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FIGURE 1

Conventional FISH Using
Vysis Protocol

Sample collection
2 to 5 mi of amniotic fluid

v

Sample preparation
Centrifugation — 5 min

Protease pretreatment — 15 min
Centrifugation — & min

Hypotonic treatment — 20 min
Addition of Carnoy's fixative
Centrifugation — 5 min
Resuspension in Carmoy's — 30 min
Drop onto glass slide

'

FISH pretreatment

Allow slide to dry — time variable
Denaturation in S8C at 73C ~ 2 min
Protease treatment — 10 min

Wash slide in PBS ~ & min

Fix in 1% formalin — 5 min

Wash slide in PBS - 5 min

Dehydrate slides in alcohol series — 3 min

Hybridization

Probe preparation and denaturation ~ 5
min

Denature slide in SSC ~ 5 min
Dehydrate in alcohol series — 3 min
Warm slide @ 45-55C — 2 min
Hybridization of probes to targets — 30 min
for CEF probe; 12-16 hrs for LS! probe
Wash slide in 0.4X SSC ~ 2 min

Wash slide in 2X SSC bath — 1 min

Air dry slide in darkness ~ 30 min

l

Visualization of signal
Scoring of 25 nuclei per probe per slide -
20 min
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FISH According to an Example
of the Present Invention

Sample collection
2 ml of amniofic fluid

i

Sample preparation
Centrifugation — 5 min

Hypotonic treatment — 15 min
Addition of Carnoy’s fixative
Centrifugation — 5 min
Resuspension in Carnoy's — 5 min
Drop onto glass slide

FISH pretreatment

Dry cold slide on hotplate - 1 min

Hybridization

Probe preparation and denaturation — 1.5
min

Hybridization of probes to targets — 15 min
Wash slide in 0.4X SSC - 2 min

Wash slide in 2X SSC bath —~ 2 min

Alr dry slide in darkness — 10 min

Visualization of signal

Scoring of 50 nuclei per probe per slide -
40 min; reducible to 25 nuclei per probe
per slide — 20 min
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FIGURE 3
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FIGURE 4
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FIGURE 5
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FIGURE 6
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FIGURE 7
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