[bookmark: _GoBack]Potential of microRNAs as diagnostic markers for distinguishing malaria severity in samples from an Indian cohort.
List of Supplementary

Figure 1:	2
Figure 2:
Figure 3:.	4
Table 1:.	5
Table 2:	6
Table 3:	7





[bookmark: _Toc60743107]Figure 1: Consort diagram of the patients enrolled in our study. [UM: Uncomplicated malaria; SM: Severe malaria; CM: Cerebral malaria; SNCM: Severe non-CM; AM: Asymptomatic malaria; nMFL: non-malarial febrile illnesses] 
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[bookmark: _Toc60743110]Figure 2: Correlation matrices between miRNA relative expression levels and parasitaemia, age and haemoglobin levels in severe (A) and uncomplicated malaria (B) patients. The colour gradient indicates the strength of the correlation (Spearman’s rank correlation coefficient) for each comparison, while a cross marks correlations that are not statistically significant (p > 0.05).	
Sample sizes for clinical parameters in each group:
(A) Severe malaria: age (n = 93), parasitaemia (n = 93), haemoglobin (n = 80);
(B) Uncomplicated malaria: age (n = 79), parasitaemia (n = 79), haemoglobin (n = 74).
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Figure 3: miRNA levels and AM. Relative expression levels (RELs) were determined using the average of two endogenous controls, hsa-miR-30d-5p and hsa-miR-191-5p, and compared between AM patients with RDT-positive and RDT-negative results. Statistical differences were assessed using the Mann-Whitney U test. Error bars represent the median and interquartile range (*p<0.05, **p<0.005, ***p<0.0005).
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Table 1: PCR efficiencies of each microRNAs used for reverse transcription quantitative PCR analysis of plasmas from Indian patients.

	Type
	 miRNA
	PCR efficiencies (%)

	Target
	hsa-miR-21-5p
	99.60

	
	hsa-miR-146a-5p
	95.50

	
	hsa-miR-150-5p
	98.50

	
	hsa-miR-155-5p
	94.00

	
	hsa-miR-181a-5p
	97.00

	
	hsa-miR-3158-3p
	97.30

	Endogenous controls
	hsa-miR-30d-5p
	102.10

	
	hsa-miR-191-5p
	96.50




































Table 2: Logistic regression model associating miRNAs with malaria outcomes.

	
	miRNAs
	Odds ratio (95% CI)
	p-value
	Benjamini-Hochberg p-value

	SM v/s UM
	hsa-miR-21-5p
	1.08 (1.02-1.17)
	0.026
	0.0312

	
	hsa-miR-146a-5p
	1.00 (1.00-1.01)
	0.016
	0.0285

	
	hsa-miR-150-5p
	1.08 (1.03-1.15)
	0.005
	0.015

	
	hsa-miR-155-5p
	1.00 (0.99-1.01)
	ns
	ns

	
	hsa-miR-181a-5p
	1.05 (1.02-1.12)
	0.019
	0.0285

	
	hsa-miR-3158-3p
	1.05 (1.03-1.08)
	<0.0001
	0.0006

	SM v/s AM
	hsa-miR-21-5p
	2.32 (1.68-3.44)
	<0.0001
	0.00015

	
	hsa-miR-146a-5p
	1.44 (1.29-1.67)
	<0.0001
	0.00015

	
	hsa-miR-150-5p
	1.34 (1.18-1.58)
	<0.0001
	0.00015

	
	hsa-miR-155-5p
	1.00 (0.99-1.01)
	ns
	ns

	
	hsa-miR-181a-5p
	1.67 (1.22-2.60)
	0.008
	0.0096

	
	hsa-miR-3158-3p
	1.29 (1.17-1.51)
	<0.0001
	0.00015

	SM v/s nMFI
	hsa-miR-21-5p
	3.72 (2.30-6.76)
	<0.0001
	0.0003

	
	hsa-miR-146a-5p
	1.00 (0.99-1.00)
	ns
	ns

	
	hsa-miR-150-5p
	1.28 (1.14-1.49)
	0.0002
	0.0004

	
	hsa-miR-155-5p
	1.38 (1.16-1.74)
	0.002
	0.003

	
	hsa-miR-181a-5p
	1.81 (1.24-3.16)
	0.012
	0.014

	
	hsa-miR-3158-3p
	1.09 (1.05-1.14)
	<0.0001
	0.0003

	UM v/s AM
	hsa-miR-21-5p
	1.54 (1.21-2.11)
	0.002
	0.006

	
	hsa-miR-146a-5p
	1.33 (1.18-1.55)
	<0.0001
	0.0006

	
	hsa-miR-150-5p
	1.10 (0.99-1.26)
	ns
	ns

	
	hsa-miR-155-5p
	1.00 (0.99-1.01)
	ns
	ns

	
	hsa-miR-181a-5p
	1.76 (1.27-2.70)
	0.003
	0.006

	
	hsa-miR-3158-3p
	1.29 (1.12-1.58)
	0.005
	0.007

	UM v/s nMFI
	hsa-miR-21-5p
	2.32 (1.52-4.11)
	0.001
	0.006

	
	hsa-miR-146a-5p
	0.99 (0.98-1.00)
	ns
	ns

	
	hsa-miR-150-5p
	1.07 (0.98-1.20)
	ns
	ns

	
	hsa-miR-155-5p
	1.38 (1.16-1.78)
	0.003
	0.010

	
	hsa-miR-181a-5p
	1.90 (1.30-3.24)
	0.005
	0.011

	
	hsa-miR-3158-3p
	1.02 (0.99-1.06)
	ns
	ns

	AM v/s nMFI
	hsa-miR-21-5p
	4.58 (2.14-10.67)
	0.0002
	0.0005

	
	hsa-miR-146a-5p
	0.57 (0.45-0.69)
	<0.0001
	0.0006

	
	hsa-miR-150-5p
	0.87 (0.66-1.08)
	ns
	ns

	
	hsa-miR-155-5p
	1.32 (1.07-1.79)
	0.034
	0.051

	
	hsa-miR-181a-5p
	1.07 (0.52-2.23)
	ns
	ns

	
	hsa-miR-3158-3p
	0.72 (0.57-0.86)
	0.001
	0.0021

	CM v/s SNCM
	hsa-miR-21-5p
	1.48 (1.24-1.89)
	0.0002
	0.0008

	
	hsa-miR-146a-5p
	1.00 (0.99-1.00)
	ns
	ns

	
	hsa-miR-150-5p
	1.02 (1.01-1.05)
	0.019
	0.038

	
	hsa-miR-155-5p
	0.99 (0.97-1.00)
	ns
	ns

	
	hsa-miR-181a-5p
	1.02 (0.99-1.06)
	ns
	ns

	
	hsa-miR-3158-3p
	1.06 (1.03-1.10)
	0.0001
	0.00077

	AM
RDT-ve v/s RDT+ve
	hsa-miR-21-5p
	1.43 (0.62-3.41)
	ns
	ns

	
	hsa-miR-146a-5p
	0.97 (0.76-1.21)
	ns
	ns

	
	hsa-miR-150-5p
	1.02 (0.77-1.41)
	ns
	ns

	
	hsa-miR-155-5p
	0.99 (0.98-1.01)
	ns
	ns

	
	hsa-miR-181a-5p
	4.09 (1.27-25.6)
	ns
	ns

	
	hsa-miR-3158-3p
	1.81 (1.12-3.74)
	ns
	ns





SM: severe malaria; CM: Cerebral malaria; SNCM: Severe non-CM; UM: uncomplicated malaria; AM: asymptomatic malaria; nMFI: non-malarial febrile illnesses; ns:  non-significant 





Table 3: Calculated power of the study. 

	
	miRNAs
	Study Power (%)

	SM v/s UM
	hsa-miR-21-5p
	68.10

	
	hsa-miR-146a-5p
	76.80

	
	hsa-miR-150-5p
	93.50

	
	hsa-miR-155-5p
	2.60

	
	hsa-miR-181a-5p
	81.90

	
	hsa-miR-3158-3p
	99.80

	SM v/s AM
	hsa-miR-21-5p
	86.30

	
	hsa-miR-146a-5p
	100

	
	hsa-miR-150-5p
	96.20

	
	hsa-miR-155-5p
	17.10

	
	hsa-miR-181a-5p
	98.80

	
	hsa-miR-3158-3p
	100

	SM v/s nMFI
	hsa-miR-21-5p
	88.40

	
	hsa-miR-146a-5p
	19.40

	
	hsa-miR-150-5p
	95.90

	
	hsa-miR-155-5p
	84

	
	hsa-miR-181a-5p
	98.90

	
	hsa-miR-3158-3p
	99.90

	UM v/s AM
	hsa-miR-21-5p
	96.90

	
	hsa-miR-146a-5p
	92.10

	
	hsa-miR-150-5p
	55.10

	
	hsa-miR-155-5p
	13.70

	
	hsa-miR-181a-5p
	90.50

	
	hsa-miR-3158-3p
	99.10

	UM v/s nMFI
	hsa-miR-21-5p
	99.40

	
	hsa-miR-146a-5p
	37.30

	
	hsa-miR-150-5p
	41.60

	
	hsa-miR-155-5p
	66.80

	
	hsa-miR-181a-5p
	91.40

	
	hsa-miR-3158-3p
	36.40

	AM v/s nMFI
	hsa-miR-21-5p
	99.40

	
	hsa-miR-146a-5p
	99.70

	
	hsa-miR-150-5p
	21.20

	
	hsa-miR-155-5p
	51.70

	
	hsa-miR-181a-5p
	5.10

	
	hsa-miR-3158-3p
	57.40

	CM v/s SNCM
	hsa-miR-21-5p
	80

	
	hsa-miR-146a-5p
	13.60

	
	hsa-miR-150-5p
	82.60

	
	hsa-miR-155-5p
	15.20

	
	hsa-miR-181a-5p
	32.70

	
	hsa-miR-3158-3p
	99





SM: severe malaria; CM: Cerebral malaria; SNCM: Severe non-CM; UM: uncomplicated malaria; AM: asymptomatic malaria; nMFI: non-malarial febrile illnesses
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