
    



                        
            
    
        
                
            
        

    


        

        
                        

                        
                                                    
                                
                    [image: Haematologica. Open access journal of the Ferrata-Storti Foundation, a no profit organization]
                
                
                Open access journal of the Ferrata-Storti Foundation, a non-profit organization
                


                            

                        
            

                        
                
                                        
                        
                        
                        
                        
                    

                
                
                                                        
                                
                    [image: Haematologica. Open access journal of the Ferrata-Storti Foundation, a no profit organization]
                
                
                Open access journal of the Ferrata-Storti Foundation, a non-profit organization
                


                            

                        
                

                
                    
                

                
                                                                                
                                    	
                    
                
	
                
                Home
                
            
	
                                                    Current Issue
                                            
	
                                                                            Early view
                                            
	
                                                    Review Series
                                            
	
                                                    Archive
                                            
	
                        
                            About Us
                        
                        
                                                                                                
                                        About Hematologica
                                    
                                                                                                                                
                                        Editorial Team
                                    
                                                                                                                                
                                        Our Policies
                                    
                                                                                    

                    
	
                        
                            Contact
                        
                        
                                                                                                
                                        Advertising
                                    
                                                                                                                                
                                        Rights & Permissions
                                    
                                                                                    

                    
	
                        
                            Submit a Manuscript
                        
                        
                                                                                                
                                        Author Guidelines
                                    
                                                                                                                                
                                        Reviewer Guidelines
                                    
                                                                                                                                
                                        Submit a manuscript
                                    
                                                                                                                                
                                        Track a Manuscript
                                    
                                                                                    

                    
	
                                                    
                        
                                            


    
                    

                    
                

                           
            
            
            Open access journal of the Ferrata-Storti Foundation, a non-profit organization
            

                                

                

		                            
                            
                                                            
                                                                                                                                            

                                                                
                                    
                                    

                                    


                                                                                

                                                                                                                         


		
			
				Vol. 104 No. 9 (2019): September, 2019
			
		
	
									Children with sickle cell anemia and APOL1 genetic variants…
						



                                                                            

                                                                    
                             

                            
                                

                                                                        

                                    




                                                                                                            
                                        
                                                                                                                                                                            

                                                                                                                        
                                            Online Only Articles
                                        

                                                                                
                                                                                                                                    
                                                                                                Children with sickle cell anemia and APOL1 genetic variants develop albuminuria early in life
                                            

                                                                                    

                                        
                                            
                                                    	Rima S. Zahr
	Evadnie Rampersaud
	Guolian Kang
	Mitchell J. Weiss
	Gang Wu
	Robert L. Davis
	Jane S. Hankins
	Jeremie H. Estepp
	Jeffrey Lebensburger


                    
                    
                                    Division of Pediatric Nephrology and Hypertension, University of Tennessee Health Science Center, Memphis, TN

                                
                                            

                    
                                    Department of Computational Biology, St. Jude Children’s Research Hospital, Memphis, TN

                                
                                            

                    
                                    Department of Biostatistics, St. Jude Children’s Research Hospital, Memphis, TN

                                
                                            

                    
                                    Department of Hematology, St. Jude Children’s Research Hospital, Memphis, TN

                                
                                            

                    
                                    Department of Computational Biology, St. Jude Children’s Research Hospital, Memphis, TN

                                
                                            

                    
                                    Biomedical Informatics, University of Tennessee Health Science Center, Memphis, TN

                                
                                            

                    
                                    Department of Hematology, St. Jude Children’s Research Hospital, Memphis, TN

                                
                                            

                    
                                    Department of Hematology, St. Jude Children’s Research Hospital, Memphis, TN

                                
                                            

                    
                                    Division Pediatric Hematology and Oncology, University of Alabama at Birmingham, Birmingham, AL, USA

                                
                                            

        


    

            
                                            


                                            
                                                
                                                                                                                                                            
                                                                                                                Vol. 104 No. 9 (2019): September, 2019
                                                                                                            
                                                                                                                                                                                                                                                                                                                                                                                                                                
                                                                                                                                                                        
                                                            
                                                                                                                                                                                                                                                                https://doi.org/10.3324/haematol.2018.212779
                                                            
                                                        
                                                    
                                                                                                                                                                    
                                                                                                        
                                                                                                                                                        

                                            


                                                                                                                                                                                
                                                                                    

                                        
                                        
                                            
    	
            
                
            
        
	
                            
    

        



            
    
    
    
    
                        
	
            
                
            
        
	

            
                
            
        
	
        
        
    


                    



                                        

                                        
                                            
                                                
                                                    
                                                        ARTICLE
                                                        FIGURES AND DATA
                                                        INFO AND METRICS
                                                    

                                                

                                                

                                                    
                                                        
                                                            
                                                            Individuals with sickle cell anemia (SCA) often have kidney damage. Approximately 25% of infants exhibit hyposthenuria, 10-30% of adolescents progress to albuminuria, and up to 20% of adults have albuminuria and progressive renal insufficiency, defined as a creatinine clearance of <90 mL/min, or chronic kidney disease (CKD).1 Individuals with SCA and CKD frequently progress to end stage renal disease (ESRD) and require dialysis or transplant; however, individuals with SCA have a worse survival and are less likely to receive a kidney transplant compared to African Americans with ESRD who do not have SCA.32 One approach to improve clinical outcomes for individuals with SCA is to identify those at high risk of developing ESRD and initiate renoprotective medical therapies early; these include angiotensin-converting-enzyme (ACE) therapy which is beneficial for individuals with and without SCA,54 and hydroxyurea (HU) which is beneficial for individuals with SCA who have advanced renal damage.76
Albuminuria is an accurate early marker of renal damage,2 and the National Heart Lung and Blood Institute (NHLBI) guidelines for SCA recommend screening for albuminuria beginning at ten years of age for all patients; however, genetic information may allow earlier identification of those at risk for ESRD and thereby influence therapeutic decisions. There are two common variants in the apolipoprotein L-1 (APOL1) gene that confer increased risk for kidney disease in a variety of clinical circumstances and accelerate kidney damage synergistically with numerous other comorbid medical conditions.138 Variant G1 is comprised of two strongly linked missense mutations: rs73885319 (p.S342G) and rs60910145 (p.I384M). Variant G2 is a 6 base pair (bp) in-frame deletion (rs71785313, N388del:Y389del). These variants are enriched in African populations due to evolutionary selective pressure for resistance to trypanosomiasis,98 similar to the enrichment of sickle cell disease (SS) due to resistance to malaria, and cross-sectional studies of SCA cohorts have associated APOL1 risk alleles with albuminuria.151410 However, the effects of these APOL1 variants on the age of onset of albuminuria and the rate of progression to CKD over time are not known. Understanding how genetic risk factors influence the progression of SCA-associated kidney disease is essential for identifying individuals who would benefit most from early therapeutic intervention.
The Sickle Cell Clinical Research and Intervention Program (SCCRIP; clinicaltrials.gov identifier: 02098863)16 is a lifetime longitudinal study that assesses organ function and couples that phenotypic information with whole genome sequencing (WGS). We tested the hypothesis that APOL1 G1 and G2 variant alleles confer an increased risk for kidney damage, evidenced by albuminuria, in young children with SCA followed longitudinally from birth in the SCCRIP cohort.
We analyzed WGS data by aligning paired-end 150 bp reads to the GRCh38 human reference using the Burrows-Wheeler Aligner (BWA-ALN v0.7.12) to achieve 30x average coverage. Genetic variants in all patients were then determined by the GATK best-practices work-flow (GATK v3.4.0), and APOL1 G1 (rs73885319/rs6090145) and G2 (rs71785313) variants were extracted. In addition to testing each APOL1 variant individually, we also considered a model in which we defined high-risk APOL1 mutations as either APOL1 G1 or G2 homozygotes, or G1/G2 double heterozygotes. We used matched case-control analysis to associate APOL1 variants with albuminuria versus controls using conditional logistic regression models matched by sex, age, and HBB genotype. Further, time-to-albuminuria analyses, defined by urine albumin:creatinine ratio (ACR) >30mg/g, were conducted using the Weibull parametric survival regression model accommodating left, right, and interval censored data. Participants were censored at 13 years old for the time-to-event analysis due to sparse date. Survival analyses were adjusted for time spent on HU therapy. All statistical analyses were performed using SAS V9.4. (Cary, NC, USA) and R-3.2.5.
We analyzed 291 participants with SCA (n= 272 HbSS, 19 HbSβ0 thalassemia) for APOL1 risk variants and ACR. The mean age at the time of the most recent urine ACR measurement was 11.5±4.76 years old. Among 175 participants ≥10 years, 22% of participants developed albuminuria; all had HbSS genotype.
We performed a 1:1 matched case-control analyses of patients with and without albuminuria, controlling for sex, age, β-globin genotype, and “ever”/“never” on HU. Consistent with previous findings, homozygosity for either G1 or G2 or compound G1/G2 heterozygosity were associated with albuminuria (P= 0.0217) (Table 1). In contrast, we have not yet identified an association between α-thalassemia genotypes on the development of albuminuria in this young cohort (HR = 0.723, 95%CI: 0.406 -1.289; P=0.2713). Next, to test the impact of APOL1 high-risk variants on time to develop albuminuria, we performed survival analysis. Multivariate survival analyses showed that the time to develop first albuminuria was shortened by 41% [event time ratio estimate, 0.59; 95% Confidence Interval (CI): 0.44-0.79] for individuals with high-risk APOL1 variant combinations (P=3×10) (Figure 1). Also, every one year increment in time spent on HU treatment (P=0.01)16 was correlated with a 7% (event:time ratio estimate, 1.07; 95%CI: 1.01-1.13) delay in time to first albuminuria. Double heterozygotes had an event:time ratio estimate of 0.74 (95%CI: 0.51-1.07; P=0.11) after adjusting for time on HU treatment (data not shown).
[image: ]

Table 1.Characteristics of patients and genetic association results for APOL1 variants with albuminuria.
[image: ]

Figure 1.Time to first albuminuria in patients with and without APOL1 risk variants. Kaplan-Meier curve showing shorter time to albuminuria diagnosis for individuals homozygous for APOL1 G1 or G2 or double heterozygous for G1/G2. APOL1 G1 homozygotes defined as rs73885319=″GG″/rs6090145=″GG″. APOL1 G2 homozygotes defined as rs71785313=″−/−″. APOL1 G1/G2 double heterozygotes defined as G1/G2 (both heterozygotes). Albuminuria defined by first visit with microalbumin creatinine ratio (MCR) ≥30. Analyses adjusted for total HU up to time of albuminuria diagnosis or at time patient was censored. Patients with sickle cell (SS) disease and Sβ0 included in analyses.
Prior studies showed that APOL1 risk alleles confer increased risk for albuminuria in older individuals with SCA, which heralds future CKD.12107 Our data provide novel evidence that APOL1 risk alleles predict earlier onset of albuminuria in young children, even prior to the recommended screening timelines from current guidelines. In contrast, α-thalassemia, which has been shown to be protective against the development of albuminuria in adults with SS, has not yet been identified as a significant risk factor for the development of albuminuria in this younger cohort. Thus, APOL1 screening of children with SS is likely to identify those at high risk for development of albuminuria and those at risk of developing early CKD. These individuals may benefit from HU or renoprotective therapies prior to the onset of albuminuria, when glomerular damage has already begun.
Limitations of this study include the young age of the cohort, relatively small sample size, and short follow-up time. These limitations reduced our ability to assess other risk variables including concomitant therapies, total hemoglobin level, fetal hemoglobin fraction and hypertension, or to examine the impact of G1 versus G2 separately on the development of albuminuria. While these data show the association of APOL1 with albuminuria, it will be important to evaluate the association of APOL1 variants with a decline in eGFR in this and other adult cohorts. Finally, our time-to-event analysis was based on the development of a first episode albuminuria.
In summary, we have shown that the onset of glomerular injury leading to albuminuria occurs earlier than ten years of age in participants with APOL1 risk alleles, and we suggest that children with SCA should be screened for APOL1 variants to apply the principles of precision medicine by identifying a high-risk population that may benefit from earlier screening for renal damage and potentially to initiate renoprotective therapies. In the future, we aim to track participants into adulthood to assess how APOL1 risk alleles and other modifiers influence the progression from albuminuria to CKD to ESRD.
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