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S4 Figure 

PUF3 is not essential for survival of pleomorphic EATRO1125 bloodstream forms.  

(A) Western blots showing V5-PUF depletion for two additional samples from Figure 2A. Controls 
are ribosomal protein S9 or trypanothione reductase (TR). 

(B) The upper panel represents the design of a Southern blot. Coding sequences of genes are 
represented by rectangles and vertical double-strokes show restriction sites. Genomic DNA of cells 
selected for homozygous knockout (transfected with plasmid pHD2851 and pHD2852) was 
digested with Eco NI and Sac II (experiment a) or Eco RI (experiment b). The digested DNAs for 
wild-type (WT), single knockouts (BSD) and four candidate homozygous knockout clones were 
analysed by Southern blotting first using a probe targeting PUF3 (as indicated in the upper panel) 
and second with a probe for beta-tubulin.  

(C) Cumulative growth of the bloodstream forms, mean values. Variation (not shown) was so low 
that all of the values overlapped. AB: Add-back of tetracycline-inducible PUF3-myc, +tet or -tet. 
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S5 Figure 

Differentiation of bloodstream forms lacking PUF3. 

(A) RNAi targeting PUF3 in Lister 427 bloodstream forms gave a transient differentiation defect. 
RNAi was induced 24 h before cells attained a density of 1.8-2.0 ×106 cells/ml. Cis-aconitate (CA) 
was added to the culture (final concentration 6 mM) and the temperature was reduced from 37°C 
to 27°C. The time in hours after CA treatment is indicated. The Western blot shows expression of 
EP procyclin and V5-tagged PUF3, with ribosomal protein S9 as a control. 

(B) Inducible expression of N-terminally myc-tagged PUF3 in five Lister 427 bloodstream-form 
clones. The protein was barely detectable. 

(C) Expression of PAD1 and RBP10 after PUF3 RNAi in EATRO1125 bloodstream forms. The 
experiment was as in Fig 5B.  

(D) Expression of PAD1 in the EATRO 1125 stumpy cells in Figure S4, which lack PUF3 

A.

B.

C.

D.

100
75

+ - + - + - + - + -

myc-PUF3

1 2 3 4 5Clones

75

50

20

Tet
hr+CA

+ - + - + - + - + - + -

EP
V5

S9

0 12 16 20 24 36

kDa

S9

PAD1
V5

RBP10

75

50
37

20

+ -

stumpy
RNAi

W
T

LS P
C

1 2 3 4
PAD1

PUF3 HKO

50

S
K

O
W

T

 

.CC-BY-NC-ND 4.0 International licenseunder a
certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available 

The copyright holder for this preprint (which was notthis version posted April 9, 2020. ; https://doi.org/10.1101/682542doi: bioRxiv preprint 

https://doi.org/10.1101/682542
http://creativecommons.org/licenses/by-nc-nd/4.0/


 26 

S6 Figure 

Plasmids made for this work 
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