Supplementary Figure 1
Human ARS8 full-length cDNA sequence

gacactgaatttggaaggtggaggattttgtttttttcttttaagatctgggcatctttt
gaatctacccttcaagtattaagagacagactgtgagcctagcagggcagatcttgtcca
ccgtgtgtcttcttctgcacgagactttgaggctgtcagagecgetttttgegtggttget
cccgcaagtttccttctctggagcttcccgecaggtgggcagetagetgcagegactaccg
catcatcacagcctgttgaactcttctgagcaagagaaggggaggcggggtaagggaagt
aggtggaagattcagccaagctcaaggatggaagtgcagttagggctgggaagggtctac

M E V Q L G L G R VY
cctcggccgecgtccaagacctaccgaggagctttccagaatctgttccagagegtgege
P R P P S K TYRGAFQNULFQ S V R
gaagtgatccagaacccgggccccaggcacccagaggccgcgagcgcagcacctcccgge
E VI QNP G P RHWPEAASAAWPPG
gccagtttgctgctgcagcagcagcagcagcagcagcagcagcagcagcagcagcageag
A-S LLLQQQQQQQQQ Q Q Q Q Q Q
cagcagcagcagcagcagcagcagcagcagcagcagcagcaagagactagccccaggeag
Q Q Q Q@ QQQQQQ Q QQ Q E TS P RQ
cagcagcagcagcagggtgaggatggttctccccaagcccatcgtagaggccccacaggce
Q 0 Q Q QGEDGSZPOQAHT RIR RGTPTG
tacctggtcctggatgaggaacagcaaccttcacagccgcagtcggccctggagtgccac
Y LVLDTETETZ QU QPS SO QPO QSATLTETCH
cccgagagaggttgcgtcccagagcctggagccgecgtggeccgeccagcaaggggctgecg
P E R G CV P EP G A AV A A S K G L P
cagcagctgccagcacctccggacgaggatgactcagctgccccatccacgttgtccectg
Q Q L. P A PP DEUIDUDSAAZPSTL S L
ctgggccccactttcccecggettaagcagctgctecgetgaccttaaagacatcctgagce
L 6 P T F P GUL S S CSADULIK KD 1 L S
gaggccagcaccatgcaactccttcagcaacagcagcaggaagcagtatccgaaggcage
EASTMOQLTLTG OO OU QOO QO OTEAVTSTETG S
agcagcgggagagcgagggaggcctcgggggctcccacttcctccaaggacaattactta
S S GR A REASGAPTS S K DN Y L
gggggcacttcgaccatttctgacaacgccaaggagttgtgtaaggcagtgtcggtgtcc
G G T s T I S DNAIKUELTCI KAV S V S
atgggcctgggtgtggaggcgttggagcatctgagtccaggggaacagettcggggggat
M G L GV EALEWHTLSUPGEQL R G D
tgcatgtacgccccacttttgggagttccacccgetgtgegtcccactecttgtgeccca
cC MY AP LLGVPPAV RPTUPICA AP
ttggccgaatgcaaaggttctctgctagacgacagcgcaggcaagagcactgaagatact
L A ECIKG S L L DD SAGIK S TETDT
gctgagtattcccctttcaagggaggttacaccaaagggctagaaggcgagagcctagge
A E Y S P F K G GY T K G L E G E S L G
tgctctggcagcgctgcagcagggagctccgggacacttgaactgccgtctaccctgtcet
c S GS AAAGS S GTULEULUP S T L S
ctctacaagtccggagcactggacgaggcagctgcgtaccagagtcgcgactactacaac
LYy K S G AL DU EAAAY QS RD Y Y N
tttccactggctctggccggaccgccgecccctecgecgectecccatccccacgetcge
F P L AL AGPPP P PP PP HUPMH AR
atcaagctggagaacccgctggactacggcagcgcctgggecggctgcggcggegecagtge
Il K L EN P L DY G S A W AAAAWANDGQC
cgctatggggacctggcgagcctgcatggcgcgggtgcagcgggaccecggttctgggteca



ggcggcggcgaggcgggagcetgtagecccctacggctacactcggecccecctcaggggetg
G 6 G E AGAV A PY GGY TR RWPUP QG L
gcgggccaggaaagcgacttcaccgcacctgatgtgtggtaccctggecggcatggtgagce
AAG Q E S bDF TAWPUDUVWYPGGMV S
agagtgccctatcccagtcccacttgtgtcaaaagcgaaatgggcccctggatggatagce
R v pPYPSPTT CVIKSEMGUZPWMD S
tactccggaccttacggggacatgcgaaatacccgaagaaagagactctggaaactcatt
Y S G P Y GDWMRNTIRIRI KR L W K L I
atcaggtctatcaactcttgtatttgttctcccagggaaacagaagtacctgtgcgccag
I R S 1 NS C 1 C S P R ETE V P V R Q
cagaaatgattgcactattgataaattccgaaggaaaaattgtccatcttgtcgtcttcg
Q K -
gaaatgttatgaagcagggatgactctgggagaaaaattccgggttggcaattgcaagca
tctcaaaatgaccagaccctgaagaaaggctgacttgcctcattcaaaatgagggctcta
gagggctctagtggatagtctggagaaacctggcgtctgaggcttaggagcttaggtttt
tgctcctcaacacagactttgacgttggggttgggggctactctcttgattgctgactcc
ctccagcgggaccaatagtgttttcctacctcacagggatgttgtgaggacgggctgtag
aagtaatagtggttaccactcatgtagttgtgagtatcatgattattgtttcctgtaatg
tggcttggcattggcaaagtgctttttgattgttcttgatcacatatgatgggggccagg
cactgactcaggcggatgcagtgaagctctggctcagtcgecttgecttttcgtggtgtgcet
gccaggaagaaactttgctgatgggactcaaggtgtcaccttggacaagaagcaactgtg
tctgtctgaggttcctgtggecatctttatttgtgtattaggcaattcgtatttcccect
taggttctagccttctggatcccagccagtgacctagatcttagcctcaggecctgtcac
tgagctgaaggtagtagctgatccacagaagttcagtaaacaaggaccagatttctgcett
ctccaggagaagaagccagccaacccctctcttcaaacacactgagagactacagtccga
ctttccctcttacatctagccttactgtagccacactccttgattgctctctcacatcac
atgcttctcttcatcagttgtaagcctctcattcttctcccaagccagactcaaatattg
tattgatgtcaaagaagaatcacttagagtttggaatatcttgttctctctctgctccat
agcttccatattgacaccagtttctttctagtggagaagtggagtctgtgaagccaggga
aacacacatgtgagagtcagaaggactctccctgacttgcctggggcectgtctttcccac
cttctccagtctgtctaaacacacacacacacacacacacacacacacacacacacacac
acgctctctctctctctccccccccaacacacacacactctctctctcacacacacacac
atacacacacacttctttctctttcccctgactcagcaacattctggagaaaagccaagg
aaggacttcaggaggggagtttcccccttctcagggcagaattttaatctccagaccaac
aagaagttccctaatgtggattgaaaggctaatgaggtttatttttaactactttctatt
tgtttgaatgttgcatatttctactagtgaaattttcccttaataaagccattaatacac
ccaaaaaaaaaaaaaaaa

Note: The stop codons upstream of and in-frame with the first putative methionine is in red and underlined.
The termination codon is indicated by “-”, and the polyadenylation signal is in red and underlined. The
ARS8 unique amino acids are in bold and underlined.
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Supplementary Figure 2

A, Specificity of AR8 PCR primers.10ng of AR ,AR3 and ARS8 plasmid were used as the PCR
template respectively. PCR amplification was carried out using a pair of AR, AR3 or ARS8 specific
primers as described in the Method. B, Relative expression levels of AR and ARS8 transcripts in
LNCaP,C4-2 and C4-2B (Left ) and two pairs of hormone-sensitive (HS) and hormone-resistant
(HR) CW22R xenograft tumors were quantified using real-time PCR (Right). C, CWR-R1 cells
were treated with vehicle or 1nM DHT (Left) or 10 ng/ml EGF (Right) for 12h. The relative
expression of AR8 and AR transcript was quantified by real-time RT-PCR. The ratio of ARS8 to
AR was calculated by using the Pfaffl method. Statistical analysis was performed using a two-
tailed Student's t-test. *, p<0.05 compared to the untreated control.
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Supplementary Figure 3

ARS8 did not display detectable transcriptional activity . COS-1 cells were transfected with
ARR2-luciferase/4xARE-luciferase/MMTV-luciferase/PSA-luciferase reporters along with AR,
AR3, ARS8, control vector as indicated. At 24 h post-transfection, cells were treated with DHT
or vehicle as indicated for 12h before measuring luciferase activity.
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Supplementary Figure 4 COS-1 cells were transfected with AR or AR3 and stained as
described in Fig 1D.
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Supplementary Figure 5
Membrane localization of ARS8 in prostate cells. LNCaP, CWR-R1 or Hpr-1 cells were
infected with lentivirus encoding FLAG-tagged ARS8 and stained as Fig 1D.
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Supplementary Figure 6
LNCaP cells were infected with lentivirus encoding AR8 and staining with anti-AR (N20) and
anti-E-cadherin antibody. Nucleus was visualized using DAPI staining.
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Supplementary Figure 7
The expression level of AR and ARS8 protein in the cells used for proliferation assays
described in Fig. 5A was determined by Western blot.
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Supplementary Figure 8

LNCap cells were infected with lentivirus encoding ARS8 or control vector. At 48h post-infection,cells

lysates were subject to immunoprecipitation with anti-tubulin(left) or anti-Actin(right), foolowed by
Western blot using the indicated antibodies.





