JEAEERRE 813% 1% 25~29 2004

R #F

Polymerase chain reaction—restriction fragment length
polymorphism (PCR-RFLP) 12 X % -5 6 B
Human papillomavirus (HPV) ®DI[F)E

JRH vy — | EIZT

Enll % i

T = S B HPV O 5 T-AEW i & LT,
RN VEEINT T 4 A S NI E R 24
JER] % xF 4212, Polymerase chain reaction (PCR) %I
£ % HPV-DNA DO#ftti z 1§g & L. Double catalyzed
signal amplification—in situ hybridyzation (DCSA-ISH)
& OB R IT OV THEBMGE Lz, &5 18HiFS
M 72 HPV-DNA % K Hifll BREE R 12 & ) WP 5 Re-
striction fragment length polymorphism (RFLP) 12 X
). HPV ORIEIE % (T4 5720 ZD#F. HPV type
16 i 3 S DCSA-ISH % T zi16.6%'625) 27201z
5 L. PCRETI329% & #t & EE 12D\ TUd PCR i
DI hvE e I S 7z, F 7z, RFLP FCoORIFE

T HPV type 16%°7 B, type 58%°5 %I, type 52
b 7bf 1 B8 51, DCSA-ISH #: T AT fE 72 HPV
type b FERICHER SN2 o T TNHMRILATHE
Td o2 HPV RN OBEEMED 5 b, KEIZL S HPV
-DNA O & B IR, X ) 3% HPV  type O
WAWEETH Y | I AFHRZEO TR ME R 2 2
) RATHMO CTHRAZERZIRIEL TN D L
Wr s 7z,

¥ —17— F PCR-RFLP, b XY T -7 1)L A

(HPV), T-&F8%E, RV <) YEENT 7 1 /A
LA

i

[l

Human papillomavirus (HPV) 1, #78000bp OBk
ZRSIDNA &7/ £ L L THRODNAEE Y A VA
’C TESERAMED SRS N TEOR, BET R % 5

129 B 100D MR AR SN T Wb, DY
VR JE R BRI A U B RENES ORI A L AT
BT, I AFHEIBIC B W I FE SRR A &
ENBFEHEIEEMNES (CIN) B X UFEHIRD
FEIHGLTWD ZEPHLN TS, 1TH HPV
typel6, 18, 31, 33, 35, 52, 5813 high risk group 3 & U in-
termediate risk group |23 SN TVWAHZ L b [EY:
2L BIREDMATICOVTEBE A Ib 2 IT % 5 %

V(1) TNHFHMEY A VAL S HPY D% 5 A

TR, BEHEAE T B B FEACHIAL 7 v LR AL
HQ@VW HKV) AEN, TANVAKFREL RN L
f.ma TANAA T FRFISE T B HUEE v 725

et TIE, TOHFECHRT LI LA TERTD

— 25—

e (P suE (R -2 W

7
W '_.T_.' 13 o0z .
it &' E?

&) 5 RRBRAC RN V| LR Y

»

%o %72, in situ hybridyzation (ISH) {#%Ti3 HPV ®
MR IZ600T ¥ =Dk S 2 & h s, B
JAOBMIZ T Y — 4 & LTRY AETWw5 HPV-
DNA OMMIIATHETH 5, MILKEPSFEZ 5 %
LIEFPCRIFEAH VL ZENZFELVH OO, BEOD
FRIALRREE A 2> S il S 72 DNA & MRk & L7z
Y. BEARBVEBREC BT 5 EE R A RS, A
DFEIZL Y DNADWFALSNTNDZ Ehb, #
i 7 MLRRAT B2 T~ Tﬁiff%%ﬁﬁ?izf%)ﬂwtnz{zT
FFTICIIARME TH 5(2)3), LA L, HHAMKE A S
E 2 BN D EGAEIC DOV T, FEI T RE 2 AR A
20 OGN EOH AL TN 2, K41 HPV
YOV T PCRIE L AR EOBRIMEE £ HD & &
L5 Catalyzed Slgnal Amplification in situ hybrldyzatlon

(CSA-ISH) HE@IGNIHEZMA, & HIZHEBIELL
L 7z Duble Catalyzed Slgnal Ampllflcanon in situ hy-
bridyzation (DCSA-ISH) {#E(6(7)ZEFE L., HPV. hlgh
nsk group DNA Ot %%E’ﬂl Lf &Elzo AL EE O

Yefty L[MBRIZNT 7 4 YRR T A BT AIHEY
7z RECHITTEL 2 LA, B r"ﬂ’(?fﬁ?’(%ﬁ%ﬁk)ﬂﬁ
RERI L A5, ML N VicBir 5/t
MERT & B &\ ) A D 2 BN T-RELE R AT
BED—D2Thb, L7L., RSN TW5S HPV  high
risk  group Mt 7 1 — 713 Typel6, 18, 31, 33D A T
HY, ZOMDI A TIZOVTRETER NI EDDS
FEFEEMM HPV OMHIZ b RAD D 5o

Al For 3T EIHERR AR O b A7 B
B & T B HPV O 50 T4 W Wi vk o 1
VEAHWNICHE A B o, Thbb, BiEICKD
MR EVE SNSHHPV E6B L ETHIIZT %
I — F$ % consensus primer |2 & V), PCR {:T® HPV
high risk group 3 X U intermediate risk type ® HPV
DNA DO % 47 %2 v, DCSA-ISH #: & DML RS
DWTHIRL, FHMEICOWTHE L7z, &5 ICHE
S M7z PCR SUICFEY % RFLP {12 & 1) B 52 % 47 -
720

EG & S OHE

: EEf
’rﬁuﬂ‘a‘ FHE20024F 12 B B MILZRAE OF
R ERAZIER S i/L %@fia‘o 7z b TR R
DRGSR BERERA S FREE LB S 7217 H



Polymerase chain reaction—restriction fragment length polymorphism (PCR-RFLP) {12 & % ¥ & %3 Human papillomavirus

581 EFTO2UFIDRIN<TY) YEIEIST T 4 VM
iz 7z, MR HAAG R B & OCHIREZ AR R 12
DWW Fig. 11T/R T,

Sample | Age |Cytological diag.|Histological diag.|Fixed days
A 29 Class I a sever dysplasis 1
B 73 Class IV moderate dysplasis| 1
C 34 Class I a moderate dysplasis 2
D 35 Class I a  |koilocytosis 1
E 17 Class I a  |koilocytosis 1
F 22 Class I a koilocytosis 2
G 42 Class I a  |moderate dysplasis| 2
H 38 Class I a  |koilocytosis 2
1 29 Class Il a CIS 2
J 44 Class Il a cervicitis 1
K 37 Class Il a sever dysplasis 2
L 39 Class I b moderate dysplasis 2
M 47 Class Il a cervicitis 2
N 32 Class I a  |koilocytosis 2
(0] 31 Class I a sever dysplasis 4
P 35 Class I b |mild dysplasis 3
Q 62 Class I b CIS 2
R 50 Class I a moderate dysplasis 1
S 30 Class I a  |sever dysplasis 2
T 29 Class I a moderate dysplasis 2
U 47 Class I a mild dysplasis 2
\ 49 Class Il a cervicitis 2
W 52 Class  a  |mild dysplasis 2
X 81 Class IV CIS 1

Fig.1 Detection sample of HPV DNA by DCSA-ISH and PCR-RFLP methods.
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Ava | NC | NC | NC | NC |18/46] NC | NC
*NC: not confirmed

Fig.2 Restriction fragment size of consensus PCR products.
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Fig.4 Restriction fragment patterns of consensus PCR products by

PCR-RFLP.

Sample Age Cytological diag. Histological diag. DCSA-ISH PCR Fmﬁ;lg SC::; t;;r:ed
A 29 Class Il a severe dysplasia — + 58
B 73 Class IV moderate dysplasia + + 16
C 34 Class Il a moderate dysplasia — + 58
D 35 Class Il a koilocytosis — —

E 17 Class Il a koilocytosis — + 58
F 22 Class Il a koilocytosis — + 16
G 42 Class Il a moderate dysplasia + + 16
H 38 Class I a koilocytosis — —

1 29 Class Il a CIS — + 58
J 44 Class Il a cervicitis — + 52b
K 37 Class Il a severe dysplasia — + 16
L 39 Class I b moderate dysplasia — —

M 47 Class Il a cervicitis — —

N 32 Class I a koilocytosis — + 16
[0} 31 Class I a sever dysplasia — —

P 35 Class I b mild dysplasia — —

Q 62 Class I b CIS — —

R 50 Class I a moderate dysplasia — —

S 30 Class Il a severe dysplasia + + 16
T 29 Class I a moderate dysplasia — —

U 47 Class Il a mild dysplasia — —

v 49 Class I a cervicitis + —

w 52 Class I a mild dysplasia — —

X 81 Class IV CIS — + 16+58

Fig.5 Analysis results of HPV DNA by DCSA-ISH and PCR-RFLP methods.
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Original article

Detection and typing of the malignant subtype of Human
papillomavirus (HPV) by polymerase chain reaction—re-
striction length polymorphism (PCR-RFLP).

Department of Genetic diagnosis (Chu—etsu genetic diag-
nosis study group), Pathology Center ; Clinical technolo-
gist 1), Pathologist 2 )

Hidehiro Hasegawa 1 ), Toshihiko Ikarashi 2 )

Objective and study design : This study was conducted
to establish for an identification and typing of the malig-
nant subtypes HPV DNA (typesl6, 18, 31, 33, 35, 52b and
58) by PCR-RFLP. We used consensus primer pairs and

—29 —

amplified malignant HPV DNA. The examined tissues
were collected from 24 cases of the routinely—processed
paraffin—embedded sections that were fixed by neutral for-
malin. Those tissue samples were histopathologically diag-
nosed as having HPV in 2003 in our center. The amplifi-
cation PCR products were digested with restriction en-
zymes and HPV subtype diagnosed from digested pat-
terns. Results and Conclusion : The malignant HPV DNA
were confirmed in 12 cervical tissues as follow. (HPV
typel6 was detected in 7 cases, HPV typed8 in 5 cases,
and HPV type 52b in one case). This method is very use-
ful for a detection and typing of malignant HPV DNA.

Key word : Polymerase chain reaction—restriction length
polymorphism (PCR—RFLP), Human papillomavirus
(HPV), Cervical cancer, Formalin—fixed paraffin—em-
bedded tissue





