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= The condition of PCR for each pair of primer was optimized by temperature

°
M4 cells. radient amplification Alignment between amplicon of CHO/G i3 and NM_010306 CO“CIUS'O“
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. . . . G alphai 3_CHO_am... Sequence GAGAAAGCG GCCAAAGAAG TGAAGCTGCT GCTGCTCGGT 1 H 1 ini H
[ ] N Primers usecl mn real-l'lme PCR (Qlagen) G alphai 3.NM013106  Sequence ~ CGCAACTTGC GGGAGGACGG GGAGAAAGCG GCCAAAGAAG TGAAGCTGCT GCTGCTCGGC Our resu'lts Sho.vv e.d for the f irst time that the gxpresslon copy number of G as RIS much more important
PYONY " " - . o . than G 0i3 (G ai3 is predominantly expressed in CHO cells, data not shown).
@ 2 2 s ‘ s X . . . g
Qe 0@ < l < Qiagen Detected Amplicon Galphai 3_CHO_am... Sequence  GOTGGAGAAT CTGGTAAAAG TACCATTGTG AAACAGATGA AAATCATTCA TGAGGACGGC Dose dependant enhancement of sodium butyrate on the expression of M, receptor (10 to 12 fold at 5 mM)
[ ) number transcript size G alphai 3_NM013106 ~ Sequence ~ GCTGGAGAAT CTGGTAAAAG TACCATCGTG AAACAGATGA  AAATCATTCA TGAGGACGGC was observed. In contrast the expression of G ai3 and G as genes was s|i9h||y affected by sodium buryrate
My receptor ......] HeCHRMA Q100214963 NM 000741 ... 142bp b i 20 i o 2 ireaiment.
. - G alphai 3_CHO_am... Sequence TATTCAGAGG . . . . . .
Goi3 ... MmGnai3 Q01062278 NM 010306 10 9Ep ....... G alphai 3_NM013106  Sequence ~ TATTCAGAGG ACGAATGTAA ACAGTATAAA GTAGTTGTCT ~ACAGCAATAC TATTCAGTCC M, receptor dual coupling (Goi/Gas) is dependent on the expressed receptor density and the agonist concentration.
Gos Hs-Gnas QT00021315  NM_000516 91bp No agonist trafficking was observed.
Acknowledgements GaPDH T MmGapd 100309099 N 001001303 T00bp Algnment beween amplicon of CHOY/G o and NM.00516 e iehiomery -
........ P—P o o % 100 o 120 A high stoichiometry between G as and M, receptor gene in sodium butyrate untreated CHO-S M, cells does
We acknowledge Mrs Karine Cheroux, 18Sribosome  MmRn18S Q01036875 X00686 149bp GalphaS_CHO_a..  Sequence  ———CGOAACA AAAAGATCGA GAAGCAGCTG CAGAAGGACA AGGAGGTCTA COGGGCCACG not favor the M,/ G as coupling at the 10 pM to 1 pM concentration range of agonists, therefore, physiological
Ms Maryse Martin and Céline Billy for technical 185/28S ribosome  Rn-Rn1-1 Q100199374 M11188 103 bp GalphaS_NM000..  Sequence  GAGCGCAACA AAAAGATCGA GAAGCAGCTG CAGAAGGACA AGCAGGTCTA CCGGGCCACG pleiotropic G protein coupling could not exist for M, receptor.
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Mr loic Dorgeret for poster preparation. CyclophilinA | Hs-PPIA ~ QT00052311  NM 021130 121bp GaphaS OHO a..  Seauence CAGSGOOTGS TaSTaCTERe TaoTaGIGRs ToTe : : : Use of sodium bu.l'yrcll'e to manipulate the expression !evel of heterologotzls receptor and G protein might provide
Mm = mouse  Rn = ot Hs = human GalphaS_NM000...  Sequence ~ CACCGCCTGC TGCTGCTGGG TGCTGGAGAA TCTGGTAAAA GCACCATTGT GAAGCAGATG a new approach in the development of a robust functional assay for G ai coupling receptor.

m Introduction . N Expression of recombinant human muscarinic 4 receptor in CHO-S cells N Relative real-time PCR Effect of sodium £ 1 woomish ma0mss Dose-effect o
. The human genomic DNA (Clonetech) was used to isolate the gene encoding human M, receptor AACH . ) butyrate (SB) 2 10 of sodium butyrate | .0 = GO+ 1 i Nauyrte
. . . - ) 9. o . 9 9 4 P 2 method was used fo determine the relative abundance  on the expression 2" on the expression | ¢ 12 B croam, e
Functional screening of GPCR tar- : [PCR with specific primers). The corresponding gene was clonedintoa mommo||on expression vector of a studied gene expression between the control and the of housekeeping g oo of M, receptor, %_GA . B CHO-9M + 5 mM Na buyrate
gefed compounds is becoming a . pCl/neo (Promegal and then stably transfected infto CHO-S cells (Invitrogen). sodium butyrate treated cells. ACt is the difference in Ct SCI;T:;H— a 06 (C;::fezzgpigs qg,’i i
. . 0, . . . . =
preferred primary step in the drug . « CHO-S My cells were cultured in DMEM with 5% dialyzed FCS and G418.1 mM to 5 mM of values between housekeeping (used for normalisation) and Cretontiin A g o gone 185 i
discovery process. However, it is . sodium butyrate (Sigma) were added 12-18 h prior to experimentation. specific gene. (PPIA], 185 c o ribosome) z °
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challenging tc; obtain a workable N cAMP assay N Absolute real-time PCR 185/28$ ribosome GAPDH  PPIA 1888285 | represeriative of fiee M4 Gaid Gas
robust assay for G ai/o coupled experimens
recentors S)e,vero| factors ma pex . CHO-S M, cells were harvested by EDTA and re-suspended in HBSS buffer containing 0.1% glucose Plasmid construction Dose-offect
. : . : ; : - Standard curve
lai pfh' h by' . and 0.5 mM IBMX. The cells were dispensed info a black 96 half-well plate at a density of 10,000 = Conventional PCR was performed to generate gene-specific  of sodium butyrate 2 D < 4ok
Fc);olfl/ GIs p Znoinem]-one eing : - 15,000 cells per well. After 30 min incubation at room temperature, an equal volume of assay amplicon using the same primers necessary for realime PCR.  on the ex;;:ssi‘t:)n " e E i
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G os dual couphng receptor. . Dose-effect of sodium butyrate on the dual coupling of M, receptor activated by different agonists (HTRF® cAMP assay) Standard curves 4 Data are ° 0
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In our study, a biphasic cAMP = Exact quantification of the DNA content for each plasmid _ T R
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response induced by acetylcholine, : 120 & w0 o was done in various dilution and repeats on a specfropho-
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In th d Png . . RNA was extracted from culiured CHO-S/M, cells using Trireagent Alignment between amplicon of CHO/M, and NM_000741 g’z flumber o 5 < 250K
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n the present stu y., comparative . (Sigma, 1.0 M9 of fotal RNA was reversely Trcmsc”pted fo cDNA using M4_CHO_amplicon  Sequence  —mmm oo —ooon GTA TGAGACGGTG GAAATGGTCT TCATTGOCAC AGTGAGAGGC 20 £ fggi
and absolute real-time PCR were . MMLV and random hexamers (C|OnTeCh). NM_ORF_000741 Sequence  TCATCATCCC ACAATCGCTA TGAGACGGTG GAAATGGTCT TCATTGCCAC AGTGACAGGC . i
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used fo evaluate the effect of - 8 Real-time PCR on 1Q5 cvel iy 0 = 0 o i o ‘ Dota areshown o § 5K
. . . eal-time on cycler M4_CHO_amplicon ~ Sequence  TCCCTGAGCG TGGTGACTGT CGTGGGCAAC ATCCTGGTGA TGCTGTCCAT GAAGGTGAAC +5.D for th
sodium butyroteon the expression . 14 NM_ORF_000741 Sequence  TCCCTGAGCC TGGTGACTGT CGTGGGCAAC ATCCTGGTGA TGCTGTCCAT CAAGGTCAAC e B '|14 . /13| 12 g :f;er:iments ezrch e omM Tmi " zmhbnt ) ELL SmM
. . . . mi : i um I
of endogenous G proteins and a . = Realtime PCR was performed by SYBR Green technology using Bio-Rad 190 200 210 220 200 240 [plasmid] g/ performed in iriplicate S
. © /\/\oster mix M4_CHO_amplicon Sequence AGGCAGCTGC AGACAGTCAA CAACTACTTC CTCTTCAGC-
hetero|ogous receptor In CHO'S : . NM_ORF_000741 Sequence  AGGCAGCTGC AGACAGTCAA CAACTACTTC CTCTTCAGCC TGGCGTGTGC TGATCTCATC
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