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(54) Title: IN SITU HYBRIDISATION METHOD

FISH According to an Example
of the Present invention

Sample collection
2 ml of amniotic fluid

!

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

A 4

FISH pretreatment
Dry cold slide on hofplate - 1 min

A

Hybridization

Prabe 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 S8C bath —- 2 min

Air dry slide in darkness — 10 min

A
Visualization of signal

Scaring of 50 nuclei per probe per slide -
40 min; reducible to 25 nuclei per probe
per slide — 20 min

(57) Abstract: There is provided an improved method of in situ
hybridisation. In particular, a method of in situ hybridisation of
biopolymer(s) in a sample of cells, with the proviso that the di-
gestion of polypeptides is not performed. The method may be ap-
plicable to detection of different types of biopolymers, including
detection of nucleic acids and polypeptides in the same sample. In
particular, the method is for the detection of chromosomal abnor-
malities in uncultured amniotic cells.



WO 2007/111572 A1 |00 000000 0T 00000 0

GM, KE, LS, MW, MZ, NA, SD, SL, SZ, TZ, UG, ZM, Declaration under Rule 4.17:

ZW), Burasian (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM), —  of inventorship (Rule 4.17(iv))
European (AT, BE, BG, CH, CY, CZ, DE, DK, EE, ES, FI,  published:
FR, GB, GR, HU, IE, IS, IT, LT, LU, LV, MC, MT,NL, PL, i iernational search report

PT, RO, SE, S, SK, TR), OAPI (BF, BJ, CF, CG, CI, CM,

GA, GN, GQ, GW, ML, MR, NE, SN, TD, TG). Fortwo-letter codes and other abbreviations, refer to the "Guid-

ance Notes on Codes and Abbreviations” appearing at the begin-
ning of each regular issue of the PCT Gagzette.



