	
Immunohistochemistry Protocols

	For p16, the criteria (based on expression patterns) proposed by Chaux et al. and Cubilla et al. were employed [01, 02]. Hyperreactivity standards were used, and nuclear versus cytoplasmic positivity was considered in all neoplastic cells.
	For p53, the expression classification system was very similar to that used by Gunia et al. [03]. The labeling analyses considered the presence or absence of positivity, the thickness of the affected epithelium, and the percentage of labeled cells (cytoplasmic or nuclear positivity).
	The Ki67 cell proliferation index was determined by counting positive nuclei in 500 to 1000 cells at the microscope's highest magnification (40x objective), as has been used in several studies [04].
	GLUT-1 expression was individually evaluated in verruciform and invasive tumors using previous findings from other series. Regardless of the type of lesion, labeling on the membrane and in the cytoplasm was assessed. Cytoplasmic staining was predominant, generally homogeneous, and rarely granular, and cytoplasmic staining intensity was more significant than that of membrane staining intensity [05].
	Immunostaining for HK-II was evaluated by semiquantitative analysis of random fields. A minimum of 500 cells were counted at 40-fold magnification using ImageJ software (Research Service Branch, NIH.gov). The software evaluates the percentage of labeled cells, stratified by staining intensity; most cases showed cytoplasmic positivity, with membrane positivity in some cases [06].
	The following categories were established for each analyzed marker based on the evidence described above.
	p16 – The percentage of positive neoplastic cells, intensity of the reaction and the location in the epithelium were categorized as follows: 0 - no staining; 1 - isolated positive cells; 2 - extensive, discontinuous staining of positive cells; 3 - intense and continuous cytoplasmic and/or nuclear “en bloc” staining.
	p53 - Semiquantitative categorization based on three criteria (localization and relative thickness, continuous staining, and intensity) was performed: 0- negative; 1- weak positive: discontinuous staining present in less than 50% of the cells; 2- moderate positive: strong and weak staining present in ≥50% of the cells; 3- strong positive: strong staining in ≥50% of the cells in the neoplastic nests.
	Ki67 - The positive cell percentage (positive neoplastic cells/all neoplastic cells*100) was semiquantitatively calculated, resulting in a number ranging from 0 to 100.
	GLUT-1 and Hexokinase II (HK-II) - Membrane and cytoplasmic staining were evaluated separately: intensity: 0- absence of staining or isolated cells with weak staining; 1- weak staining (25-50% of the membrane); 2- moderate staining (50-75% of the membrane); 3- strong staining (more than 75% of the membrane). The membrane and cytoplasmic staining scores were summed, and the following scheme was used: a) HK-II: 0- no staining, 1- staining < 3; 2- staining >3 and <4,5; and 3- staining >4,5. b) GLUT-1: 0- no staining, 1- staining < 3; 2- staining >3 and <4; and 3- staining >4.
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