Article title: GENOMIC CHARACTERIZATION OF TRANSGENIC WHEAT (Triticum aestivum L.) USING FLUORESCENCE IN SITU HYBRIDIZATION
Journal name: Chromosome Research
Author names: Micol Auteri
Affiliation: Genetics Institute "Ewald A. Favret", CICVyA, National Institute of Agricultural Technology (INTA); Hurlingham, Buenos Aires, Argentina.
e-mail address of the corresponding author: Bossio.ezequiel@inta.gob.ar

Supplementary 

[image: ]
Online Resource 1. Schematic representation of the plasmid used for the genetic transformation of wheat by biolistics (Beznec et al. 2021). IPT: Isopentenyl transferase; pSARK: senescence-associated receptor-like kinase promoter; TNOS: nopaline synthase terminator; BAR: phosphinothricin acetyltransferase; ACT1: rice actin promoter. 
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Online Resource 2. Mitotic metaphse with chromosomes separated. Without remains of cytoplasm or cellular wall. Images were taken with a phase contrast light microscope (at: 400x).

[bookmark: _GoBack]Online Resource 3: Description of the evaluated protocols for chromosome spread preparation.
	Protocol A
	Protocol B
	Protocol C
	Protocol D

	RNAsa 60 min. at 37 °C
	Denaturation of probes 70 °C 10 min.
	RNAsa 60 min. at 37 °C
	Denaturation of probes 70 °C 7 min.

	Formaldehyde (FA) 4 % 15 min.
	5 min. in ice
	Sample denaturation in FA al 70 % 3,5 min. at 68 °C
	Sample denaturation in FA 70 % 2 min. at 62-65 °C

	Co-denaturation 75 °C 10 min.
	Co-denaturation 75 °C 4 min.
	Sample denaturation 70 °C 7 min
	 

	Hybridize O/N at 37 °C
	Hybridize O/N at 37 °C
	Hybridize O/N at 37 °C
	Hybridize O/N at 37 °C

	Revealed 42 °C 3min. in 0.1x SSC 
	Revealed 42 °C 3min. in 0.1x SSC
	Revealed 42 °C 3min. in 0.1x SSC
	Revealed 42 °C 3min. in 0.1x SSC
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