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Supplementary Methods
Relative gene expression analysis.  The relative expression of the differentially expressed genes (DEGs) was normalized with the endogenous reference gene GUSB for statistical analysis. This choice was made after evaluation of the standard deviation (SD) and the p-value (t-test) of some well-known housekeeping genes [Vandesompele et al., 2002; Chervoneva et al., 2010; Kozera et al., 2013; González-Bermudez et al., 2019] that were also present in our microarray data (Table S3). Those reference genes presenting a constant level of expression among the samples/groups were taken into consideration, until the final selection of GUSB, as it presented the lowest SD value an, also, the highest p-value.
Supplementary Tables

Table S1. Clinical and demographic data of the 121 patients

Table S2. Clinical and demographic data of the patients included in the transcriptomic analyses

Table S3. Selection of the endogenous reference gene most appropriate to our study. In bold, the gene of choice, GUSB

	Gene
	     Average expression                        
	FC
	SD
	p-value
	Reference

	 
	Severe
	Mild
	Severe/Mild
	 
	 
	 

	ACTB
	14.2725
	14.3982
	-0.9
	0.6
	0.31
	Vandesompele et al., 2002

	B2M
	17.3072
	17.0845
	1.2
	0.5
	0.13
	 

	GAPDH
	14.3112
	13.6712
	1.9
	0.8
	0.02
	 

	HPRT1
	10.1691
	9.9655
	1.2
	0.6
	0.22
	 

	RPL13A
	15.9702
	16.0755
	-0.9
	0.3
	0.24
	 

	SDHA
	9.5630
	9.5325
	1.0
	0.5
	0.44
	 

	UBC
	16.9333
	16.7601
	1.2
	3.5
	0.06
	 

	YWHAZ
	10.2121
	10.7561
	-0.6
	1.2
	0.15
	 

	MRPS27
	8.8132
	8.3573
	1.6
	0.6
	0.04
	Chervoneva et al., 2010

	MRPS30
	8.3182
	7.9130
	1.5
	1.8
	0.10
	 

	TFRC
	9.3508
	8.6852
	1.9
	0.7
	0.01
	 

	LDHA
	10.1654
	9.4580
	2.0
	0.8
	0.02
	 

	RPL32
	16.1325
	16.1897
	-0.9
	5.6
	0.36
	Kozera et al. 2013

	PUM1
	10.6453
	10.6823
	-1.0
	0.5
	0.44
	Gonzáles-Bermúdez et al., 2019

	TBP
	8.3449
	8.0702
	1.3
	0.5
	0.08
	 

	GUSB
	11.9832
	12.0567
	-0.9
	0.4
	0.33
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[image: ]Table S4. Reference values and range of the hemogram parameters used in this study

References
Greer JP, Rodgers GM, Glader B, Arber DA, Means, Jr RT, List AF, Appelbaum FR, Dispenzieri A, Fehniger TA. Wintrobe’s Clinical Hematology, 14th ed. Wolters Kluwer, Alphen aan den Rijn, Netherlands, 2018.
Naoum PC, Naoum FA. Hematologia Laboratorial: Eritrócitos, 2nd ed, Academia de Ciência e Tecnologia, São José do Rio Preto, Brazil, 2008.
Naoum FA, Naoum PC. Hematologia laboratorial: Leucócitos. 1st ed, Academia de Ciência e Tecnologia, São José do Rio Preto, Brazil, 2006.
Gonçalves J, Souza NMA, Hermes EM, Jesus CSC, Jordão MM. Perfil hematológico dos neonatos atendidos no Hospital Universitário da Universidade Federal de Santa Catarina. Rev Bras Hematol Hemoter. 2010; 32(3):2019-24.
Manual de Exames, Laboratório Fleury, São Paulo, Brazil, 2021.






Table S5. Enrichment analyses for the yellow module. The terms that appear in the histogram (Figure 6) are highlighted in grey. In bold, HH genes

Table S6. Enrichment analyses for the magenta module. Terms that appear in the histogram (Figure 7) are highlighted in grey. In bold, HH genes

Table S7. Enrichment analyses for the black module. Terms that appear in the histogram (Figure 8) are highlighted in grey. In bold, HH genes

Table S8. Enrichment analyses for DEGs obtained from the Severe vs Mild group comparison. Terms in bold contain DEGs selected as potential biomarkers. The terms highlighted in grey appear in the histogram (Figure 9)

Table S9. List of the genes used for the construction of the modules’ subnetworks
















Supplementary Figures
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Figure S1. Factor Analysis of Mixed Data. Contribution of grouping variables to the first (A) and second (B) dimensions.
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[image: ]Figure S2. Selection of the soft-thresholding power (β). The dataset was fit to a scale-free model of proposed values for β ranging from 1 to 34 (numbers inside the plots). Approximate scale-free topology is attained around soft-thresholding power of 20, which reflects the inflection point where model fit begins to decrease with power increasing (left panel). The plot of the mean connectivity along with the soft-thresholding power (right panel). The red line indicates the scale-free topology R2 fit index cut-off of 0.9160.



Figure S3. Module-trait relationships (complete report). WGCNA module significance (MS) correlations with clinical, laboratorial, and/or demographic traits. In the rows, module eigengenes (MEs) named by their module colors, together with the number of genes in each module. In the columns, the traits of interest. Numbers inside each colored box are the correlation coefficients between the module and the specific trait, with p-value in parentheses. The more intense the box color, the more negatively (green) or positively (red) is the module correlation with the trait (MS value, as indicated by color bar). 
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Figure S4. Intramodular node categorization. kTotal vs. kWithin plots for the three modules (yellow, magenta, and black) significantly and positively correlated with specific traits. High hierarchy (HH) genes are indicated by black dots. Red dotted lines on both axes show the cut-off values adopted for HH genes selection.





image3.emf
Age

Red blood cells

1-3 days 4-7 days 8-14 days 15-30 days 31-60 days 61-180 days 181 days-2 years 2-6 years 6-10 years 10-15 years > 15 years (Male) > 15 years (Female)

Erytrocytes (10°/mm?) 4.0-6.6  3.9-6.3 4.0-52  4.0-5.1 4.5-6.1 4.0-5.4
Hemoglobin (g/dL) 14.5-22.5 13.5-21.5 12.5-20.5 10.0-18.0  9.0-14.0 9.5-13.5 10.5-13.5 11.5-13.5 11.5-15.5 11.5-14.5 12.8-16.3 11.3-14.5
Hematocrit (%) 28-42 34-42 40-54 36-48
MCH (pg) 31-37  28-40 28-40 28-40 26-34 25-35 23-31 24-30 25-33 26-29 27-29 27-29
MCYV (fL) 95-121  88-126  86-124 85-123 77-105 74-108 70-86 75-87 77-95 77-90 77-92 77-92
MCHC (g/dL) 30-35 30-35 30-35
RDW (%) 10-15 10-15 10-15 10-15 10-15 10-15 10-15 10-15 10-15 10-15 10-15 10-15
White blood cells 0-8 months 1-3 years 4-14 years >14 years
Leukocytes (x 10° cells/mm?) 4.0-27.0 5.0-15.0 4.5-11.0 4.0-11.0
Immature neutrophils* 0-0.7 (0-2.0) 2.0-8.0 (0.1-0.6) 2.0-4.0 (0.1-0.4) 2.0-4.0 (0.1-0.4)
Segmented neutrophils* 45-70 (1.8-19.0) 20-40 (2.0-6.0) 35-55 (2.0-6.0) 36-66 (2.0-7.5)
Eosinophils* 0-4.0 (0-1.0) 4.0-10 (0.2-1.5) 4.0-8.0 (0.3-1.0) 2.0-4.0 (0.1-0.4)
Basophils* 0-0.7 (0-0.2) 0-1.0 (0.0-0.1) 0-1.0 (0.0-0.1) 0-1.0 (0.0-0.1)
Lymphocytes* 38-42 (1.5-7.1) 40-60 (2.0-8.0) 30-55 (1.5-6.5) 25-45 (1.5-4.0)
Monocytes* 7.5-11.0 (0.3-2.9) 4.0-10 (0.2-1.5) 4.0-10 (0.2-1.0) 2.0-10 (0.2-0.8)
*parameters in % (x 10° cells/mm?)

2-7 days 8-90 days 91 days-2 years > 2 years
Platelets (x 10° cells/mm®) 250- 550 250-500 200-500 140-450
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