Analysis of the numerical aberration of
chromosome 17 and 18 on frozen section of
gastric adenocarcinomas
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TRENEBETHRET 55 (Wolman, 1994) L. peroxidase e TR 5 5% (
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Table 1

Protocol 1
FISH on Frozen Sections

. Fix in metacarn solution for 10 min.

. Wash in 2x SSC, 3 times.

. Digest with pepsin (50ug/ml in 0.01 M HCI).

. Wash in 2x SSC, 3 times.

. Dehydrate in 70%, 80%, 90% and 100% EtOH and acetone.

. Check propidium iodide-stained section.

. Hybridization: 3 pl of biotinylated probe to 10ul of Hybrisol VI.
. Denature: heat the slides on a hot plate at 69°C for 5 min.

. Incubate at 37°C, overnight.

10. Post-hybridization washing (4ml of 20xSSC + 16ml of disH20O + 20m! of formamide)
11. Wash in 2xSSC at room temperature, for Smin.

12. Immerse in 1% BSA /4 x SSC for 5min.

13. Add FITC-Str Avidin (x50) at room temperature, for 60min.

14. Wash in PN buffer for 10 min, 3 times

15. Stain the section with propidium iodide.
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Protocol 2
FISH on paraffin-embedded section

1. Deparafinize in xylene.
2. Wash with 100% EtOH.
3. Treat with sodium bisulfate solution ( 8g of sodium bisulfate + 40ml of 2x SSC)
at 43°C for 20min.
4. Wash in 2xSSC, at pH 7.0.
5. Dehydrate in 70%, 80%, 90% and 100% EtOH.
6. Treat with proteinase K (25mg/ml) at 37°C for 30min.
7. Wash in 2xSSC, 3 times.
8. Check the slides with propidium iodine-staining.
9. Dehydrate in 70%, 80%, 90% and 100% EtOH, and acetone.
10. Prepare hybridization: solution: 3ul of biotinylated probe to 101 of Hybrisol VI.
11. Denature: heat the slides on a hot plate at 69°C for Smin.
12. Incubate at 37°C, overnight.
13. Wash in post-hybridization solution (4ml of 20xSSC + 16ml of disH20+ 20ml of
formamide) at 37°C for 15min.
14. Wash in 2xSSC at room tempetature.
15. Inmmerse in 1% BSA /4xSSC for Smin.
16. React with FITC-Str Avidin (x50) at room temperature for 60 min.
17. Wash in 4xSSC at room temperature for 10 minutes.
18. Inmmerse in 4xSSC/0.1% Triton X-100 at room temperature for 10 minutes.
19.Wash in 4xSSC at room temperature for 10 minutes.



20. Wash in PN buffer at room temperature for 10 minutes.

21. Block with PNM at room temperature for 10 minutes.

22. React with Anti-Str Avidin (x100) at room temperature for 10 minutes.
23. Wash in PN buffer for 10 minutes, 3 times.

24. Block with PNM at room temperature for 10 minutes.

25. React with FITC-Str Avidin (x50) at room temperature for 60 min.

26. Wash in PN buffer for 10 minutes, 3 times.

18. Stain with propidium iodide.

Protocol 3
FISH on paraffin-embedded section

1. Deparafinize in xylene.
2. Wash with 100% EtOH.
3. Treat with sodium bisulfate solution ( 8g of sodium bisulfate + 40ml of 2x SSC)
at 43°C for 20min.
4. Wash in 2xSSC, at pH 7.0.
5. Dehydrate in 70%, 80%, 90% and 100% EtOH.
6. Treat with proteinase K (25mg/ml) at 37°C for 30min.
7. Wash in 2xSSC, 3 times.
8. Check the slides with propidium iodine-staining.
9. Dehydrate in 70%, 80%, 90% and 100% EtOH, and acetone.
10. Prepare hybridization: solution: 3ul of biotinylated probe to 10ul of Hybrisol V1.
11. Denature: heat the slides on a hot plate at 69°C for Smin.
12. Incubate at 37°C, overnight.
13. Wash in post-hybridization solution (4ml of 20xSSC + 16ml of disH20+ 20mi of
formamide) at 37°C for 15min.
14. Wash in 2xSSC at room tempetature.
15. Inmmerse in 1% BSA /4xSSC for Smin.
16. React with rhodamin-conjugated anti-digoxigenin (x5) at room temperature
for 60 min.
17. Wash in 4xSSC at room temperature for 10 minutes.
18. Inmmerse in 4xSSC/0.1% Triton X-100 at room temperature for 10 minutes.
19.Wash in 4xSSC at room temperature for 10 minutes.
20. Wash in PN buffer at room temperature for 10 minutes.
21. Block with PNM at room temperature for 10 minutes.
22. React with Anti-sheep IgG (x100) at room temperature for 10 minutes.
23. Wash in PN buffer for 10 minutes, 3 times.
24. Block with PNM at room temperature for 10 minutes.
25. React with rhodamine-conjugated anti-rabbit IgG (x100) for 10 minutes.
26. Wash in PN buffer for 10 minutes, 3 times.
27. Stain with DAPL.



Table 2. Results for allelic imbalance in gastric adenocarcinomas

Case No A(p53) B(ps3) CDOCC) DMOCC) | Case No A(p53) B(p53) CDOCC) D(DCCO)
K4 Al Al N H Gl11 N N H H
K5 Al NA H N Gl13 H NA NA NA
K8 N H N Al Gl15 Al NA Al Al
K12 U 8] N Al G18 N N H N
K13 H H H U G21 N NA NA Al
K15 N NA Al NA G22 N NA N N
K16 N N N NA G23 Al H N Al
K19 N N H Al G24 N N N H
K21 MI NA NA H G25 NA N N N
K23 H N N NA G26 Al Al N N
K24 N H N NA G27 N N N Al
K25 N H N NA G29 Al Al N Al
K26 U H N Al G30 H NA NA N
K27 H H N N G32 N NA N N
K28 H Al N NA G33 H N N N
K30 N Al N N G34 N N N N
K31 Al Al N NA G35 N Al NA N
K32 N N N NA G1035 N H N N
K33 N N H N G36 N N N H
K35 N H H H G37 N N N N
K37 Al NA H N G38 N N H N
K38 N N H N G39 Al H N N
K39 N N N N G40 Al H NA N
K40 N N N N G40’ N NA N N
K42 N N N H G41 N N N N
K44 Al Al H H G42 N N N N
K45 Al Al H N G43 N NA N N
K47 H H NA H G44 N N N N
K48 N N H N G45 N N N N
K49 Al H N N G46 H H N N
K50 H N H N G47 N N N NA
K51 Al H H N G48 Al H N N
K53 H H H N Gdx H Al Al Al
K54 N NA NA H G50 H H N H
K55 N H N N G51 NA N N N
K56 NA NA NA NA G55 H N N NA
K57 H H H N G56 N N N H
K58 H Al NA N G57 N NA A H
K60 N N NA N G59 N N Al NA
K61 Al NA N N G64 NA Al N N
K62 H NA Al Al G6S H Al H H
K63 N Al Al N G68 N NA N N
K65 H N NA N G70 Al Al H NA
K68 N NA NA NA G71 N N H H
K69 H N NA N G72 N N Al Al
K71 H NA NA H G74 H NA N Al
K72 ‘N H NA H G76 NA Al N N
K73 N Al NA H G77 Al N Al ND
K74 N N NA N G717 N N N ND
K75 H N N N G78 N N N ND
K76 N NA NA NA

K77 Al Al N N Al allelic imbalance; N, no allele imbalance; H, homozygous
K78 H Al N N NA, no amplification; MI, microsatellite instability;
K79 N H H N U, uninterpretable; ND, not done.

K80 H NA N H

K81 H H H H

K82 Al NA N Al

K83 N N NA NA

K84 Al H NA Al

K85 H N N N

K87 H Al N H

K89 N H N NA

K90 N H Al Al

K91 N N NA H




Table 3. Choromosome 17 copy number Table 4. Chromosome 18 copy number

determined by FISH analysis determined by FISH analysis

Case No Copy No Case No  Copy No Case No Copy No Case No Copy No

K4 3/4 G15 3/4 K8 UsS G15 3/2

K5 2 G23 2 K12 2 G21 2

K28 4/3 G26 2 K15 2 G23 2

K30 2 G29 3/2 K19 3/4 G27 372

K31 372 G35 3/2 K26 2 G29 2

K37 4/3 G39 372 K62 3 G4X 3/2

K44 4/5/6 G40 3 K63 172 G59 2/1

K45 3/4 G438 2 K82 3 G72 4/3/2

K49 2 G4X UsS K84 2 G74 2

K51 3/4 G64 3 K90 [N G77 2

K58 2 G65 US K26

K61 4/3 G70

K63 2 G76 4 US, unsuccessful

K73  US G717 3

K77 uUsS

K78 US

K82 372

K84 4/3

K87 2

US, unsuccessful
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