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801 Supplementary Figure 2
802 A.RNAseq normalized read coverage of RNY4 gene in RIG-I isolated fractions (top row)

803 and cellular fractions (bottom row) in the different infection conditions.
804 B.Schematic secondary structures (as described in 18) of RNY4 detailing the different
805 molecular substructures analyzed in this work.

806  C.Luciferase reporter activities showing ISRE-luciferase response from STING-37 cells
807 transfected with 5-10-20ng/ml of different RNY4 subsets. RNY4 and RNY4dS3 RNAs

808 were generated through in vitro transcription from a modified p2RZ plasmid where
809 RNY4 or RNY4dS3 sequences are cloned downstream of a T7 promoter and upstream
810 of a 3’ ribozyme sequence that generates discrete 3’ ends. Both RNAs were
811 subsequently treated with Alkanine Phosphatase to remove their 5’-PPP moieties.

812

813 C. Data representative of n=3 independent experiments. Bars show mean +/- s.e.m. of
814  technical triplicates.
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Supplementary Figure 3

A.Summary schematic of differential enzymatic digestion. Total cellular RNAs were
isolated and treated with either 5’-polyphosphatase, 5’-P-dependendent exonuclease
or both consecutively. Resulting RNAs were purified, reverse-transcribed and their level
measured by gqPCR. RN7SL1 and U17b served as 5-PPP and 5-P controls,
respectively.

B. Ratio of 5-PPP and 5'-P-bearing RNY1 and RNY4 in control or DUSP11” Jurkat T
cells. Relative 5’-PPP/5-P RNA levels were determined through differential enzyme
digestion followed by gPCR relative to 3-actin mRNA. RN7SL1 and U17b served as 5'-
PPP and 5’-P RNA controls, respectively.

C. Western Blot showing complete DUSP11 depletion in Jurkat DUSP11- clones.

D. Western Blot showing DUSP11 depletion in Jurkat cells 72h after transduction with
lentiviruses coding for ovalbumin control (OVA), HIV-1 VPR WT or a VPR(Q65R)
mutant, defective for DCAF1 binding.

E. Heatmap of gPCR values measuring expression level of a panel of IFN-I stimulated
genes and markers of T cells activation (CD28, CD38, IL7R) in Jurkat control,
DUSP11-", or control treated overnight with recombinant IFN-B. Expression levels are
normalized to B-actin mRNA levels and to Jurkat control.

B. Bars show mean +/- s.e.m. of 3 control and 3 DUSP 11~ Jurkat clones. Student’s t-test
**p<0.01 C. Western Blot representative of n=2 independent experiments. D. Western
Blot representative of 3 independent experiments. Numbers at the bottom indicate semi-
quantification of relative DUSP11/GAPDH levels normalized to control condition. E. Heat
map show mean of 3 controla and 3 DUSP11- Jurkat clones.
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Supplementary Figure 4

Schematic of the proposed mechanism for the contribution of Pol3-transcribed
endogenous RNAs in the activation of RIG-I/MAVS during HIV-1 infection.
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