A

Cc

Wild-type Unlabeled

1.4x10°7 .
4x10 204.1 S
1.2x10" >’
€ 2x10°
1.0x1074 & 1ar s
.E 8.0x1 os_ 202 20‘3 204 205 206 207 208
g m/z
© 6.0x10°
4.0x10°-
2.0x10° S '
0.0 _LIL J ey : I
12 14 16 18 20 22
Acquisition Time (min)
THT1/THT2 Knockdown Unlabeled
1.0x107{ 204.1 84
1 3x10°
3 ‘gznf
8.0X10 _-8 1x10° ZOT'I —
5_ 262 203 204 205 206 207 208
2 6.0x10 i
8 9
4.0x10"
2.0x10°%- Man
] Gal
0.0 .Lul'l.l S
12 14 16 18 20 22

Acquisition Time (min)

Counts

Counts

1.4x10"
1.2x107]
1.0x107
8.0x10°
6.0x10°
4.0x10°

2.0x10°
0.0

Wild-type *C Labeled

5
204.1

2051
2||)G.1

202 203 204 205 206 207 208
miz

Man

L

L.

12

1.4x10’
1.2x10"
1.0x10'
8.0x10°
6.0x10°
4.0x10°-
2.0x10°

16 18 20 22

Acquisition Time (min)

14

THT1/THT2 knockdown "*C Labeled

sx10°
4x10°
& 3x10°
S 2x10°
3 2x10
O 1x10°

204.1 Sl

205.1 206.1

0. 1
2027203 204 205 206 207 208

mfz

Man
Gal

0.0

12

N T |
14 16 18 20 22

Acquisition Time (min)

S3 Fig. Measurement of incorporation of *C glycerol into the mannose and

galactose residues of VSG. Total ion chromatograms of the methyl-glycoside TMS

derivatives from wild-type (panels A-B) and THT1/THT2 knockdown trypanosomes

(panels C-D) grown in the absence and presence of '*C glycerol, respectively. The

peaks due to mannose (Man), galactose (Gal) and the scyllo-inositol internal

standard (s-l) are indicated. The insets show a detail of the electron impact mass

spectra of the main Man peak, illustrating the natural abundance of m/z 206 relative

to m/z 204 (panel A) compared to a sample where "*C has been incorporated into

the VSG sugar residues (panel D). One representative replicate, n = 3.





