Supplementary Table 1: Prevalence of Trypanosome single and multiple infection in tsetse samples analyzed per country

Region Country Prevalence of trypanaosome species/subspecies and mixed infection (%)*

Tc Tv Tz Tsg TcTv TcTz TcTsg TvTz TvTsg TzTsg TcTvTz

Eastand south  Ethiopia 610  065%  1.09% 1046% o2 02b 0.65 02b 0.44 % 0.65 0.00

Africa Kenya 13.00° 5652  060% 1587%® 208® 050*  6.05°  020%  o0.10° 0.40 0.00

Democratic R. of Congo  0.00%° 2863  000%  0.00® 0.00® 000® 000® 000%® 000 0.00 0.00

Mozambique 300 1004 000* 3.00% 000 0.00°® 000% 000® 1.00% 0.00 0.00

South Africa 3992 057°  304%  703% 0.9  000®  038%  0.00%  0.00° 0.00 0.00

Eswatini 0.00% 000%® 000* 000%® 000 000 000 0002 0.00% 0.00 0.00

Tanzania 1420°  207%  1.18*  1095%  0.00*° 030%  621°  030% 1.78% 0.89 0.00

Uganda 286° 0952 0952 381%  000* 0.00® 048% 000 0002 0.00 0.00

Zambia 476% 048 0952  3095%® 0002 000  9.05°> 000 0002 0.00 0.00

Zimbabwe 7.11%  047% 190 39.81%°  000® 0.00*  427%*  000®  0.00° 0.00 0.00

Subtotal (Average%)  8.38 2.43 1.25 14.13 0.70 0.19 3.71 0.10 0.32 0.32 0.00

West Africa Burkina Faso 2558 12.14% 268  1.41%°  026%  053%  0.04%  0.70%  1.192 0.26 0.09

Ghana 171 1410%  19.66° 0.00%°  0.00* 10.68° 000® 1239°  0.00° 0.00 1.71

Guinea 000% 223°  000% 000 000 000%®  000%  000%®  000° 0.00 0.00

Mali 027% 5492  1.10* 0002  0.00* 0.00%®  000%®  000%  000° 0.00 0.00

Senegal 0552 89624 1282 1832  000® 0.00%®  000®  1.65%  0.00° 0.00 0.00

Subtotal (Average%) 177 1037  3.16 1.13 0.16 0.99 0.03 1.45 0.72 0.16 0.16

Total (Average%) 4.78 6.75 2.29 7.06 0.41 0.63 1.71 0.83 0.54 0.23 0.09

* Tc: T. congolense savannah, T. congolense Kilifi; T. congolense forest, Tsg: T.

brucei, T. b. gambiense, T. b. rhodensiense, T. evansi,

simiae; T. simiae Tsavo; T. godfreyi, Tv: T. vivax, Tz: T. b.



Supplementary Table 2: Prevalence of Trypanosome single and multiple infection in tsetse samples analyzed per tsetse species

Prevalence of trypanaosome species/subspecies and mixed infection (%)*

Species Te Tv Tz  Tsg  Telv  TeTz TeTsg  Tvlz  TvIsg  Tzlsg  TeTviz
G. austeni 491° 087  2.60° 723°  029°  029° 058  0.00° 000° 000  000°
G. brevipalpis 200°  0.86® 2297 429%  000® 000° 0.00°  000° 029 000  0.00°
G. f. fuscipes 2.73%  437% 0550 7.10%  1.09%  055% 055  0.00%®  000° 000  0.00°
G. medicorum 9.09% 11.69% 13.64% 0.00°  1.30° 130%  0.00° 0.65°  000° 0.0 130"
G. m. morsitans 9.76%  0.54%  1.08% 2276% 000 000° 515  0.00° 136 027  0.00°
G.m. submorsitans 525 11.37% 058 0.00%  0.00°  0.87®  0.00° 0.00® 000 000  0.00°
G. pallidipes 10.68° 320°  0.87% 16.54° 1.03%®  027@  510° 016"  022*0 049  0.00°
G.p. gambiensis 046 886> 1.89% 1.94%  0.00%  0.09° 005  1.06°  120% 028  0.00%
G. p. palpalis 0.00%  2.86% 0.00%c 0.00%c 000%¢ 000%® 0.00® 000°  0.00° 000  0.00°
G. tachinoides 205 1292 496  0.00% 037= 281°  0.00° 281° 000 000 037
Total (Average%) 478 675 229 706 041  0.63 171 083 054 023 0.09

* Tc: T. congolense savannah, T. congolense Kilifi; T. congolense forest, Tsg: T. simiae; T. simiae Tsavo; T. godfreyi, Tv: T. vivax, Tz: T. b.
brucei, T. b. gambiense, T. b. rhodensiense, T. evansi,



Supplementary Table 3: Prevalence of Trypanosome single and multiple infection in tsetse samples analyzed per tsetse species and per country

Prevalence of trypanaosome species/subspecies and mixed infection (%)*

Species Country
Tec Tv Tz Tsg TcTv TcTz TcTsg TvTz TvTsg TzTsg TcTvTz

Mozambique 6.00 0.00 0.00 4.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
. South Africa 6.19 0.44 3.54 10.18 0.44 0.00 0.88 0.00 0.00 0.00 0.00
G- austeni Eswatini 0.00 000 000 000 000 000 000 000  0.00 0.00 0.00
Tanzania 0.00 5.00 5.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
. . Mozambique 0.00 2.00 0.00? 2.00 0.00 0.00 0.00 0.00 2.00 0.00 0.00

G. brevipalpis ) b
South Africa 2.33 0.67 2.67 4.67 0.00 0.00 0.00 0.00 0.00 0.00 0.00
G. f. fuscipes Kenya 2.25 6.74 0.00° 11.24 2.25 1.12 0.00° 0.00 0.00 0.00 0.00
Uganda 3.19 2.13 1.06° 3.19 0.00 0.00 1.06° 0.00 0.00 0.00 0.00
G. medicorum Burkina Faso 9.09 11.69 13.64° 0.00 1.30 1.30 0.00° 0.65 0.00 0.00 1.30
Kenya 2.35 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00° 0.00 0.00
. Tanzania 18.52 1.23 1.23 18.52 0.00 0.00 6.17 0.00 6.17° 1.23° 0.00

G. m. morsitans ;

Zambia 12.5 0.00 1.56 21.88 0.00 0.00 12.5 0.00 0.00° 0.00? 0.00
Zimbabwe 7.91 0.72 1.44 39.57 0.00 0.00 4.32 0.00 0.00° 0.00? 0.00
G.m. submorsitans  Burkina Faso 5.25 11.37 0.58 0.00 0.00 0.87 0.00 0.00 0.00 0.00 0.00
Ethiopia 6.10 0.65% 1.09 10.46 0.00 0.00 0.65 0.00° 0.44 0.65 0.00
Kenya 15.23 6.12% 0.72 17.99 2.28 0.48 7.31 0.24° 0.12 0.48 0.00
G. pallidipes Tanzania 15.21 1.84° 0.46 10.14 0.00 0.46 7.37 0.46% 0.46 0.92 0.00
Uganda 2.59 0.00%* 0.86 431 0.00 0.00 0.00 0.00* 0.00 0.00 0.00
Zambia 1.37 0.68% 0.68 34.93 0.00 0.00 7.53 0.00° 0.00 0.00 0.00
Zimbabwe 5.56 0.00%* 2.78 40.28 0.00 0.00 4.17 0.00% 0.00 0.00 0.00
G.p. palpalis Democratic R. of Congo 0.00 2.86 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00




Supplementary Table 3 cont.: Prevalence of Trypanosome single and multiple infection in tsetse samples analyzed per tsetse species and per

country
Speci Count Prevalence of trypanaosome species/subspecies and mixed infection (%)*
ecles ountr
P y Te Tv Tz Tsg TcTv TcTz TcTsg TvTz TvTsg TzTsg TcTvTz
Burkina Faso 0.64 12.09% 3.50 3.39% 0.00 0.21 0.11 1.48 2.86° 0.64 0.00
s ambiensis Guinea 0.00 2.23% 0.00 0.00° 0.00 0.00 0.00 0.00 0.00° 0.00 0.00
. p. | |
P- g Mali 0.27 5.49% 1.10 0.00° 0.00 0.00 0.00 0.00 0.00° 0.00 0.00
Senegal 0.55 8.96% 1.28 1.83° 0.00 0.00 0.00 1.65 0.00° 0.00 0.00
&. tachinoid Burkina Faso 2.40° 12.59 0.60 0.00 0.48° 0.60 0.00 0.12 0.00 0.00 0.00
. facninolaes
Ghana 1.71° 14.10 19.66 0.00 0.00° 10.68 0.00 12.39 0.00 0.00 1.71
( AVI::;*'/ ) 478 675 229 706 041  0.63 171 0.83 0.54 0.23 0.09
0

* Tc: T. congolense savannah, T. congolense Kilifi; T. congolense forest, Tsg: T. simiae; T. simiae Tsavo; T. godfreyi, Tv: T. vivax, Tz: T. b.

brucei, T. b. gambiense, T. b. rhodensiense, T. evansi,



Supplementary Table 5. List of Primers used for PCR and quantitative PCR (qPCR) analyses of microbiome in Glossina species

Target Gene Primer Name Primer Sequence (Listed 5’- to -3°) Annealing Amplicon References
Temperature ('C) | Size (bp)
fliC (flagellin) sod-FliCF GCA GTT TCA GGA TAC CC
(Sodalis) sod-F1iCR GGC GGA AAA TGG TAT AG 52.5 508 !
GpCAG133 GpCAG133-F ATT TTT GCG TCA ACG TGA s 45905 ,
GpCAG133-R ATG AGGATGTTG TCC AGTTT ] i
fliC (flagellin) sodgPCR-F1iCF GAA GCC ACC GAT CCT GTA AC
(Sodalis) sodqPCR-FliCR | CAT CTT TGC CCG TAG AAATCAC |55 508 ’
TS 1 ITS 1-CF CCG GAA GTT CAC CGA TAT TG
ITS 1-BR TTG CTG CGT TCT TCA ACG AA 60 250-710 4
18S rDNA 18S Typ F CGCCAAGCTAATACATGAACCAA 60 106 5
Trypanosomatidae | 18S Tryp R TAATTTCATTCATTCGCTGGACG
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