Platelet activation determines the severity of thrombocytopenia in dengue infection.
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Suppl. Fig. 1. Correlation analysis between platelet counts (as in Fig. 1A) and P-selectin expression on platelets (mentioned in Fig. 1B) (A), PAC-1 binding to platelets (mentioned in Fig. 1C) (B), PS expression on platelets (mentioned in Fig. 1D) (C) and platelet-MPs in plasma (mentioned in Fig. 1E) (D).
[image: image4.png]PS Expression
(Percent Fluorescence)

o)
=

@® Dengue

O Healthy
Correlation Coefficient (r) = - 0.7416

50 100 150 200 250 300
Platelet count( x1000/puL)

350

400




[image: image5.png]MP release

W P !)Il =2
= = = =

ent of total events

[\
S

(perc
(=
=

@ Dengue

O Healthy
Correlation Coefficient (r) = - 0.8075

100 200 300
Platelet count( x1000/puL)

400




[image: image6.png]P-selectin
(Percent Fluorescence)

100

o)
=

=N
S

N
=

[\
S

@® Dengue (All Day Points)
Correlation Coefficient (r) = 0.6013

2 3 4
DENY Load

(Logqo genome equivalents/ug RNA)




Suppl. Fig. 2. Correlation analysis between copy number of DENV genome in platelet pellet (as in Fig. 2) and P-selectin expression on platelets at all day points as well as at Day 4, Day 6 and Day 8 separately (mentioned in Fig. 1B) (2A, 2Aa, 2Ab, 2Ac). The PAC-1 binding to platelets (mentioned in Fig. 1C) (2B, 2Ba, 2Bb, 2Bc, 2Bc), and PS expression on platelets (mentioned in Fig. 1D) (2C, 2Ca, 2Cb, 2Cc,) and platelet- MPs in plasma (mentioned in Fig. 1E) (2D, 2Da, 2Db, 2Dc, 2Dd).
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Suppl. Fig.3. Platelet activation mediated by DENV2 in vitro.  Washed platelets were incubated with different MOI of DENV2 in buffer. (A) P-selectin expression on platelets and (B) PAC-1 binding to platelet, (C) PS expression on platelets and (D) Microparticle generation by platelets treated with DENV were measured by flow cytometry. Data presented as mean ± SEM from 3 independent experiments. DENV increased the expression of P-selectin in a concentration-dependent manner (***P<0.001). The DENV increased the PAC-1 binding in a concentration-dependent manner, ***P<0.0001. The DENV increased PS expression in a concentration-dependent manner, ***P<0.001. DENV increased the MP generation in a concentration-dependent manner, ***P<0.0001 (compared to DENV 0µl). (D) The higher copy number of viral genome was detected in platelet pellet when incubated with higher concentration of DENV2, ***p<0.0001.
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Suppl. Fig. 4. The densitometry of the immunoblots of (A) pERK/ERK (mentioned in Fig. 4C), ***p<0.0001 and (B) caspase 9, ***p<0.0001 and (C) cyclophilin D, ***p<0.0001 (mentioned in Fig. 4D) is measured as fold change from two independent experiments for each case. The uncut   immunoblots showing the expression of ERK (D), P-ERK (E), Caspase 9 (F), Cyclophilin D (G) and β-Actin (H).
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Suppl. Fig 5. Platelet activation mediated by DENV2 & JEV in vitro.  Platelets rich plasma (PRP) were incubated with different MOI of JEV and DENV2. (A) PAC-1 binding to platelet, (B) PS expression on platelets and (C) Microparticle generation by platelets were measured by flow cytometry. Data presented as mean ± SEM from 3 independent experiments. The DENV increased the PAC-1 binding, PS expression and platelet-MP generation in a concentration-dependent manner, ***P<0.0001, ***P<0.001 and ***P<0.0001 respectively. JEV did not show significant effects. 
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Suppl. Fig. 6. Clot formation by platelets when treated with DENV2 in vitro. Washed platelets were incubated with various MOI of DENV2. The clot formation time was measured in presence of plasma and coagulation reagents (Kaolin, 0.025M CaCl2). Data shows the mean ± SEM coagulation time from three independent experiments. The DENV2 treatment decreased the coagulation time in a concentration-dependent manner, p<0.0001 (One Way ANOVA).
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Suppl. Fig. 7: (A) Plasma samples from DENV-infected patients (DP22, 34 and 35 at day 4) or DENV2 (NGC) grown in vitro in C6/36 cells were diluted in MEM-2% FCS and allowed to infect Vero cell monolayer for 2 hours; the inoculum was discarded and the infected cells maintained in MEM-10% FCS for 48 hours. Subsequently, the cells were fixed, immuno-stained with anti-DENV Mab8705 primary antibody followed by anti-Mouse Alexa-488 secondary antibody and observed under a fluorescent microscope. The numbers of fluorescent foci were counted and the infectious titer calculated as focus-forming unit per ml (FFU/ml) of inoculum. The logarithmic value to the base 10 of the FFU/ml for every inoculum was plotted. (B) A representative image of Vero cells in the FFU assay showing entire monolayer (bright field) or DENV-infected immuno-stained cells (Alexa-488).
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Chart1

		DENV2 (NGC)

		DP22

		DP34

		DP35



Log10 (FFU/ml)

Log10 (FFU/ml)

7.7781512504

7.1945143419

6.7242758696

4.6989700043



Sheet1

				Fluorescent foci at diff dilutions						FFU/ml at diff dilutions

		Sample ID		E-1		E-2		E-3		E-1		E-2 x 50,000		E-3

		DP22		64		313		268				15650000

		DP25		0		0		0				0

		DP34		84		106		1				5300000

		DP35		3		1		0				50000

		DP7		0		0		0				0

		Procedure: The DENV positive plasma samples were diluted to different dilutions in MEM supplemented with 2% FCS and allowed to infecte monolayer of Vero cells. After incubation for 2 hours in CO2 incubator the inocula were discarded and complete growth medium overlaid on cells. 48 hours post-infection the cells were fixed and immunostained for DENV antigen.  (E-1) represents a dilution of 1:10.

				Sample ID		FFU/ml				Sample ID		FFU/ml		Log10 (FFU/ml)

				DP22		15650000				DENV2 (NGC)		60000000		7.7781512504

				DP25		0				DP22		15650000		7.1945143419

				DP34		5300000				DP34		5300000		6.7242758696

				DP35		50000				DP35		50000		4.6989700043

				DP7		0
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