@ Barcoded pool
Log phase promastigotes
~8-106 cells/ml

(©) DNA isolation
g Start pool (1-107 cells)

l 2 days PBM (50 flies)

Sand fly infections 6 days PB (50 flies)

150 sand flies per replicate

3 replicates

9 days PB (50 flies)

|

@ Binding sites for library amplification @ Barcode
from barcode regions read-out

p5 binding site p7 binding site <« | 17nt barcode

gtgtatcggatgtcagttgct NNNNNNNNNNNNNgtataatgcagacctgctgcCGGATGAAAACGAGA I I I I pTBlast I

| 20nt p5 I 17nt barcode 20nt p7 | pTBlast ) IIIII

|

@ Amplicon library for lllumina sequencing

Barcode + constant region (32 nt)

—
Flow cell Index jIndex/read primerl I . . I Index/read primef] Index I Flow cell
| binding_| _p5 [ binding site 20nt p5 Sequencing region | 20ntp7 binding site__| _p7 bindin

p5 primer (90 nt) p7 primer (90 nt)

@ Barcode location in SSU locus

17nt barcode
v

I SSU locus I Calmodulin IR I T7 RNAP I Calmodulin IR I I I I I pTBlast II SSU locus I

pVY087 cassette

S11 Figure
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