumor
Solitary tumor cells are seen in a relatively clean back-
ground (Papanicolaou staining, % 10).
b
C

Fig.2 Intra-abdominal and intrapelvic findings
a : The liver shows findings suggestive of cirrhosis.
b : The uterus and right ovary are normal in appearance.
¢ : The left ovary is enlarged to approximately 7 cm in
diameter and exhibits prominent angiogenesis.

vy Fgn o RGO 2 R0 7s. BE ik
MR 2 380 5 2 & h S IR OB TH - 72
(Fig. 10). Skt i~ -1 —TdH %
hepatocyte paraffin 1 2SERFEPEICFETETH D (Fig. 11),
AE1/AE3, inhibin, Calretinin, melan A ([Z[&PETH - 7.
Aftigas, A3 RR L, DX ) IFiiED S 0
HRRS A DR BN & W L 7.

V. =
FHESIRAT A F T4 12X 5 &, RIERARRE O JFR T

DOIFIMZEFE L 1.0~2.3% LKW, F 7= SO PR
DHPEL 21~24% TH Y, R E LTI (6~29%),

Fig.4 Touch imprint cytology of the left ovarian tumor
The tumor cells have abundant eosinophilic cytoplasm and
contain nuclei showing mild variability in size and
increased chromatin. In addition, large and prominent
nucleoli are also observed (Papanicolaou staining, X 40).

Y U (5~20%), 5 (2~10%), EIFF (1~10%), AW
(0.2~0.6%) DOMUZHFEIE W ERESINTWED, JTFH
NaJiE DIPEADOIERIZIEFICENT, THBIT & DREGIHR
BORTHL. AplzgbInT TICHEShZ, IR
HE O TEIN BIESE 17 B4 RITR$ (Table )28, 4u|
DRI E DT 17 B, 11 GBI TH - 72 w1k
PHBEIESH M IMEAZ W & STV A, FEHIE RO
PRBIESH IR BITEAS S VW W R B, — T THARS VLN BN 5
DEEN S AL L, WBMIREEEOREE LT, B2
6% LIZTH Y, #ills - B 11%, FLRA4%, HEZE -
JRE DS 3% DNEICE L, # 80% A WHIMETH % LHih s
TW3Y, FEEIHLEETH L 7 V7 v XV TGO
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Fig. 6 Touch imprint cytology of the left ovarian tumor
Fig. 5 Touch imprint cytology of the left ovarian tumor Figure shows bile within the cytoplasm (Papanicolaou
Figure shows bile within the cytoplasm (Papanicolaou staining, x 40).

staining, % 40).

Fig.7 a : Macroscopic view and loupe image of the tumor. The tumor section is yellowish brown, soft, and granular in appearance.
b, ¢ : Histological section showing an area of tumor tissue within the ovarian stroma with necrosis and hemorrhage (hematoxylin-

eosin staining, b : x1,c: X1).

ERAERIE ) VT E B E 5 2 WEA% <Y, WA DEWDG- L TR E 2 b,
RICEBR LR TWEEZLNS., —/T, KD L) % WF 13 4R Y BE THRESR U 7248 PRI B 57 o0 5l 2
MNaRE 2> & ORI MATEO 72D kA% <, @RI Table 2 127779 2010 4 1 H~2022 4 5 A ¥ TPt THEAT
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Fig.8 The tumor cells are arranged in a pseudo glandular
growth pattern with brisk mitotic activity and contain bile
(hematoxylin-eosin staining, x 10).

Fig. 10 Atypical cells with hyperchromatic nuclei, prominent
nucleoli, and eosinophilic granular or pale eosinophilic
cytoplasm (Hematoxylin-eosin staining, % 20).

L 729N BEEVERE S O AT EUE 366 BITH Y, ) Himklk
GRIIESH AR S &0 TI3BI T o 72, HIEHITAL] & L
WO DR Z RV 7z 11 BIATHILZESSATSH D, 11 B
WY TH - 7.

JFFRIIIE MG & U R IEW L & o MER, &
B TR ROME OB IIAHEE T, BIERIAR, K
YWELR Iy a<F ViR MEDIER BT 5N TV 5.
AHNZBWTHIEFTMALIZ IR, BOKE SEIAHNT
BoMRIZIER LHBEL CTB Y, 7 u<F v A¥s%
oA LTz, F 7 NSRRI RS CRIBL N o 16 fo i £
FERATRD SNz, BEMIRZ AL V- g @ns

Fig. 9 The tumor tissue staind by Gmelin method showed green
pigment granules in the tumor cells, suggestive of bile (X
20).

Fig. 11 Immunohistochemical findings. The atypical cells showing
diffusely positive staining for hepatocyte paraffin 1 ( X 10).

WECTH o 72720, HEEMAREHWTT 2 Vikexi)
VTGt vy T x U F TR ETo TR,
JRIH O SR L AERE S 7z, fRa~S b =< L v ) BRSO
LB ENHDB LT, JRITIHAE L T UZIH T
WCHARIREEZTHIVERGEESNRTWDI, JEEE
FIMIIa s ism 2, PR ABTaRETHL I L
5, ARBNIIHHBLRE 2> © O Tk IP HLES & 2 L 72,
PIRFT AL ClE,  #8 ta CIEE 22T 1 8 2 M HT A 28
RN, FEFEIHHZEE CTH -7 gz 5T
WEEEOH 2 H R O EERE L TR L 20 TH
D, BRI S o 72 2 &, B X ORISR
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Table 1  Report of ovarian metastasis from hepatocellular carcinoma
Case  Report Age Site Size (cm) AFP (ng/ml) Treatment Time to recurrence
129 1983 36 Left 6 18800 TAH + BSO 1 (year)
223 1992 38 Left — 14819 TAH + BSO 3 (months)
323) 1992 31 Bilateral — 2700 BSO —
423 1992 68 Bilateral — 11000 BSO + omentectomy —
523) 1994 66 Bilateral 17 55 BSO —
6Y 1999 56 Left 15 534 TAH + BSO + sigmoid colostomy —
75 2000 47 Right 20 4 BSO 2 (years)
823 2001 61 Right — 350000 TAH + BSO 5 (months)
92:3) 2004 39 Right — 60000< chemo 9 (months)
109 2005 43 Left 6.5 140 BSO, TACE, chemo —
117 2005 44 Bilateral 11 58 BSO —
1223 2006 40 Bilateral — 2150 — 13 (months)
13? 2011 43 Right 7 336520 RSO 8 (months)
142% 2013 76 Left — — LSO + hepatectomy —
159 2017 44 Right 5.7 — BSO 4 (years)
16% 2021 61 Bilateral 11 1862 TAH + BSO + peritoneal resection 5 (years)
17 thiscase  60s Left 7 2.8 BSO 1.5 (years)

TAH : abdominal total hysterectomy, BSO : bilateral salpingo-oophorectomy, LSO : left salpingo-oophorectomy, RSO : right

salpingo-oophorectomy, TACE : transcatheter arterial chemoembolization

Table 2  Cases of ovarian metastases from hepatocellular carcinoma encountered at our hospital

Case Age Site Primary lesion Treatment Time to recurrence
1 44 Bilateral stomach cancer TAH + BSO 2 (years)
2 37 Bilateral inferior colorectal cancer BSO —
3 46 Bilateral ~ small intestine cancer SVH +BSO 3 (years)
4 43 Bilateral breast cancer BSO 1 (year)
5 39 Bilateral stomach cancer BSO 3 (years)
6 56 Bilateral stomach cancer BSO 2 (years)
7 52 Bilateral stomach cancer BSO 1.5 (years)
8 70 Bilateral ~ sigmoid colon cancer BSO 1 (year)
9 32 Bilateral ~ small intestine cancer LC —
10 78 Left colorectal carcinoma LSO 6 (years)
11 44 Bilateral stomach cancer BSO 1.5 (years)
12 43 Bilateral stomach cancer BSO 2.5 (years)
13 (this case) 60s Left  hepatocellular carcinoma BSO 1.5 (years)

TAH : abdominal total hysterectomy, BSO : bilateral salpingo-oophorectomy, LSO : left salpingo-oopho-
rectomy, SVH : supra-vaginal hysterectomy, LC : laparoscopic cystectomy

W& A b BRGNS, PR 2 5 O )

I N

BRI & U CONRENEE 8T 5N 5. INE BN 1S

BWIMEIZIHIE L, i AFP A LA 5 004 TH
5. SRHEMMSY —VRRL, TOHRTHIFRY — >
(hepatoid pattern) A% Y, Z 8% — VML IEH,
U IR AR IR O MR A3, 2K - FEFEVE I T 5 ik
BHAHW, FNLHEITE V&) BRI A 5 SR T fE
Thb. FIREEFAIEL &N E LTHTFoNE. B

HHUFAIILHE (& Ishikura 512X DIRIBINHEETH D,
IR AFHEMEES IS B W TEhRRE L SN TV S, JiiE
HLRRSAR AT R TIE, AFP EZEREZ b o 72 BBl o LR
292, LRI B R B 12 B W TRIEAI O
JESF SN TR ETH 5559, BUEARIBOIIH )
A - BVETR - IEBREG T A B 74 YT I Tw R
\1;14).

AFP, PIVKA-T 3O PN TH Y, IR
Ifili% AFP O LA 2 RT T EHZnERE SN TS,
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H AR AR AT 2 2 MRS

INFTOHRETD, HETE2ZL L OREHITAFP D L
AEBDTBY, KBIO X 512 AFPENIEFE TH - 724E
BlZA . FPETAFPEASIEHEIETH > 722 &2 5,
AT R 2> © DR RS & B T & o 72,

VI. & B

&b T XN MRS QR L Fr PN HE S 2 ek L
7z, MESEREIAIIER Tld, BB & v 2 E R oI IvE
P, —EREAEIC B L 22, i & & S iR
DEELMBEEAL, BOKNREITEETH - 7225,
rua<FrOWEEZEC, JERL 2B RBMEDFRD
NZIFHNEHE D 5 DR 2 RIRT TR TH - 7z.

X OIE, BRI REFREHBCREBIZDH ) TEA.
KESLOERIZH 61 ol H AR 2 Aks (k) 128w
THELI.

Abstract

Background : Ovarian metastasis from hepatocellular carcinoma is
extremely rare. Herein, we report a case of a metastatic ovarian tumor
in a patient with hepatocellular carcinoma with characteristic findings of
tumor imprint cytology, along with a review of the literature.

Case : A woman in her 60 s was admitted to the hospital for treat-
ment of a pelvic tumor. She begun to receive treatment for hepatic cir-
rhosis 9 years previously and also undergone surgical treatment for
hepatocellular carcinoma 3 years previously. She was being followed up
by her previous doctor, but computed tomography of the chest and
abdomen revealed a nodule in the right lung measuring 10 mm in diam-
eter and a tumor in the left pelvis measuring 63 X 56 mm in size. A pri-
mary ovarian tumor was suspected, and laparoscopic bilateral adnexec-
tomy was performed. Intra-abdominal examination revealed no dissemi-
nated lesions, and ascitic fluid cytology was negative. The left ovarian
tumor was yellowish brown in color, very fragile, and highly angio-
genic. The tumor cells were solitary or arranged in cords, against a rel-
atively clean background. Tumor touch imprint cytology showed tumor
cells with abundant eosinophilic cytoplasm, hyperchromatic nuclei with
mild variability in size, increased chromatin, and prominent nucleoli.
Bile was observed within the cytoplasm, which is a characteristic, but
extremely rare finding. Histological examination revealed cord-like pro-
liferation of tumor cells with atypia and abundant acidophilic cytoplasm
and bile, resembling the features of hepatocellular carcinoma. Immuno-
histochemistry showed sporadically positive staining of the tumor cells

for hepatocyte paraffin 1.
Conclusion : The findings of tumor imprint cytology were suggestive

of ovarian metastasis from hepatocellular carcinoma.
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EUS-FNAC T1lrhlazlr U A 7= s s AEEIS; O JiE 1]

PRI b M &Y B MY RNHIE D
SHPEEED W D BH KB RS ST
fif BE L 52
WY A P EORBOREED, W RS

T BEEEEICB W CTNGIEE & N W EESEET 2EMIENTH L. T TIRRT HEH
&, I PIRREE TS [ (endoscopic ultrasound-guided fine needle aspiration cytology : BLF,
EUSFNAC) 2 CHEMIEE LM LA 16TH 5.

FEG - 70 A, BPE BEEBOENE AR L, Ubix 22 L7z, BEEPBREMRAIC TR 18 mm X,
BERERIC 7mm KO o — @i % 7872, EUSFNAC #itif7 L, FWEIEERIESS, BERIIES o6 LZ2hZh
W, AN IEE D L IIREMREEEV LB L7z, 0k, e T L EhEhh~Ea1t

RARAE,  APREP ST UA RS & R L7z

faam - LA MR AR SNBIRO —BIIZ 7% D 9 4. 1 DOWEIZE S by, EE R BEHR
LTHAES 5 2 L 2 REICEW THEICMERZN T2 LA ERTH L LER D,

Key words : Pancreas, Endoscopic ultrasound-guided fine needle aspiration cytology, Double tumor, Duc-

tal adenocarcinoma, Neuroendocrine tumor
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A case of double ductal adenocarcinoma and neuroendocrine tumor
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Fig. 1  Cytological findings.

a : The tumor cells are arranged in irregular clusters (Papanicolaou staining, x 20).

b : Several nuclei show nuclear inclusions (Papanicolaou staining, % 100).

¢ : Individual tumor cells are present and some are seen forming loosely cohesive clusters within a fibrous stroma (arrow) (Papanicolaou

staining, % 20).

d : Tumor cells showing enlarged nuclei and coarsely granular chromatin (Papanicolaou staining, % 100).

#MIZ (endoscopic ultrasound-guided fine needle aspiration
cytology : BL'F, EUSFNAC) % ifr L, WEoHERIES:,
EERIESS 0t L 22U - i, T AR E
B e MR R R B & BT L 7.

BEFRAZB : A cStage TA WK LT, BIEZHAA K5
A VPRI L AER T GS (XA v & ¥ R RRE +
S1) 2 7 — Vit BEERMm (D2 35E) 2 hEfrL, M
A I VS R BE ER REIB (b ~ i (L RN, A2 M5 L
FEP G WA 35 & 3T L 7.

III. #AREERIFFR

1. PEEEES

M ESRIA LR 2 2L CTB Y, MEEZkd L —
AREE LT, BIERURBLEL Wi zuaxFr
THIBERCRZ B L CTB D, W B/IMERNE AR, &
MR R ROz (Fig. 1a, b). Bk - B & 2 L7z,

2. R

FRMEVERT RS 2 5 5512, MR B L, R
EHEERL T, M ERIRZZLTBY, Bid
JEK L, 7 a~F ~idsalt and pepper pattern % & L T\ 72
(Fig. 1c, d). WA ZeB%/MER %GR 72, Bk AN -
PR W N 2 5%k 5 &l L7z,

V. RIZHEMEFRIPRR

EUS-FNAC

1. BEERER

ANEE TR PRIPERRAR S 2 R 3 BRI 2 SR 72, i % il
DON/CHFR, BEMPRNAFAH. - 72, B~
W25 ) BV ETH Y, HEBWICIIEDS Ll o7z

2. PFERESS

KA TdH Y, G C B 2 7~ k§ 5
RO LN h o7z,
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a

Fig.2 Histological findings.

a : Histology shows back-to-back ducts composed of columnar epithelium (HE staining, % 10).

: Tumor cells with nuclear atypia and variations in nuclear size are seen (HE staining, % 40).

b
¢ : Histologic image showing both solid areas and cells arranged in a trabecular pattern (HE staining, X 10).
d

: Tumor cells showing enlarged nuclei, coarsely granular chromatin, and eosinophilic cytoplasm (HE staining, x 40).

3. FiTRHER

PRI S REBRRIC AR 2 L O BN 2 5RO 72,
WEAR IR O FEWEEF IR L T\ 7228, BRI ORZ IIHERE
T& o7z

AR I, REER I 5 B o B R e 1 AR % 75 512
N/C D i Ml ASA B 7 B PE R0 G RIS &2 T L B
B, =E LTl 4 oM RAELR K/NAR, ik
DENDPEZ A B2 (Fig. 2a, b). h~E b RRRE
LB L7, VY REHANOBERREE RO, #ITEIR
ypStage B &l L7z, {HHERN A H 2 1B oMb iX
HETH o 7205, HEEREICITE A CEERHEIETRD S
9, Gradela EHIEL 7.

R Tl 6 mm O HiFH I Hi A& L RIRFELE L & ) 1Y
JES B IR RRIERCIRAIRE 2 5 3 A Hlle 2 B0 7z, i
EAXLTHBY, 71~ it salt and pepper pattern % 5 L
Tw7z (Fig. 2¢, d). 25103 0 /10 ST TH -
72. & Yett Tl Synaptphysin, ChromograninA, INSM1
iy Bk, Trypsin, bcl-10 1ZEMY:, ki-67 index 1%

1.5% CTdh o7z, MFRNSWIES: Grade 1 LB Wi L7z, EE
IR DZE PR W L A A BT, BEDRIZITITRVE
L7z

V. # =

ARINZ BT B ENIHV NS Sy & IR AR S 5
(A DO WEGEAEIES; | OIEBI L 1ED 7%, 20% IRk
10 NN O Td 5. Chang 521 [ )5 5% O WEBEAEIESS |
% R AR 70 M 5345 %> & OAmphicrine (W4 - 4455
Ml )7 DR & e FEo), @Mixed (N5H - A5l
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Abstract

Background : We report a case of double ductal adenocarcinoma and
neuroendocrine tumor of the pancreas, which was diagnosed preopera-
tively by endoscopic ultrasound-fine needle aspiration cytology (EUS-
FNAC).

Case : A man in his 70 s presented to us with a history of abdominal
pain. EUS revealed a hypoechoic mass measuring 18 mm in diameter in
the head of the pancreas and another hypoechoic mass measuring 7
mm in diameter in the tail of the pancreas. EUS-FNAC was performed,
which led to a histopathological diagnosis of double ductal adenocarci-
noma and suspected neuroendocrine tumor or acinar cell carcinoma.

Conclusion : It is important to make a careful diagnosis, keeping in
mind that multiple tumors could be present, rather than just a single

type of lesion.
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NOTICE TO CONTRIBUTORS

1. Authorial responsibility :

The first author and the corresponding author of this
journal must be members of the Japanese Society of
Clinical Cytology. In case of editorial committee’s permis-
sion, they can be non-members of the society.

2. Categories of articles :

1) The categories of articles which can be submitted in
this journal are review articles, original articles, investiga-
tion reports, case reports, special articles, brief notes, letter to
the editor, and reader’s voices (requested articles will be
mentioned later).

2) The submitted articles should contribute to the
advancement of clinical cytology and must be submit-
ted exclusively to this journal.

3) Authors must observe the Declaration of Helsinki
(recommendations for physicians conducting biomedical
studies in humans) and the Ethical Guidelines for Med-
ical and Biological Research Involving Human Subjects
(Ministry of Education, Culture, Sports, Science and
Technology, Ministry of Health, Labour and Welfare,
Ministry of Economy, Trade and Industry, Only Japa-
nese text available), including privacy protection.

* These guidelines appear in the first issue in every
year of this journal.

4) Copyright for articles published in this journal will be
transferred to the Japanese Society of Clinical Cytol-
ogy, and the authors must agree that the articles will
be published electronically by the Society. The authors
are permitted to post the title, affiliations, authors'
names and the abstract of their article on a personal
website or an institutional repository, after publication.

5) All authors will be required to complete a conflict of
interest disclosure form as a part of the initial manuscript
submission process. The form should be downloaded
from http://www.jscc.or.jp/coi/ and should be signed
by each author. The corresponding author is responsi-
ble for obtaining completed forms from all authors of
the manuscript. The form can be downloaded from
http://www.jscc.or.jp/coi/. The statement has to be
listed at the end of the text.

3. Submission style :

1) Manuscripts should be submitted electronically.
2) For initial submission, please access the site below.
(https://www.editorialmanager.com/jjscc/)

4. Instructions for manuscripts :

1) Text and writing style

(1) Manuscript is to be written in Japanese or English.

(2) Manuscript written in English doesn’'t need a Japa-
nese abstract.

(3) Weights and measures are expressed in CGS units
(cm, mm, um, cm? m/, I, g, mg, etc.).

(4) Names of non-Japanese individuals, drugs, instru-
ments / machines, or diseases that have no proper
Japanese terms, academic expressions and scien-
tific terms are to be written in the original lan-
guage. Capital letters should be used only for
proper nouns and the first letter of German nouns.
English manuscripts should be prepared essen-
tially in the same manner as Japanese manu-
scripts.

(5) Medical terms should be in accordance with the
“Saibou-shinn yougo kaisetsu-syu (Handbook of
cytological terminology)” edited by the Japanese
Society of Clinical Cytology. Abbreviations of medi-
cal terms may be used, but the terms should be
spelled out in full at their first occurrence in the
text and the use of abbreviations is to be mentioned.

2) Manuscript preparation
Manuscripts are to be prepared in accordance with
the web site (https://www.editorialmanager.com/jjscc/).
3) Electronic files
The following electronic file formats are recom-
mended. Word, RTF, and TXT are recommended for
text, and legends ; TIFF, JPEG, and PDF are recom-
mended for Figures ; Excel are recommended for
Tables.
A minimum resolution of 300 dpi size is required for
figures for publication.
4 ) Style of review articles, original articles, investigation
reports, case reports and brief notes.
(1) Manuscript format
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(2)

(3)

(4)

The parts of the manuscript are to be presented in
the following order : Title page, abstract, key
words, text, conflict of interest disclosure state-
ment, English abstract, references, legends, figures
and tables. The pages of the manuscript should be
numbered consecutively. Title page should contain
the number of revisions (initial submission, first
revision, etc.), the category of paper (original arti-
cle, case report, brief note, etc.), Japanese title (not
exceeding 50 characters), name (s) of author (s),
authors’ affiliations, address for reprint requests,
and agreement of copyright transfer and early
publication must be clearly written on the title
page (the first page).
The abstract and key words are to be written on
the second page. There should be a separation
between the abstract and the start of the text.
Authors
Authors will be limited to persons directly
involved in the research. The number of authors is
to be as follows, and other persons involved should
be mentioned in the Acknowledgments section at the
end of the paper.

Original articles : no more than 12

Investigation reports : no more than 10

Case reports : no more than 10

Brief notes : no more than 6

Letter to the Editor : no more than 6

Review articles : just one author, as a general rule
Abstract
The text of the abstract should not exceed 500
characters, 300 characters for brief notes, and the
headings should be comprised of the following.
“Letter to the Editor” doesn’t need an Abstract.
Original articles and Investigation reports : Objective,
Study Design, Results, Conclusion
Case reports . Background, Case (s), Conclusion
Brief notes . similar to original articles or case reports
Review articles and special articles : headings are to
be selected according to content.
Key words
No more than 5 key words indicative of the con-
tent of the paper are to be supplied. As a general
rule, the first term usually indicates the subject,
the second term, the method, the third term and

beyond, the content.

[Titles followed by examples of appropriate key
words in parentheses]
Examples of Key words :
—CGallbladder aspiration cytology — Cytological
and histological findings in four cases of gallblad-
der cancer — (Gallbladder, Aspiration, Cancer,
Morphology)
—A review of hepatocellular carcinoma (Hepato-
cellular carcinoma, Morphology, Review)
—A rare case of ovarian clear cell adenocarcinoma
cells detected in sputum (Clear cell adenocarci-
noma, Cytology, Sputum, Metastasis, Case report)

(5) Text and page limitations

a. Original articles, review articles, and investigation
reports .
The manuscript should not exceed 10,000
characters (approximately 20 pages of A4
size), including text and references.
Tables should not exceed 10.
Figures should not exceed minimal necessary
number.

b. Case reports :
The manuscript should not exceed 6,000 char-
acters (approximately 12 pages of A4 size),
including text and references. Table should
not exceed 5.
Figures should not exceed minimal necessary
number.

c. Briefnotes :
A brief note should not exceed 3,000 characters.
No more than 4 figures and no more than one
table can be included.

d. Letter to the Editor
A short letter-style note, which is concerned
to a paper published on this journal, can be
submitted as “Letter to the Editor” (additional
report, question to the author, a comment on a
published paper). Titles (study design, results,
etc.) in the text are not designated. Two fig-
ures, 6 references, and 6 authors can be con-
tained. Abstract is unnecessary. The amount
should be approximately within 2 pages at
publication style.
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(6) English abstract initials for the rest of the name, and other

(7

An English translation of the title, authors' names
in Roman letters, authors' affiliations in English,
and English abstract should be given on a page
separate from the text. The authors' degrees/
qualifications are to be written after their names
using the following abbreviations.
For physicians : MD ; MD, MIAC ; MD, FIAC.
For dentists : DDS, with other degrees or qualifica-
tions abbreviated the same as for physician
For clinical laboratory technologists : MT ; CT,
JSC; CT, IAC ; CT, CMIAC ; CT, CFIAC.
The text of the abstract should not exceed 250
words (exclusive of the title, authors' names and
affiliations), and the following headings are to be
used.
Original articles and Investigation reports - Objective,
Study Design, Results, Conclusion
Case reports - Background, Case (s), Conclusion
Review articles : headings should be selected accord-
ing to their content.
Brief notes - abstracts for brief notes should consist of
no more than 100 words and no headings are to be
used.
References
a. Only major references are to be listed.
Original articles, special articles, and investigation
reports : no more than 30 titles
Case reports : no more than 15 titles
Briefnotes : no more than 10 titles
Letter to the Editor : no more than 6 titles
Review articles - no limit
b. References are to be listed in the order in
which they appear in the text, and indicated
by superscript numbers in the text.
¢. The references should be listed in the Vancou-
ver style, and the journal abbreviations in
Japanese and English references according to
the Japan Medical Abstracts Society and
Index Medicus, respectively. Examples are
shown below.
For journals :
Name (s) of the author (s) (full names for
Japanese names ; for European names, sur-

names of the first 3 authors spelled out, with

authors' names abbreviated “etal”). Title (full
title should be given). Name of the journal
(space) Year of publication ; Volume : Page
numbers.(just after publication or for the
journal which has only doi, no more than doi’
is acceptable)

For books :

Name (s) of the author (s). Title. Name of the
publisher, Place of publication, Year of publica-
tion. If a citation is just one part of an inde-
pendent book, the title should be followed by
the name of the editor, the title of the book,
name of the publisher, place of publication, the
year of publication, and page numbers.
(8) Figures, tables

a. Figure and table titles and their legends are to
be written in English. Figures and tables are
to be numbered thus : Figure 1, Table 1, etc.
Provide simple titles and explanations in Eng-
lish.

b. Clearly state where the figures and tables
should be positioned in the text.

c¢. Magnifications are to be stated for micro-
graphs. The magnification of the objective lens
at the time the figure was taken will be used
as the magnification for photomicrographs (fig-
ures of cells or tissues). Authors are recom-
mended to use scale bars in the figure. For
electron micrographs, the magnification at
which the figure was taken should be stated
or scales included in the figure.

d. If figures and tables from another published
work are used in the article, permission for
publication, including electronic publication,
must be obtained from the original author (or
organization), and the documents certifying
this permission must be attached.

5) Style of special articles
Special articles are composed of several papers (origi-
nal articles or reviews) on a single topic. The planners of
special articles need to prepare the title of the whole
special issue (in Japanese and English) and a synopsis
(equivalent to an introduction) of no more than 1,200
characters. The style of special articles should be the
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same as for original articles and review articles.
6) Reader’s voices

Submissions which do not fit the above-described
categories for scientific papers, including opinions on
papers already published in the journal, the operation
and activities of the Japanese Society of Clinical Cytol-
ogy, are also published, but only if they have not been
presented elsewhere. Submissions should be in accor-
dance with the following prescribed form and proce-
dure.

(1) The title is not to exceed 50 characters, and a cor-
responding English title should be provided.

The text should be started on a new line.

At the end of the text, the name (s) of author (s)
(with the authors' qualifications), institutional affil-
iations and addresses should be written in Japa-
nese and English on separate lines. As a general
rule, there should be just one author. References
can be added at the end, but no tables, pictures
and figures. All of the above should be no more
than 1,000 characters (no more than 2 pages of A4
size).

(2) The editorial board will decide whether a submis-
sion will be published. If the Committee finds it
necessary to also publish the opinion of a person
referred to in the manuscript or a third party in
regard to the content of the paper submitted, the
Committee will request that the person concerned
write it, and the two will be published together.

7 ) English manuscripts

English manuscripts are to be written double-spaced

on A4 paper, and should not exceed the amount of the

approximate numbers of A4 paper pages, which were
mentioned for Japanese-written manuscript of each
type. Figures, tables, etc. are to be prepared in the
same manner as the Japanese manuscript.

8) Certification of proofreading

At submission, the authors should have the manuscript

proofread by native English speaker, and should sub-

mit certificate of proofreading as a PDF file simultane-

ously.
5. Reprints :

When reprints are desired, the author should state the
number of copies to be ordered when returning the first

galley proof.
6. Review of the manuscript :

Whether a manuscript submitted for publication will be
accepted is determined by a review conducted by the
editorial board, and the first author will be notified of the
results. The referee system is used to conduct these
reviews. The editorial board will be responsible for the
layout and format used in printing the manuscript.

7. Proofreading :

The publisher will send the first galley proof to the
first author, who should check and return it within three
days. When the person responsible for proofreading is
someone other than the first author, the person's name
and address must be clearly stated when the manuscript
is submitted. Only errors can be corrected on proofs.
Nothing that is not already in the manuscript can be
added or corrected.

8. Publishing fee :

Authors will be charged for space in excess of 4
printed pages. There will be no charge for the cost of
printing black-and-white and color figures, and for Eng-
lish proofreading. Half the charges for reprints of Japa-
nese articles will be waived, and the publishing fees,
including plate making charges, for English articles will

be waived.
9. Requested articles :

Although the form of the requested article is at the
author’'s own choice, it may be generally accepted near
the style of review articles or original articles. In a case, edi-
torial board may request the author for changing the
style.

10. Duplicate submission -

If a given submission came to be a “duplicate submis-
sion”, whose criteria we would like to concern proposed
by “International Committee of Medical Journal Editors
(ICMJE)V”, it would be rejected at the time of its
review. Or, in the case that a subscription revealed to be
a “duplicate submission” after publication, this situation
would be known publicly with caution on this journal and
on our Society’s web site. The editing committee would
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recognize a submission as follows :

1) The submission which was thought to be similar to
another one which has already been published in the
same language, or which has the same contents as the
other submitted elsewhere.

2) The figure or table, which has already published on
another journal, without referring to the previous jour-
nal.

3) The submission doesn’t refer to the previous manu-
script regardless of the language it uses.

On the other hand, the following will not be recognized

as a duplicate submission :

1) The researches or information 1) that was ordered
by the government and should be made open immedi-
ately for public health and welfares, 2) that was recom-
mended to be reprinted by public organization and
another academic society, and 3) the editing committee
(the chairperson) recognizes it.

2) The content which has already published in an aca-
demic meeting as a proceeding or a poster (the author
should mention in the text of the manuscript, the name
and number of academic meeting where that was
opened.)

3) The manuscript printed or opened in the media
which is distributed in a very restricted area (hospital
newsletter, for example)

4) So called secondary publication which ICMJEV
acknowledges.

The author should pay attention to some points as
follows :

v' The author should submit concomitantly the copy of
one’s manuscript, which has already published or to
be published in the future, at the submission to
JISCC to be reviewed.

v The reviewer should notify the duplicate submission
to the editorial committee (chairperson) immediately
after awareness of it.

v'All the members of this association should avoid
duplicate submission not only to JJSCC but also to
other journals.

Reference :

1. International Committee of Medical Journal Editors.

Uniform Requirements for Manuscripts Submitted to Bio-

medical Journals : Overlapping Publications. http://www.
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Appendix 1. Submission of manuscripts to Acta Cytologica
Please go the new Acta Cytologica website (www.
karger. com / acy) and read guidelines for manuscript
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Editorial Office for preparatory review has been abolished.
Appendix 2. The following 2 items will appear in the
first issue of every year.
—Declaration of Helsinki
—Ethical Guidelines for Medical and Biological Research
Involving Human Subjects(Only Japanese text available)
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