Table W1. Primer Sequences.

Cloning
Target Forward Reverse
YFP 5'-gtgtgtaagettaccatggtgageaaggecgageagc 5'-acacacggatccgagcttctigtacagetegtecatge

Drosha AE31
Drosha AE31-32
Drosha AE30-32

Flag deletion to obtain HA-DGCR8

Drosha E1045Q
Drosha E1222Q

Specific RT for Mature miRNAs

5'-cctrggeggacctttggaatgagtreattrrgaatcag
5'-cctiggeggaccttttggaatgactctgeagacagtgg
5'-catgaaggacacttaactgactctgcagacagrgg
5'-ctgatcgecgecgecatgracecttatgacgtge

5 ! -ggccaattgrtt(caagcg(taatagg
5'-ggeggaccttttgcaatcatttattgeageg

5'-ctgattcaaaatgaactcattccaaaaggrccgecaagg
5'-ccactgtetgeagagteattccaaaaggtecgecaagg
5'-ccactgtetgeagagtcagttaagtgtecttcatg
5'-gcacgtcataagggracatggeggeggegatcag
5'-cctattaacgcttgaaaacaattggee
5'-cgctgeaataaatgattgcaaaaggrecgee

Target Stem-loop Primer

miR-17 5'-gtegtatccagrgeagggtccgaggrattcgeactggatacgacctacct

miR-25 5'-gtegtatccagtgeagggtccgaggtattcgeactggatacgactcagac

PCR

Target Forward Reverse

Drosha E29-35

Quantitative PCR

5'-ccacaatcagagaatggaattcc

5'-gacaacagtcacagttactgage

Target

Forward

Reverse

WT Drosha
Drosha AE31
Drosha AE31-32
Drosha AE30-32
Endogenous Drosha
Endogenous DGCR8 (5'UTR)
pri-let-7a-3
pri-miR-17
pri-miR-25
pri-miR-16-2
miR-17

miR-25

Cyclophilin A
RPLPO

Pre-45S rRNA
(RNA"

Primary MiRNA Processing

5'-gettcttrecacgattgaaagag
5'-ggcggaccttttggaatgag
5'-geggaccttttggaatgactc
5'-atcatgaaggacacttaactgac
5'-gtgacatatccaggeggaac
5'-actcgcttagtegecagtea
5'-accaagaccgactgeecttt
5'-acatcaccttgtaaaactgaagattg
5'-ggtcgectactcacaaaacag
5'-tgreeecatcatcagargeeegt

5 ! -gtcgra(ccagtgcagggtccgaggra[tcgcactggatacgacctacct
5'-gtcgtatccagtgeagggtccgaggtattcgeactggatacgactcagac

5'-gtcaaccccacegtgtectt
5'-ggcgacctggaagtccaact
5'-cggtegtgtgrgggrtgact
5'-cccgaacagggacttgaac

5'-ccattgetgeteccatttee
5'-ccattgetgeteccatttce
5'-ccattgetgeteccatttee
5'-ccattgetgeteccatttee
5'-gaagcagcctcagattttgg
5'-ggccacattgetettttcat
5'-ctctgtecaccgceagatatt
5'-aaaaagcactcaacatcagcag
5'-ctcacaggacagctgaactce
5'-agttgctgtatccctgtcacac
5'-gtgcagggtecgaggt
5'-gtgcagggtecgaggt
5'-ctgctgtetttgggacctigt
5'-ccatcagcaccacagectte
5'-ctecttecttecgaggeaga
5'-gcceggatagetcagieg

Target

t7_Forward

Reverse

pri-miR-15b~16-2

5 ! »taatacgactcactatagggctaggttggatgaa(ccta

5'-aatacaaacaattgataaaatag
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Figure W1. Drosha wild-type expression in different cell lines. Relative expression levels of wild-type Drosha mRNA were quantified by
quantitative PCR using primers specific for the wild-type sequence. Values are normalized to RPLPO levels. One representative data set
is shown; error bars, SEM.
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Figure W2. Drosha AE30-32 splice variant is not subject to NMD.
Ma-Mel-71 melanoma cells were treated with cycloheximide to block
the initial round of translation required for NMD. The expression of the
Drosha AE30-32 splice variant as quantified by quantitative RT-PCR in
comparison to wild-type Drosha remained unchanged when NMD
was blocked, indicating that it is not subject to NMD. Depicted is
the average of three experiments, with error bars representing SEM.
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Figure W3. Drosha splice variants exhibit no pri-miRNA processing activity. HEK293 cells depleted of endogenous Drosha using an
siRNA against the 3'UTR of Drosha were transfected with HA-DGCR8 and siRNA-resistant Drosha constructs as indicated. WT 1/2
indicates that half the amount of Drosha WT plasmid was used for transfection. EV indicates empty vector; WT, wild-type. (A) Endog-
enous Drosha levels were determined by quantitative RT-PCR to verify knockdown efficiency. (B) Protein expression levels of endoge-
nous and ectopic Drosha were analyzed by Western blot. (C) Quantification of pri-miRNA levels by quantitative RT-PCR normalized to
cyclophilin mRNA levels. n = 3. Error bars, SEM. Asterisks denote statistically significant differences: *P < .05, **P < .01, ***P < .001
(unpaired t test).



