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Supplemental Figure S1. Lateral flow test (LFT) for detection of VL specific antibodies. (A) Schematic
assembly of LFT device. (B) Example of negative and (C) positive VL antibody reaction.



"WV pasieyoun Joj padieyd JO UOIINHISYNS 33BIIPU| SAXOY

‘uoi39y 1eaday-ald ‘d

1 0
wnaupfur ‘7
v S A A D |V|V 9] v 1 asauepns
1l v 4 1 N3 ¥4 ad0OD3I VSWHIV V L 1 S 3I 1 3 S X 1T 3 V Vv ¥4 3 1 Y 1S
1
upbaouop -]
v S v v O|V |V 9 v 1 asauepns
1 v 4 1 N3 ¥4 ad 0D 3I VSWHIV VYV L 1 S I 1T 3 S X 1T 3 Vv Vv ¥ 3 1 0 T11S
1 0
1ppqiyaio -
v S 1 S O|V |V 9 v 1 asauepns
1 v 4 1 N3 ¥4 ad 0D 3I V SWIV VYV 1L Vv 3 1 3 S X 1T 3 V Vv ¥ 3 1 Y T11S
1
v S S 1 S 9] 804
1l v ¥4 1L N3 40D 3I VSNV VYV LV 3I 10D SV 1T 3I V Vv ¥4 3 13 0 T11S
v S S 1 S A
6EN4
1l v ¥4 1L N3 40D 3I VSWNWDIV VYV LV 3I 10D SV 1 3I V Vv ¥4 3 13 0 112
S|V
v 1 S D[V | H|V 0 CIED|
1 v 4 1 N 3 ¥4 a 0D 3V S S XV V Vv 1L Vv 3 1 3 ¥ X 1T 3 Vv Vv ¥4 3 13 | 112
6E€ 8E€ LE 9€ SE VE €€ CE TE 0E€ 6C 8C LC 9C S¢ V¢ €¢ ¢¢ T¢c 0C 6T 8T LT 9T ST ¥T €T ¢T TIT OT 6 14 T|d

8O pue 9T3Y ‘6N J0 Souanbas paysiignd Yyum pasedwod UBPNS WO SUIRIIS DIUDWILYSIST USSP JO AUSISAIP VY ulsauly *TS 3jgel [erusawajddng




"WYY pagJieyoun Joj pagieyd 40 UoIINISGNS 91edIpUl SIX0g

"syeadal wapuel €'8 YUM Jpipqiyao -7 :g'gedld
's1eadaJ wapuel €8 YUMm jubaouop -7 €8P
‘syeadal wapuel £°8 YUM wniuoful -7 €8I

‘uoi3ay 1eaday-aid ‘d

1
v S v v v 3 1 €°8EDI
1 v ¥ 1 N3 84 a0 3V SNV VY L LS 3I 1T ODS YV 1T 3I VYV Y4 13 a ¥4y 1 DD 3 1|2

1
v S v v O|V |V v 3 1 €8P
L v ¥4 1 N3 400D 3 VSNV VYV L LS 3I 1T 3I S M 1 3I VV ¥ 13 a4y 17 v o 3I 1|D

1
v S 1 S 3 1 €8I
1 v ¥ 1 N3 84 a0 3V SNV VYV LV 3I 1T 0ODS YV 1T 3I V V 4 13 gy 1 DD 3I 1|2
6€ 8E LE 9¢€ SE VE €E CE TE€ 0OE 6C 8¢ LC 9¢ SC ¥¢ €¢ ¢¢ T¢ 0¢ 6T 8T LT 9T ST ¥T €T ¢ 1T OT L 9 § v € ¢ 1|d

suasipue €'geTy pue £:gpPTH ‘€8I JUBUIqUIOdDI JO ANSIDAIP Y UIsauly *gS 3]qel |eyuawajddng




Pre-repeat 1 2 3 4 5 6 7 .
LLEE] 39aa 39aa 39aa 39aa 39aa 39aa | 14aa;

Pre-repeat 1 2 3 4 5 6 7 8
46aa 39aa 39%aa 39%aa 39aa 39aa 39aa 3%9aa | 14aa:

Pre-repeat 1 2 3 4 5 6 7 g o
46aa 39aa 39aa 39aa 39aa 39aa 39aa 39aa

I |
w
]
o
)
-
B
o
LB

Supplemental Figure S2. Schematic representations of kinesin antigens with increasing numbers of
tandem repeats. (A) rKLi6.3 (B) rKLi7.3 (C) rKLi8.3. The numbered gray boxes represents the complete
(39 amino acids) or the partial (14 amino acids) repetitive motif units of kinesin. Pre-repeat region are
shown in Blue.
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Supplemental Figure S3. Linear prediction of B-cell epitopes. The prediction was performed with
BepiPred 1.0, with a cut-off = 0.48. Plots of antigenicity values were created in the programming
environment R v. 3.5.2 using the package ggplot2 v. 3.3.2. Gray and white boxes represent tandem
repeat motifs of 39 AA. The area under curve is for (A) 117.6, (B) 184.5, (C) 172.3 and (D) 222.2.
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Supplemental Figure S4. Antibody responses of VL sera from India. (A) rk39-, (B) rKLO8-, and (C)
rkLi8.3- based ELISA. VL [n = 19], endemic controls (EC) [n = 11], toxoplasmose (TX) [n = 1] and malaria

(MA) [n=1]. (D) ROC curves for rk39-, rKLOS8- and rKLi8.3-ELISA.

Supplemental Table S3. VL-diagnostic performance of rK39, rKLO8 and rKLi8.3 ELISA in India

ELISA Cut- Sensitivity  Specificity PPV NPV DEV
AUC TP FN TN FP
Test off (%) (%) (%) (%) (%)
rk39  0.146 0.9809 18 1 10 1 94.73 90.91 94.73  90.91 93.33
rkLO8 0.120 0.9856 18 1 10 1 94.73 90.91 94.73  90.91 93.33
rkLi8.3 0.106 0.9904 19 0 10 1 100 90.91 95 100 96.66

AUC, area under curve; TP, true positive; FN, false negative; TN, true negative; FP, false positive; PPV, positive predictive
value; NPV, negative predictive value; DEV, diagnostic efficiency value.



