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Supplementary Figure S-I: Whole parasite visualization as microscopic and culture
diagnosis. Giemsa stained parasite (A) and culture of parasite in NNN media (B)



Supplementary Table S-II: Clinical manifestations of the cutaneous lesions
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*District spread with hilly and mountainous areas. **GPS coordinates the center of the districts. ***Number of cases with positive
parasitological and molecular diagnosis or only molecular diagnosis. *** *Visceral leishmaniasis (VL) endemic district of Nepal
described in National Guideline on Kala-azar FElimination Program 2019 (http://www.edcd.gov.np/resource-detail/national-
guideline-on-kala-azar-elimination-program-2019),; Endemicity status of foreign country defined by WHO according to the reported



cases (https://apps.who.int/neglected_diseases/ntddata/leishmaniasis/ leishmaniasis.html). Male (M); Female (F); NA: Not
Available; Shaded cells: No travel history.

Supplementary Table S-III: Clinical manifestations of the cutaneous lesions

Number of lesion Type of lesion Dispersion of the lesion
Site of Lesion Frequency 1 2 >3 Dry Moist Localized | Dispersed

Face 19 13 3 3 16 3 16 3
Neck 5 5 2 3 4 1
Hand 5 3 1 1 4 1 3 2
Leg 3 2 1 3 3
Abdominal part or body 3 1 2 3 3
Face and Hand 2 1 1 2 2
Hand and Leg 1 1 1 1
Hand and abdomen 1 1 1 1
Face, Hand and Leg 1 1 1 1

Total 40 24 6 10 26 14 31 9
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Supplementary Figure S-V: Minicircle kDNA PCR-1 assay of clinical samples. DNA isolated from
the skin biopsies run for gel electrophoresis on 1.5% agarose gel and analysis. Lanel- 100 bp ladder,
Lane 2- Negative control (NC), Lane 3-8 cutaneous leishmaniasis (CL) samples, Lane-3 (~800bp),
Lane- 5&7, (~700bp), Lane 4,6,8- Not visualized



100BP CL-1 CL-2 CL-3 Cl4 CL-5 C-6 C-7 CL-8 CL-9 CL-10 CL-11 CL-12 NC
Ladder

800 bp

700 bp 720 bp
600 bp 600 bp
500 bp

100 bp

Supplementary Figure S-VI: Minicircle kDNA PCR-2 assay of clinical samples. PCR 1 amplicons
of DNA isolated from the skin biopsies run for gel electrophoresis on 1.5% agarose gel and analysis.
Lanel- 100 bp ladder, Lane 2- Lane 13, amplified product of skin biopsies of cutaneous leishmaniasis
patients. NC, Negative control (No DNA). Lane 6, Lane 9 and Lane 13 (~600 bp of L. major), L3 and
L11 (~720 bp L. donovani)



100BP CL-2 CL-5 CL-8 CL-10 CL-12 CL-13 CL-14 CL-15 CL-16 CL-17 CL-18 NC
Ladder

500 bp
400 bp 340 bp
300 bp 320 bp
200 bp

100 bp

Supplementary Figure S-VII: ITS1 PCR assay of clinical samples. DNA isolated from the skin
biopsies from the lesion was amplified and analyzed on 1.5% agarose gel. Lanel- 100 bp ladder, Lane2-
Lane12- amplified product of skin biopsies of cutaneous leishmaniasis patients. NC, Negative control.
Lane2, Lanel0 and Lanel2 (~320 bp of L. donovani), Lane6 and Lanel1 (~340 bp of L. major).
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Supplementary Figure S-VIII: ITS1 RFLP assay of ITSI PCR positive samples. Lanel- 100 bp
ladder, Lane2, L. donovani (LEM 138), Lane3 and Lane6 (180bp, 75bp and 50bp of L. donovani), Lane4
and Lane5 (210 bp and 140 bp of L. major).



