CIN

CIN
HPV

1 fi 3

3 7~ *3
(sample)
Y (sample size) (66)
= Z2PQIX2
= 1.96
0=
1P
X= clinical error
= 0.05)
1. (67)
HPV 4110 40
HPV 30/40 66.67
2. (37,38,68,69)
HPV 80
80
clinical error 10%
2 92 '
61 100



21

O 1
(formalin-fixed, paraffin embedded specimen) !

(microtome)

2, DNA
HPV DNA
, AM. L (70) 120
um \ ! )
30 polypropylene microcentrifuge tube
15 ml xylene 14 ml 5
(microcentrifuge) 2 xylene
3 absolute ethanol 2
TE buffer (0.1 MEDTA 0.05 MTris-HCI, pHS)
400 1 lysis buffer (0.1 MEDTA 0.5 M
Tris-HCI, pH ) S (| 0.5%)
proteinase K ( 0.5 mg/ml) 55
8 . DNA phenol
chloroform  isoamyl alcohol (25:24:1)
10,000 rpm
R Na acetate 03 M
DNA - cold absolute ethanol 2 -10
1 DNA cold 70% ethanol

2 100 ul TE buffer -20
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3. DNA

3.1 Purified plasmid HPV DNA HPV-6, 11, 16,
18 33 .
plasmid pBR 322

3.2 HeLa-DNA Hela cell ‘continuous cell Tline
(71)
HPV-18 (72) 10-30 copies
HPV-18 DNA Hela ’ DNA
Ausubel, FM. (73) Hela
cell IXMEM  (minimum essential medium) 1% fetal bovine
serum penicillin 100 unit/m] streptomycin
100 ug/ml 37
cold phosphate buffered saline, pH 7.5 (PBS) 1
cold PBS 2
800 rpm 10 DNA
digestion buffer (100 nMNad, 10 mMTris-HCI, pH 8, 25 nMEDTA,
pH 8, 05% SDS) 108 cells/ml
proteinase K 200 ug/ml water bath  {
50 18 . DNA phenol
chloroform extraction DNA Na acetate cold
absolute ethanol ( 2) 100 ul TE

buffer -20
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3.3 Human DNA
Sambrook, J. (74) 10 m 05% EDTA (pH 7.4)
anticoagulant 2,500 pm 20 buffy
coat red cell lysis buffer (10 M Tris-HCI pH 7.6,
5 mM MgCI2, 10 nM NaCl) 10 ml I Vortex
' 1,500 rpm, 10
h (pellet)
0 10s digestion buffer ( 10 M Tris-HCI, pH
7.4, 10 MMEDTA, pH 7.6, 50 nM NaCl) 3 ml SDS I
0.25% proteinase K 200 ug/ml
water bath £ 55 18
DNA phenol chloroform extraction DNA Na
acetate cold absolute ethanol ( 2)
100 ul TE buffer -20
4, DNA
ultraviolet spectrophotometer 260 nm
280 nm (75)
optical density (OD) 0D 260 nm 1
DNA (double stranded DNA) 50 ug/ml -
0D260 0 0d280
1.8
B. oligonucleotides

oligonucleotide
(oligo synthesizer) 2 ( 4)
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N4 oligonucleotide primers probes

Name Sequence (5’-3 ) Target Purpose
MYLl GCC CAG GGA CAT AAC AAT GG LI HPV-primer
MY09 CGT CCA AGG GGA AAC TGA TC LI |
GH20 GAA GAG CCA AGG ACA GGT AC B-globin B-globin primer
PCO4 CAA CTT CAT CCA CGT TCA cc B-globin
GP0L CTG TTG TTG ATA CTA CAC GCAGTA ¢ HPV  Generic probe
GP02 CTG TGG TAG ATA CCACTC GCAGTA ¢ HPV
My12 CAT CCG TAA CTA CAT CTT CCA HPV-6  Specific probe
MY13 TCT GIG TCT AMA TCT GCT ACA HPV-11
MY14 CAT ACA CCT CCA GCA CCT AA HPV-16

714 GGA TGC TGC ACC G&C TGA HPV-18
MY16 CAC ACA AGT AAC TAG TGA CAG HPV-33
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5.1 Oligonucleotide primers "' ! | DNA
? PCR
5.1.1 Generic LI primers (LI primers) nucleo
tide L1 LI consensus
primer (HPLC purification: APPLIGENE, Inc., Plesanton, CA USA)
MY11, MY09 LI PCR product 450 bp |

5.1.2 Beta(B)-globin primers

| DNA beta globin PCR
(HPLC purification: APPLIGENE, Inc., Plesanton, CA USA)
GH20 PCO4 B-globin product 268 bp.
5.2 Oligonucleotide probes hybridization

5.2.1 Generic oligonucleotide probe  (GP)

GPO1 GP02 HPV-DNA I Ll-region
amplify LL primer MYLL MY09 !
HPV 25 types (76)

5.2.2 Type specific oligonucleotide probe (TS)
MY12, MY13, MY14, WD74 MY16
HPV-6, 11, 16, 18 3 0 (76)

6. DNA PCR

Bauer, HM. L (72) Ting, V.
L (76) A 1 IXPCR  buffer
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(50 MMKCL 10 M Tris, pH 8.5), 4 nM MgCl2, 200 uM dNTPs, LI

primers 50 pmole (MY1l MY09 25 pmole), B-globin
primers 5 pmole ((2120 PC04 2.5 pmole), Tag polymerase
1.25 unit DNA 11

50 1 ( ) Ul
( DNA ) mineral oil 30 1
DNA 1 microcentrifuge 10

mineral oil | 1 PCR ,

denature 95 1 annealing 50

1, extention 72 2 40

12 10

4 amplified product ’

PCR (PCR carry over)

specimen PCR
PCR PCR
W PCR 15 0 DNA
pipet tip PCR filter tip
90 * PCR (1 ug Hela
DNA), (1 ug human DNA),
1. Amplified product PCR gel electropho-
resis (GE)
DNA PCR
gel electrophoresis 1 10 1 amplified DNA
12% agarose  0.5x TBE buffer ( )

90 I ethidium bromide 0.5 ug/ml
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DNA ultraviolet W
transillurainator gel Polaroid

Polaroid (no. 667) DNA molecular
marker 0x174 RF DNA/Haelll pBR322/Hinfl

8. Hybridization

o

PCR HPV-DNA
B TS 5 4

8.1 DNA membrane
§.1.1 dot hybridization (DH)

DNA (dot)
membrane
1, membrane membrane
(Hybond™N+, Amersham, co.)
10X SSPE (1.5 MNaCl, 0.1 MNaH2P04 H20, 10 nMEDTA, pH 7.4)

15 60 membrane

2. (mineral il

amplified DNA Chloroform  Isoamyl alcohol (24:1)
amplified DNA (vortex) 2

microcentrifuge 5
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3. DNA membrane

DNA PCR mineral oil DNA
1 ug membrane  membrane 0.4 MNaOH
5 ' 10X SSPE (1.5 MNaCl, 0.1 MNaH2P04.H20, 10 nM
EDTA pH 7.4) 10 80 1
DNA membrane (77)
8.1.2 Southern hybridization
DNA
membrane
5 D\A amplified DNA
PCR 15% agarose gel
2. membrane nylon
hybond™N+ membrane  (Amersham, co.) 10X ssc (1.5 MNaCl,
0.15 MNa Citrate, pH 7) 5 gel
3. (transfer) DNA gel
membrane =00 1 depurinate solution (0.25 M
HCl) 2 gel 20 ' denature
solution (1.5 MNaCl, 0.5 MNaOH) 2 gel 2
15 neutralize solution (0.1 MTris, pH 7.5
1.5M NaOH) 2 gel 30
Whatman 3MM 10X SSC gel
wick (3 membrane gel
Whatman 3w (paper towel)
10
0.5 16-18 . ' membrang

5X SSC (0.75 MNaCl, 0.075 MNa citrate, pH 7) 5
" $ 80 2



Weight<0.75Kg—

Glass piste----------

Paper tissues-------

3 sheets filter paper

1

29

WiCK

Southern hybridization
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2 probe  (probe labelling)
[Non-isotope kit: Enhance chemiluminescence (ECL) 3’
oligolabel ling, ~ Amersham, co ] fh
(4 probe 10 pmole fluorescein-11-duTP
Lul, cacodylate buffer 1.6 ul, terminal transferase 1.6 ul
1 16 ul water bath
37 1. o -20
dot unlabelled probe, 1/16
fluorescein-11-dUTP, DE-81
2X SSC (0.3 MNaCt, 0.03 Na citrate, pH7)  01% SDS 60
15 I , 30
absolute ethanol Vv Whatman 3 MV
fluorescein uv transiluminator 365 nm
8.3 DNA membrane
8.3.1 Pre-hybridization membrane 2XSSC
(0.3 M NaCl, 0.03 Nacitrate, pH7), 5 membrang
(hybridization bag) hybridization buffer
( ) hybridization buffer 025 m 1 om~
membrane ' water bath
( 5) 30
8.3.2 Hybridization probe
C ' ( )

water bhath 1.30
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1) Oligonudeotice '
2) Incubate for 60

FI-cUTP
TdT minutes at 37cC

3) Tailed
AP - -
oligonucleotide

4) Hybridization ]
for 90 minutes
5) Antibody

Y hrp Y hrp incubation

larcs:

Detection rezgant 2 % Oxicized product |

3’-end labelling enhance chemiluuinescense.



b: o " Hybridization nprobe

Type Probe Tm Conc.n Pre and hybridization Washing

Specificity ( C) (pmole) conditionne) (°C)

HPV-DNA  GPOL 48.2 0.25 42 45
GP02 0.25

TS- 6 MYL2Z 469 5 31 37

TS-11 MY13 424 05 37 37

TS-16  MYW 475 5 42 55

TS-18  WD74 565 5 42 50

T5-33  MY16 392 0.5 37 37
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8.3.3 Washing membrane
(0.75 M Nad, 0.075 MNa citrate, pH7)  0.1% SDS
5 2 IX SSC (0.15 M
NaCl, 0.015 MNa citrate, pH7) ml 0.1% SDS '
5 15 2
8.3.4 Blocking membrane bufferl
) 1 Blocking solution ( ) 30
buffer | 1 membrang 0.5% BSA
buffer 11 ( ) 0.25 ml 1 om
membrane anti-fluorescein horseradish peroxidase conjugate
1:1,000
30 I membrane
buffer 11 ( ) 3 5

8.3.5 Detection detection solution | [

(0 via ECL) 0.25 ml
1 om2 membrane 0 membrane detection solution
1 0 plastic wrap
cassette fluorescein

(Hyperfilm”: Amersham, co.)

8.3.6
developer (Agfa, Belgium) ), fixer (Kodak,
USA) ( ) Vv
developer 11 fixer 12
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