
 
 

Supplemental table legend 

Supplemental table 1: Gene panel included in NGS analysis and their corresponding 

functional clusters.  

Genes included in the custom NGS panel and their corresponding functional clusters. 

Supplemental table 2: Somatic variants identified in 94 patients with available 

sequencing data, including variant allele frequency (VAF) and predicted protein impact.  

Protein changes are described according to Human Genome Variation Society (HGVS) 

nomenclature. Mutation types were classified as missense, nonsense, frameshift, or splice-site 

variants based on their predicted effects on protein structure and function. VAF values are 

reported only for patients with available sequencing data of sufficient depth and quality and 

were not used as variables in the primary statistical analyses. 

Supplemental table 3: Recurrent protein hotspot mutations identified in AML patients 

with available protein-level variant annotation. 

Frequencies represent the number of patients harboring each hotspot variant. Percentages 

indicate the proportion of each hotspot among all mutations detected within the corresponding 

gene. 

 

Supplemental figure legend 



 
 

Supplemental figure 1: Mutation prevalence and differential patterns across gender and 

AML subtypes.  

(A) Mutation profile differences of genes with >5% mutation frequency in both male and 

female patients. The right heatmap displays sex-specific mutation frequencies. Purple points 

in the left panel indicate genes with statistically significant differences in mutation rates 

between genders (Fisher's exact test, P <0.05). (B) Mutation frequencies of genes with >5% 

occurrence across all FAB subtypes. Asterisks denote genes showing significant inter-group 

differences (Fisher's exact test or Pearson's χ² test, *P <0.05, **P <0.01, ***P <0.001). Given 

the overlapping cytomorphological features between M0 and M1 AML, these subtypes were 

clustered into a single category. Other rare AML subtypes were grouped as 'Others due to a 

small sample size. (C) Forestplot of subgroup survival analyses evaluating the prognostic 

impact of mutational burden stratified by clinically relevant variables, including age, gender, 

ELN risk classification, WBC, GFR, relapse and transplant status. Hazard ratios, 95% 

confidence intervals, number of events, and P values for interaction are presented for each 

subgroup. 

Supplemental figure 2: Association between individual genotypes and age, WBC and 

PLT of AML patients. 

Left panels: Orange points indicate statistically significant (Bonferroni FDR <0.05) positive 



 
 

effect sizes while purple points indicate statistically negative effect sizes. Effect sizes (Cohen’s 

d) were calculated between mutated and wild-type patients. P-values were calculated using a 

two-sided Wilcoxon rank sum test. Right panels: Red dashed lines denote the mean value for 

each feature across all mutations. For every distribution, boxplots display the first and third 

quartile boundaries, with a central line marking the median in both gene-mutated and wild-

type patients. 

Supplemental figure 3: Association between individual genotypes and LDH, and impact 

of Specific Gene Mutations on Renal Function Parameters. 

(A) Statistical correlation (left) and distribution (right) between LDH and individual 

genotypes for the patients in our cohort. (B) Association of TET2, DNMT3A and ASXL1 

mutations with renal function parameters (GFR, Ccr and SCR). Beta coefficients were derived 

from logistic regression analysis, with bars representing 95% confidence intervals. 

Supplemental figure 4: Association between individual genotypes and HGB, BM blasts 

and PB blasts percent of AML patients. 

Left panels: Orange points indicate statistically significant (Bonferroni FDR <0.05) positive 

effect sizes while purple points indicate statistically negative effect sizes. Effect sizes (Cohen’s 

d) were calculated between mutated and wild-type patients. P-values were calculated using a 

two-sided Wilcoxon rank sum test. Right panels: Red dashed lines denote the mean value for 



 
 

each feature across all mutations. For every distribution, boxplots display the first and third 

quartile boundaries, with a central line marking the median in both gene-mutated and wild-type 

patients. 

Supplemental figure 5: Association between individual genotypes and AST, ALT and 

TBIL of AML patients. 

Left panels: Orange points indicate statistically significant (Bonferroni FDR <0.05) positive 

effect sizes while purple points indicate statistically negative effect sizes. Effect sizes 

(Cohen’s d) were calculated between mutated and wild-type patients. P-values were 

calculated using a two-sided Wilcoxon rank sum test. Right panels: Red dashed lines denote 

the mean value for each feature across all mutations. For every distribution, boxplots display 

the first and third quartile boundaries, with a central line marking the median in both gene-

mutated and wild-type patients. 

Supplemental figure 6: Kaplan-Meier survival curves (Overall survival) for other selected 

significant genes.  

Supplemental figure 7: Kaplan-Meier survival curves (Overall survival and event-free 

survival) for other selected significant genes. 

Supplemental figure 8: Co-mutation patterns and synergistic interactions of gene 

mutations and their associations with clinical features. 



 
 

(A) Co-occurrence and mutual exclusivity of mutations present in de novo AML was 

performed using a two-sided Fisher’s Exact test. Significant associations (Bonferroni FDR 

<0.05) are colored according to the log-transformed odds ratio of co-occurrence (red) or 

mutual exclusivity (blue). Points are sized based on the number of patients with co-occurring 

mutations for each genotype. (B-H) Impact of genetic pair mutations on other clinical 

characteristics. Orange points indicate statistically significant (Bonferroni FDR <0.05) 

positive effect sizes while purple points indicate statistically negative effect sizes. Effect 

sizes (Cohen’ s d) were calculated between mutated and wild-type patients. P-values were 

calculated using a two-sided Wilcoxon rank sum test. 
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