
Neuromuscular disorders . Nn 

DUP - General Collection · 
W1 NE337GB 
v. 20, no . 2 
Feb. 2010 

20 (2) 95- 154 
ISSN 0960-8966 

Neuromuscular 
Disorders 

Editor-in-Chief 

V Dubowitz UK 
Associate Editors 

AG Engel USA 

N laing Australia 

L Merlini Italy 

1 Nishino Japan 

A Oldfors Sweden 

T Voit France PROPERTY OF THE 

NATIONAL 
LIBRARY OF 
MEDICINE 

Official Journal of the World Muscle Society 



Neuromuscular Disorders 
Editor-in-Chief 

V Dubowitz 
(See ac/cl,-ess below) 

Editorial Mana er 
J Miller, The Dllbowitz NeL1romL1scu /a,- Cent,-e, Jsr Floo,-, UCL lnsritute 

of Chile/ Health, 30 Cllilfo,-c/ St,-eet, Lone/on WC IN I EH, UK 
(Tel/Fax: ( +44) 20 8998 60 I J; e-mail: j.m iller@ich.L1cl.ac.L1i<) 

Associate Editors 
A G Engel, Department of Neurology, Mayo Clinic, Rocheste,-, MN 55905, 

USA (Fax:(+ / ) 507 284 583 1) 
NG Laing, NH&MRC Principal Resea,-ch Fellow, Cent,-e for Meclirnl 

Resea,-ch, Unive,-sity of Western AL1strnlia M5 / 9 Western AL1srrnlic1n 
Inst f or Meclical Resea,-ch, 'B' Bloc!<, QE/1 Meclical Centre, Necl/ancls, 
Western Australia 6009, Australia (Tel: ( +61) 8 9346 46 11 ; Fax: ( +61) 
8 9346 1818; e-mail: nlaing@cyllene. L1wa.ec/L1.cw ) 

L M ~rl1n1, Mllsc/e Unit, Division of Meclirnl Genetics, Department 
of E~perimentcil & Dic1g11ostic Medicine, Unive,-sity of Fe,-rara, 
Vw l·ossato c/J Marrara 74, 44 100 Fe,-rara, Italy (Te l: (+39) 0532 
_424449; Fax: (+39) 0532 236157; e-mail: IL1ciano.111e,-/ini@L1nife. it ) 

I N1sh1no, Depa,-tment of NeL1romL1scular l?esecirch, National Institu te of 
Neuromence, National Center of Neurology ancl Psyc/1iat1y (NCNP) 
4- I - I Ogawal11gasl11-c/10, Koclaira, Toi<yo 187-8502, Japan. (Tel: ( +8 J) 
42 346 I 712; Fax: (+8 I ) 42 346 I 742; e-mail: nis/Jino@ncnp.go.jp) 

A Oldfors, Department of Pathology, Sa/J lgrenslw Unive ,-si1y Hospira/, 
S-41345 C6lebo1g, Swee/en (Tel: ( +46) 707 338 I 16; Fax: ( +46) 3 I 4 I 7 
283; e-mail: ancle,-s.o/clfors@gu.se) 

T Voit, INSERM U 523, lnstitut cle Myologie, 1-/opiwl cle la Salperriere, 47 
Bvcl cle l 'Hopiwl, F/? 7565 7, Pa,-is 13, France (Tel: ( + 33) 1 42 16 9685; 
Fax: ( + 33) I 42 I 6 9657; e-mail: t.voit@institut -myologie.org) 

Reviews Editor 
A Old ro rs (Sw eden ) Tel: ( +46) 707 338 11 6; Fax: ( +46) 3 I 4 J 7 283; 

e-mail: ancle,-s.olclfors@gu.se 

Veterinary Myology 
GO Shel ton (USA) Tel:(+ / ) 858 534 1537; Fax:(+ / ) 858 534 039 1; 

e-mail: gshelton@L1cscl.ec/u 

Animal Models for Neuromuscular Diseases 
G Butle r- Browne (France) Tel: (+33) I 4077 9635; Fax: (+33) I 5360 

5008; e-mail: Ci llia11.bU1/e,-- /Jrowne@upmc.J,-

Short Case Re orts Editor 
L M erlin i ( Italy) Tel: (+39) 0532 424449; Fax: (+39) 0532 236157; 

e-mail: /uciano.111erli11i@unije. it 

Picture of the Month 
B Talim (Turkey ) Tel: (+90) 312 305 1304; Fax: (+90) 312 467 4656; 

e-mail: bwlim@lwcettepe.ec/L1.tr 

Clinical Casebook 
V Dubowi t z (Ed itorial Office) 

Patient's Forum 
V Du bowitz ( Edito r ia l Office) 

What the ournals Sa 
A Bretag (Aust ra l ia ) Tel: (+6 18) 8302 2398; Fax: (+6 18) 8302 1087; 

e-mc1 il: a/lan./Jrewg@unisa.eclu.au 

Book Review Editor 
M Damian (UK) Tel: (+44) I 16 258 4698 / 252 3772; Fax: (+44) 116 

252 3748 
e-mail: mscl J 3@/eiceste,-.ac.uk 

Gene Table Editor 
J C Kaplan (Fra nce) Tel: (+33) I 43 25 48 96; Fax: (+33) I 58 41 15 80; 

e-mail: j ean-c/aucle.kaplan@inserm.fr 

Historical Editor 
A E H Em ery (UK) E-mail: a/c1n.e111e1y@gtc.ox.c1c. uk 

Editorial Board 
H Amthor, France 
C Angelini, ltcily 
Z Argov, Israel 
V Askanas, USA 

A De Luca, lwly 
M de V i sser, ·1 lie Nct /Je,-/c111cls 
r- Deym er, T11 ri<ey 
S Di Mauro, USA 

S Iannaccone, USA 
p KaurmJ nn, USA 
H Lochmi.i ll er , UI< 
G M eola, It aly 

CA Sewry, UI< 
D Shelton , USA 
V Straub, UI< 
M Swash, UI< 

E Bertini , Italy 
D Biggar, Cc111ac/a 
L Bindoff, Norway 
G Bonne, France 

C Biinnem ann, USA 
SC Brown, UK 

K Bushby, UK 

G S Butler- Browne, France 
P Chinnery, UK 

M Da lakas, USA 

Aims and Scope 

A Ferli n i, I ta ly 

K M Fl ,,nigan, USA 
.I Flo rence, USA 
11 11 Corbel , C:enm111y 
M I IJllllJ, [JI( 

Y I l ,1yash i, /Clpan 
D ll i lton Jo nes, UK 

M I lir,1110, USA 
J M cC I lowcll , Austra/ic, 
J DI lsu, USA 

I: M ercuri , lla ly 
C M orri s, UK 
F Mun toni , UK 

C Navarro, pain 
I< Non h, Australia 
I{ Ouvri c r , Aust ra/ia 

M Rei lly, UI< 
N B Romero, Fronce 

U ·1 IWcgg, Switzer/c111cl 
D Sclccn, USA 

H Topa loglu, Tu rl<ey 
M Tu li nius, Swee/en 
B Uclcl, Finlancl 
M Vainzof, Brazil 
P Va n den Bergh, Belgiu m 
S M vm der Maarel , 

T/Je Net /Jer/c111cls 
J Vi ssing, Dennwrl< 
J Wok kc, T/Je Net l1cr/a11cls 

This internal iona l, multidisciplinary journ,1I covers all aspects or 11euro111u,cu la1 cli , 01 cle1 s in chilclhoocl .incl aclulI lil l' ( inclucli11g I IIL' mu,nil.ir cly, I ropll il•,. ,pi11,1I 
muscular aIrophies. herecl it<1ry neuropa1hies, congenit,1I rnyopa thies, 111yastheni,1,. 111yotonic syndromes, 111ct,1bol ic 111yop,11h ic, ,111(1 i11l l,1111111.1I01y 111yop,1Il11 l's). 

The Edi tors welcome origina l articles from all areas of 1he fi eld : 
• Clinical aspects, such as new clinica l enl ities. case studies of interest, trea t 111en1. management and reh,1bil it,1 t ion ( i nclucli 11g bio1 11cch,111ic,, 0111101 it dt•sig11 ,IIHI 

surgery): 
• Basic scientific studies of relevance to the clin ical synd romes, including advances in the fields or molecular biology and gc11cI ic,: 
• Studies of animal models relevant to the human diseases. 

The journal is aimed at a wide range of clinicians, pathologists. associated paramedical proress ionals and clin ica l and basic ,de11I1,I, wi l h ,111 i11Ic1t•,I 111 Jill' 
study of neuromuscular cl isorclers. 

In addition to original research papers: 1he journal also publishes reviews and mini- reviews. preliminary shon co1nmu11ic,11 iom and book reviews, ,111cl h,1, 
ecli1orial , correspondence and news sections. Reports 0 11 congresses and workshops, t,1king 1he rorm or ,1 d igested or very comprehensive co111111t·11I ,1I y, poII11I 11)\ 
out some of 1he particular highlights in relation to the con I ributions and giving some det,1i l o f the area cove reel . important con I ribut iom and a list ol p,I II irip,111 I ,. 
are also welcome. 

The journal is published twelve times a year and ai ms al rJ pid publ ication of high-qu,1lity papers of scie111 ific merit ,incl general i11Iere,I 10 ,1 wick I e,1clc1 sh ip. 
There is also a fast track for rapid publica1io11 of new material of outsl ancling scient ific merit and import ance. 

Printed by Polestar Wheatons I.tel, Exeter, UI< 



(D 
Neuromuscular 

Disorders 

Editor-in-Chief 

V Dubowitz 

Volume 20 No. 2 (2010) 

ELSEVlER 

Amsterdam - London - New York - Oxford - Paris - Shannon - Tokyo 



© 20 10 El sevier B.V. All ri ghts reserved. 

This journal and the individual co ntributi ons co ntained in it are protected under copy right by Elsevier B.V., and the fo llowing terms and conditi ons 

apply to their use : 

Photocopying 
Single photocopies of single artic les may be made for personal use as allowed by national copy right laws. Permi ss ion or the Publi sher and payment or a 
fee is required for all other photocopying, inc luding multiple or sys temati c copying, copying for advert ising or promotional purposes, resa le, and all 

forms of document delivery. Special rates are ava ilable for educat ional institu t ions that w ish to make photocopi es for non-profit educational class room 

use. 
Permi ss ions may be sought direc tly from El sevier's Rights Department: phone (+ I ) 2 15 239 3804 ; fa x (+ I ) 2 15 239 3805, e- mai l : 
healthpermi ss ions@elsevier.com. Reques ts may also be completed on- line via the Elsevi er homepage (http://www.elsev ier.com/locate/permiss ions). 
In the USA, users may clear permi ss ions and make payment through the Copy right Clearance Center, Inc .. 222 Rosewood Drive, Danvers, Ml\ 01923, 
USA: phone: (+1) (978) 7508400, fax: (+ 1) (978) 7504744, and in the UI< through the Copyright Licensing Agency Rapid Clea rance Service (CL.A RCS), 90 
Tottenham Court Road, London Wl P OLP, UI<: phone: (+44 ) 20 763 1 5555; fax : (+44 ) 20 763 1 5500. Other countri es may have a loca l reprographic right s 

agency for payments. 

Derivative Works 
Subscribers may reproduce tables of contents or prepare li sts of arti cles including abstracts for internal circulation within their instituti ons. Permiss ion 
of the Publisher is required for resa le or di stribution outside the institution. 
Permi ss ion of the Publisher is required for all othe r derivative works, including comp ilations and translations. 

Electronic Storage or Usage 
Permi ss ion of the Publisher is required to store or use electron ica lly any material contained in thi s journal, including any arti cle or part of an art icle. 
Except as outlined above, no part of thi s publication may be reprodu ced, stored in a retri eva l system or t ransmittecl in any form or by any means, 
elec tronic, mechanica l, photocopyi ng, reco rding or otherwi se, w ithout pri or w ritten permi ss ion or the Publi sher. 
Address permi ss ions requests to: El sevier Ri ghts Department, at th e fax ancl e-mail addresses noted above. 

Notice 
No responsibility is assumed by the Publi sher for any injury and/or damage to persons or property as a matter of products li ability, negligence or 
otherwi se, or from any use or operat ion of any method s, products, instructions or ideas contained in the materi al herein. Because of rapid adva nces in 

the medical sc iences, in particular, independent verification of diagnoses ancl clrug dosages should be macl e. 
Although all advertising material is expected to conform to ethica l (medica l ) stanclarcls, inclusion in thi s publica tion cloes not constitute a guarantee or 

endorsement of the quality or value of such product or of the claims made of it by its manufacturer. 

(§) The paper used in thi s publication meets the requirements of AN SI/NI SO 239.48- 1992 (Permanence or Paper). 

Author enquiries 
Fo r enquiries relat ing to the submi ss ion of art icles ( including elec tronic submi ss ion where availabl e) please vis it thi s journal's homepage at http:// 
www.elsevier.com/ locate/nmd. You ca n track accepted articles at hrtp: //www.e lsev ier.com/trackarticle ancl set up e-mail al erts to inform you of when 
an articl e's statu s has changed. Al so access ible from here is information on copyright, frequently asked quest ions and more. 
Contact detail s for questions ari sing after acceptance of an art icle, especially those relating to proofs, will be provided by the publi sher. 
Neuromuscufc,r Diso rders proceeds entirely online at www.ees.elsevier.com/nmd There is an online tutorial for authors ancl online support for 

techni ca l problems or quest ions via Elsevier's Aut horSupport team (a uthorsupport@e lsevier.com ). 

Publication information: Neuromuscu lar Disorders ( ISSN 0960-8966). For 20 I O Volume 20 is scheduled for publica tion. Subscription pri ces are 

ava ilable upon request from the Publi sher. Subscriptions are accepted on a prepa id basis on ly ancl are entered on a cal endar year basis. Issues are se nt 

by surface mail except to the following countries where air delivery by SAL mail is ensured: Argentina, Australia , Brazi l , Ca nada, Hong Kong. India, Israel. 

Japan. Malaysia, Mex ico, New Zea land, Pakistan, l'R China, Singapore, South /\l'ri ca , South Korea. Taiwa n, Thailand, USA. For all othe r countri es airmail 

rates are availabl e upon requ es t. Claims for missing issues should be make within six months of our publication ( mailing) elate. 

Orders, claims, and journal enquiries: ple,1se con tact the 1:lsevier Customer Se rvi ce Department nearest you: 

St. Louis: El sevi er Customer Se1·vice Department, '325 1 Riverpo, t Lane, M,1ryla nd I !eights, MO 63043. USA; phone: (800 ) 6542452 I toll free within tl1e 

USA I; (+ I ) ( 3 14 ) 447887 I I out side the US/\ I: f ,1x: ( + I ) ( ] 14) 4478029; c mail : Journal sCusto111erSe rvice-usa@elsevier.com 

Oxford: Elsev ier Custom er Se rvice Depa 1 tment , I he llou lev,11 cl, l.,111gfo1 cl l.,111e, Kicl lington, Oxford OX5 I GB, UI( ; phone: ( +44 ) ( 1865) 843434; fa x: ( +44 ) 

(1865) 843970; e-mail : Journ,1hCusto111erSe1vi(eEMl:M 1>ehev1e1.rn111 
Tokyo: Elsev ier Customer Se rvice lkp,1 1 tment. 41· I llg,1sh1 /\;abu , I Chome Bldg, I 9 15 I l igashi -Azabu, Minato-ku, Tokyo I 06-0044, Japan: phone: 

( +8 I ) (3) 556 1 5037: fax: ( +8 1) (3) 55Ci I 'l047: l' 111 ,1 !1 : Jou1 nalsCustome, ',e1 viceJapan@elsevier.com 

Singapore: Elsevier Customer Servi ce Departmrnt. ] l( illiney Ro,1cl, 1108 0 I Wins l,111d I louse I, Singa pore 2395 19; phone: ( +65) 63490222: fa x: ( +65) 

6733 15 1 0: e-mail : JournalsCustomerService/\1'/\CQ1)rl\rv1e1 .mm 

I The Instructions to Authors can be found on the jou1n,1 l's wrb\ it e www.e lsrv icr.co111flocat ~ 

USA mailing notice: Neuromuscular Disorders (ISSN 0960-8966) i\ publi \ hecl month ly by 1:l srv ier B.V., J{,1cl,1 1w !!; 29, I 04 '.I NX /\1mtercl,1m, th e 

Netherlands. Periodi ca l postage paid at R,1hway NJ and aclcl iti ona l m,1i ling uflicc~. 
USA POSTMASTER: Sen cl change of aclclress to Ne uro111uscu /c1r /Jiso rclers, El sevier CusIomer Se rvice I) ' part mcnl, J:l5 I Ri vc rport l.,lll l', M,1ry l,111cl I lei).\ht ~. 

MO 63043, USA. 
AIRFREIGHT AND MAILING in US/\ by Mercury International Limited, 365 Blair Roa d, Avene l. NJ 0700 I. 

Advertising information: Adverti sing ord ers ancl enquiri es ca n be sent to: USA, Canada and South America: M1 , Tino lkC.1 1 lo, /\clvcrt i\ ing 

Department, Elsev ier Inc., 360 Park Avenue South, New York, NY 100 I 0- I 7 10. US/\: phone: (+- I ) (2 12) 6'.l'3 38 15: lax: (+- I ) (2 12) (i'J'3 '3820: c 111,1il : 

t.cl eca rlo@e lsevier.com. Japan: The Advertising Department, Elsev ier l<. K., 4F Higashi -Azabu, I -Chome Blclg. I 9 15 lligashi /\zabu, Mi n,1to ku, Tokyo 

I 06-0044, Japan: phone: ( +8 I ) (3) 556 I 5037: fax: ( +8 1) (3) 556 I 5047: e-mail : jp.info@e lsevier.com. Europe and ROW: Commercial S,1le\ 

Department, Elsevier Ltd., The Boulevard, Langford Lane, Kicllington, Oxford OX5 1GB, UK: phone: (+44 ) 1865 8430 16: fa x: (+44) 18Ci5 84397Ci: c mail : 

meclia@elsevier.com 

Funding body agreements and policies: Elsevier has es tabli shed agreements ancl cleve loped policies to all ow authors w ho\c article\ appe,1 r in 

journals publi shed by Elsev ier, to comply with potential manuscript archi ving requirements as spec ified as conditions or thei r grant award s. To le,1 rn 

more about existing agreements and policies please v isit http://www.elsevier.com/fundingbodi es 

I Neurornuscu/nr Disorders has no page charges 



This material may be protected by Copyright law (Title 17 U.S. Code) 

Neuromuscular Disorders 20 (20 I 0) I 02- 1 I 0 

Contents lists available at ScienceDirect 

Neuromuscular Disorders 

ELSEVIER journal homepage : www. e ls e vier .com/ locate / nmd 

Comparative analysis of antisense oligonucleotide sequences targeting exon 53 
of the human DMD gene: Implications for future clinical trials 
Linda j. Popplewell a. ,, Carl Adkin b. 1, Virginia Arechavala-Gomeza b, Annemieke Aartsma-Rus c, 

Christa L. de Winter \ Steve D. Wilton d, Jennifer E. Morgan b, Francesco Muntoni b, Ian R. Graham a, 
George Dickson a .• 

•1 Sc/100/ of FJiologirnl Scie11ces, /loya l Holloway - University of t.011do11, Eg lw111 , Surrey TW20 0EX, u,,ired Ki 11gdo111 
" Dubowirz Neuro 11111srn lar Ce111re, Uct lrrsriru1e of Child Hec1l//1 , 30 Guilford Sr reel. London WCI N I El I, Uuired Ki11gdo111 
'Ceurerfor l·l11mw1 and Clinirn l Generics, Leiden U11iversiry Medical Ceur er, PO FJox 9600, 23001/C Leiden, Tire Ne1/rerlc111c/s 
dCenrre for Neurolog ical and Neuromuscu lar Disorders, Ausrra lia11 Neuromusrn lar llesea rc/1 /nsriwre, U11iversiry of Wesren, Aus1ralia, Perr Ir, WA 6009, Aus1ra lia 

ARTICLE INFO A B S T R A C T 

Arricle l1isro1y: 
Received 13 July 2009 
Rece ived in rev ised form 20 October 2009 
Accepted 27 October 2009 

Keywords: 
Exon skipping 
Duchenne muscular dystrophy 
Anti sense oligonucleotides 
l'hosphorodiamidate morpholino ol igomer 

Duchenne muscular dystrophy (DMD) is ca used by the lack of functional dystrophin protein, most com
monly as a result of a range of out-of- frame mutations in the OMO gene. Modulation of pre-mRNA splic
ing with anti sense oligonucleotid es (AOs ) to res tore the reading frame has been demonstrated in vitro 
and in vivo, such that truncated but functiona l dystrophin is expressed. AO- induced skipping of exon 
5 1 of the OMO gene, w hich could trea t 13% of DMD patients, has now progressed to clinical trials. We 
describe here the methodical, cooperative compari so n, in vitro ( in DMD ce ll s) and in vivo ( in a tran sgenic 
mouse expressing human dystrophin ), of 24 AOs of the phosphorodiamidate morpholino oli gomer (PMO) 
chemistry designed to targe t exon 53 of the OMO gene, skipp ing of whi ch cou ld be potentially app li cab le 
to 8% of patients. A number of the PM Os tested should be considered worthy of development for clinica l 
trial. 

1. Introduction 

Duchenne muscular dystrophy (DMD) is a ,eve, ' musc lr wast 
ing disease, affecting I :3500 live mal r bi,th s, ca used by the l,1ck of 
functional dystrophin prot r in in skrlrtal mu sc l 'S, ,is a result of 
frame-di srupting de let ions or clupli ca t ion s or, lrss common ly, non 
sense or missense mutati ons in the OM/J gene I 11. MuI,111ons th ,1 1 
maintain the reading fram e or th r grnr and ,1 llow expre,, ion of 
semi - functional, but internally-delr ted dy, trophin are gener,1lly 
assoc iated with the lrss srvrrr Brcker muscular dystrophy 
(BMD) 11 ,2 1. 

Transforming an out-of- framr DMD mutation into its in- fram e 
BMD counterpa rt with anti se nse oligonucleot ides (AOs) is the ba sis 
of the potentially exc iting exon skipping therapy for DMD (re
vi ewed by Muntoni and Wells) 131. The hybridiza ti on of AOs to spe
cific RNA sequence motifs prevents assemb ly of the spliceosome, 
so that it is unable to recogni se the target exon(s) in the pre-mRNA 
and include them in the mature gene transcript 14,5 ]. AOs have 
been used to induce skipping of spec ific exons such that the read
ing fram e is restored and truncated dystrophin expressed in vitro 
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in DMD patient cells 16,5,7- 9 ], and in anima l models of the disease 
in vivo 14,10- 131. 

Initial proof-of-principle clinica l trial s, using two different AO 
ch ·mistri es (phosphorothioate- linked 2'-O-methyl modified bases 
(2'OMe l>S) I I4I and phosp horod iam idate morpholino oligomer 
( PM O) 11 51) for I hr targe ted skipping of exon 51 of the OMO gene 
,1lI er intr,1 muscular injection, have been performed recrntly with 
encou,aging r suits. Whi le both chemi stri es hav exce llent safety 
profilrs I 16, 17 I, J>MOs appear to producr more cons is ten I and sus-
1,1incd rxon skipping in th r mclx mouse modr l of I MD I I8- 201, in 
humdn mu sc le rx plant , 12 1 I, and dy, trophic canine musc lr cr ll s 
in vi tro 1221. I lowever, for so me human •xons, 2'OMrPS and 
PM O AON s perform ·cl equally wr ll I 171, ince the mutations that 
ca usr DMD arr so clivr rse, or those DMD pa1i 0 n1 s with genomic 
dr l tions, skipping or rxon 5 1 would h,,v, 1hr pot ential 10 Irr,1 1 
only 13% of such patient s on the Lr id n DMD cl at,1b,1se 12'3 1. ,incl 
I r:: % of such patients on th r UM D DMD Fr,rnce mul,1t ion~ clat ,1b,1se 
(see http ://www.umd.b /D MD/4A l'ION/W MONO ). Although any 
predi ctions on the frequency of mutati ons and pr rcrntag or skip
pabl e pati ents should be viewed w ith ca ution , it is undeni.:tbl r that 
the continued development and analysis of AO · for the targeting of 
other DMD exons is vital. 

Here we report the compara ti ve ana ly is of,, seri es of PM Os tar
geted to exon 53, skipping of which wou ld have the potential to 
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treat a further 8% of DMD patients with geno111ic deletions on the 
Leiden database 123 1. and a further 13.5% of patients on the 
UMD-DMD France 111utations data base (see http: //www.umcl.be/ 
DMD/4ACrJON /W_MONO ). PMOs des igned and previously te tecl 
in normal human skeletal muscle cell s (hSkMCs) for the targeting 
of exon 53 I 24 I were furth er studied here in cell s from a DMD pa
tient with a relevant deletion (clel 45- 52). These PMOs were di 
rectly compared to a PMO based on a AO previously identified as 
being the most bioactive by Wilton et al. I25 I. Time-course studi es 
were performed to evaluate the persistence of skipping and close
responses were exa mined. Findings from these experiments were 
supported by in vivo studi es in a mouse model tran sgenic for the 
entire human clystrophin locus 11 21. Col lectively, thi s work reports 
a nu111ber of PMOs ab le to produce targeted skipping of exon 53 to 
levels that would suggest them worthy of consideration for 
upcoming PMO clini ca l trial s. 

2. Materials and methods 

2. I. AO design 

All AOs were synthesized as phosphoroclia111idate morpholino 
oligomers (PMOs) by Gene Tools LLC (Philomath OR, USA). 

2.2. DMD patient primmy myoblast culture 

Skeleta l musc le biopsy samples were taken from a diagnostic 
biopsy of the quadriceps from a DMD patient with a deletion of 
exons 45- 52. Informed consent was obtained before any process
ing of samples, and all work was ca rri ed out with the approval of 
the institutional ethi cs committee. Muscle precursor cells were 
prepared from the biopsy sample by sharp dissection into I mm 3 

pieces and disaggrega ted in solution conta ining HEPES (7.2 mg/ 
1111 ), NaCl (7.6 mg/ 111I ), KCI (0.224 111g/ 111l ), glucose (2 111g/ml ), Phe
nol reel ( 1.1 pg/ml ), 0.05% Trypsin- 0.02% EDTA ( lnvi trogen, Paisley, 
UK) in cli still ecl water, three times at 37 °( for 15 111in in Whea ton 
nasks w ith vi gorou s stirring. Iso lated ce lls were plated in non
coa ted plastic nasks and cu ltured in Skeleta l Muscle Growth Media 
(Promocell, Heidelberg, Germany) supplemented with 10% Foetal 
Bovine Serum (PAA Laboratories, Yeovil, UK), 4 111M L-glutamine 
and 5 pg/111I genta111ycin (S igma- Aldrich, Poole, UK) at 37 °C in 
5% CO2. 

2.3. Nucleof ection of OMO prima,y myoblasts 

Between 2 x 105 and 1 x 106 ce ll s/ml were pelleted and resus
pended in I 00 pl of so lution V (Amaxa Biosystems, Cologne, Ger
many ). The appropriate PMO to skip exon 53 was added to the 
cuvette provided, sufficient to give the concentrations described, 
followed by the ce ll suspension, and nucleofected using the Ama xa 
nucleo fector 2, program B32. Five hundred microliters of mecliu111 
was aclclecl to the rnvette i111111ed iately following nucleofection 
126 1. Thi s suspension was transferred to a 6 well plate in differen
liJtion medium. Nucleofected cell s were 111aintained in differenti 
ation media for 3- 21 days post treatment before extraction of 
RNA or protein. Transfections were performed blindly and in each 
experiment in tripli cate. Each experiment was repea ted at leas t 
once to ensure reproducibility of results. 

2.4. Lc1c1c11e dehydrogenase cyrotoxicity assay 

A sampl e of medium was taken 24 h post- transfection to assess 
cy totoxicity by release of lactate clehyclrogenase (LOH ) into the 
111 eclium , using the LOH Cytotoxic ity Detection Kit (Roche, Burgess 
Hill , UK), fo llowing the manufacturer's instructions. The mean of 

three readings for each sample was record ed, with medium only, 
untreated and dead con trol s. The readings were normali sed for 
background (minus medium only) and percentage toxicity ex
pressed as l (sa mple-untrea tecl )/( cleacl -untrea tecl ) x lOOJ. 

2.5. Transgenic lwman OMO mice 

A tran sgenic mouse express ing a complete copy of the human 
OMO gene has been generated I 12,27 ]. Experiments were per
formed at the Leiden Unive rsity Medical Center, with the authori 
zation of the Animal Experim ental Commiss ion (UDEC) of the 
Medica l Farnlty of Leiden University as described prev iously I 9 J. 
Twenty micrograms of each PMO was injected once in to two gas
trocnemius musc les , pretreated with ca rdiotoxin. Mice were sacri 
fi ced 1 week after the injection, and RNA harvested from the 
iso lated gastrocnemius muscles and analysed by RT-PCR. 

2.6. /?NA isolation and reverse tmnscriplion -polymemse chain reaaion 
c11wlysis 

RNA was iso lated and ana lysed by RT-PCR, as described previ 
ously 19]. Primer seq uences and detailed PCR protoco ls are avai l
ab le on request. PCR products were analysed on 1.5% (w/v) 
agarose gels in Tris- borate/EDTA buffer. Sk ipping effic iencies were 
determined from gel images by comparing induced shortened dys
trophin mRNAs to the intact transcript of the full length using den
sitometric analysis with Image J so ftware (for patient sa mples) or 
by quantifying the skipped products w ith ONA 1000 LabChip Kit 
on the Agilent 2100 bioanalyzer (Agilent Technologies, USA) ( for 
hDMD mouse samples). Sk ipping percentages were ca lcu lated as 
the amount of skip tran scripts relative to the total tran scripts (s kip 
and full length ). Equa l amounts of the induced and intact tran
scripts would be rega rd ed as representing 50% effici ency, w hile 
an estimate of 25% exon skipping wou ld be represented by the in 
tact tran script being three times more abundant than the band 
representing the induced transcript. Likewise, if the induced tran
script was present at three times the level of the intact transcript, 
the exon skipping effi ciency would be assessed to be 75%. Where 
appropriate, the two-tailed student's I- test was used to determine 
the stati sti cal strength of the sk ipping efficiencies produced. 

2. 7. Sequence analysis 

RT- PCR products were exc ised from agarose gels and extracted 
with a QIAqu ick ge l extract ion kit (Qiagen, Crawley, UK). Direct 
DNA sequencing was ca rri ed out by the MRC Genomics Co re 
Facility. 

2.8. Western blot analysis of dyslrop/Jin protein 

DMD patient cell s, transfected as described and cultured in dif
ferentiation medium, were harvested 7, 14 or 2 1 clays post- trans
fection. Cells (4 x 105) were pelleted and resuspended in 50 pl or 
load ing buffer (75 mM Tri s- HCI pH 6.8, 15% sodium clodecyl sul 
phate, 5% ls-mercaptoethanol, 2% glycero l, 0.5% bromophenol blue 
and complete mini protease inhibitor tablet). Sa mples were incu
bated at 95 °C for 5 min and centrifuged at I 8,000g for 5 min. 
Twenty microliters of sample was loaded per w ell in a 6% poly
acrylamide gel with 4% stacking gel. Protein from CHQ5B ce ll s dif
ferentiated for 7 clays was used as a positive control for clystrophin. 
Gels were electrophoresecl for 5 hat 100 V before blotting on nitro
cellulose membrane at 200 mA overnight on ice. Blots w ere stained 
w ith protogo lcl to assess protein loading, then blocked in 10% non
fat milk in PBS with 2% Tween (PBST) for 3 h. Blots were probed 
with antibod ies to dystrophin, NCL-DYSl (Vector Labs, Peterbor
ough, UK) diluted 1 :40 and to dysferlin, Hamletl (Vector Labs) 
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diluted 1 :300 in 3% non-fat milk/PBST. An anti -mouse, biotinylated 
secondary antibody (diluted 1 :2000; GE Healthcare, Amersham, 
UI<) and streptaviclin /horse radi sh peroxidi se conjugated antibody 
( 1: 10,000; Dako, Ely, UI<) allowed vi suali sa tion in a luminol-HRP 
chemiluminescence reaction (ECL-Plus; GE Healthca re) on Hyper
film (GE Healthcare), exposed at intervals from IO s to 4 min. 

2.9. Statistirnl analysis 

For the blind comparison at 300 nM in DMD patient cells, data 
from two separate experiments performed in duplicate and tripli 
cate respectively were pooled and compared by two-tai led student 
t- test. Dose- response and time-course experiments were com
pared by two-tail d, paired 1-tcst. 

3. Results 

Twenty-four AOs clesignecl to target exon 53 of the OMO gene 
have been previously tested in normal human skeletal musc le ce ll s 
(hSkMCs) 124,25). Table 1 summarises the names and targe t se
quence characteristics of these AOs (shown in bold ), and % skipping 
produced by each in normal hSkMCs. However, studies in normal 
hSkMCs are limited as they clo not allow assessment of the thera
peutic effect at the protein level ( i.e. clystrophin restoration ). Fur
ther studies have therefore been performed here to elucidate and 
confirm which AO(s) would have the potential as a trea tment for 
patients with an eligible deletion. AOs, whose target sites are with 
in the sequence +29 to + 74 of exon 53 , the region previously shown 
to be in open confo rmati on, binding to which interferes with 
spli ceosome-mecliated pre-mRNA spli cing, such that exon 53 is 
skipped 124,25 I, were directly compared in exon 53-skippable pa
tient ce ll s (at UCL), and in the humanised DMD (hDMD) mouse (at 
LUMC). The AOs were all synthesized as PMOs to all ow direct com
pari son or skipping effi cacy. While PMOs were hybridized to 
mixed-backbone DNA leashes in the previous study I 24), the nucle
ofection method used here was performed on unleashed PMOs. 

3. 1. Comparison of PMOs 10 exon 53 in ()Ml) pcrcient ce lls 

Our compa rative eva luation of l'MO inclucecl exon skipping effi 
ciencies was perform ed in a blinded f,1 shion. /\ II t1a11 ~fcctio11 s were 
performed in tripli ca te and repe,1tecl Jl lec1 st once to emu 1c unifor 
mity of results. Skipping effi ciencies were determined from In PCR 
ge l images by comparing induced shortened clystroph1n ml~N/\s to 
the intact full length transcript using clcn~itometril ,111.ilysis, as cle 
scribed prev iously 125 I. Seq uencing of RT- l'CR products confi1 med 
the targeted skipping of exon 53 ( result s not shown ). For quJntifi 
ca tion , the sk ip-products were a11 Jlysecl using densitometric ,rna l
ys is witl1 Image J so ftware. Thi s technique for quantifyi ng skipping 
effi ciencies of AOs targeted l o the DMD gene has been publi shed 
previous ly /9, l 7/. Rea l-lime PCR quantification of int.let and in
clucecl transcripts has proven to be imposs ible clue to a number 
of obstacles (variation of ampli fication effi ciencies of each tran 
script, poss ible interference of intact and induced transcript prim
ers/probes with each other) ( results not shown). No DMD exon 
skipping studies thus far reported have included rea l- time PCR 
quantification of AO efficacy, and we believe we have used the best 
method avai lable for quantificat ion. Sk ipping effi ciency is given as 
the percentage of skip transcript over the total amount of tran
script (sk ip and fu ll length). AOs were sub-divided on the basis 
of their skipping efficiency. PMOs that produced over 50% exon 
skipping w ere des ignated as Type I , those that produced between 
25% and 50% exon skipping w ere described as Type 2, while those 
that produced less than 25% as Type 3. Where appropriate, the 

two- tail ed student's t- tes t was used to assess signifi ca nt differ
ences between AOs. 

The 13 PMOs, whose target sites are within the sequence +29 to 
+ 74 of exon 53, were com pa reel directly at a 300 nM close by nucle
ofection [26 1. Thi s dose was se lected for comparison, since such 
concentrat ions of AOs have been used in numerous previous exon 
skipping studies in DMD 15,6,91. PMOs-G, -Hand -A w ere the most 
efficient, producing a mea n of 73% (±4.10%), 68% (±4.77%) and 68% 
(±4.14%) exon skipping respectively ( class ified as Type I ) (Fi g. I ). 
The other PMOs tested produced the following exon skipping lev
els: PMO- 1, 63% (±7.5%); PMO-B, 56% (±6.29%): PMO-M, 52% 
(±10.78%) (all class ified as Type 1 ); PMO-J, 37% (±4.95%); (classified 
as Type 2). All other PMOs tes ted gave exon skipping at leve ls of 
between 15% and 26%. When compared by two- tai led student r
tes t, PMO-G ( the most effi cient PMO) gave signifi cantly higher lev
els of exon skipping than PMOs -C (p < 0.0001 ), -D (p < 0.0001 ), -E 
(p < 0.0001 ), -F (p < 0.000 I ), -J (p = 0.0005 ), - I< (p = 0.0002) and -L 
(p < 0.0001 ), but was not significantly more effective than the other 
PMOs tested. The more effi cacious PMOs should produce sustained 
and pronounced exon skipping when applied at lower concentra
tions. Therefore, the six most effective PM Os ( i.e. Type 1) (-A, -B, 
-G, -H, - I and -M) were se lected for dose- response and time-course 
experiments. 

When the concentrJtion dependence of exon skipping was 
examined for the most efficient PMOs, skipping levels approaching 
30% were ev ident for the Type 1 PMOs -G and -H at concentrations 
as low as 25 nM (Fig. 2a, b). The other PMOs classified as Type 1 
(PMOs -A, - B, - I and -M ) dicl not induce such levels of exon skipping 
when used at lower concentration s. Similar leve ls of skipping (30%) 
were on ly achieved by PMO-A, PMO-B and PMO-M at 100 nM, 
whil e PMO-1 needed to be present at 200 nM to produce over 
30% exon skipping (Fig. 2a, b). Thi s is why the concentration 
dependence of exon skipping is a valuable tool in ascertaining 
the most efficient AO(s). 

The exon skipping proclucecl by the six Type 1 PMOs was shown 
to be persistent, lasting for up to 10 clays after transfection, with 
over 60% exon skipping observed for the lifetime of the cu ltures 
for PMOs -A, PMO-G and PMO-H (Fig. 3a, b ). When compared by 
two- tai led, paired f-test across all time-points, PMO-G gave signif
ica ntly higher level s of skipping than PMOs -B, -H, - I and -M 
(p = 0.0004, 0.01 26, 0.0008 and 0.0004, respectively ) ancl bordered 
on signifi ca nce for PMO-A (p = 0.0550). Three of the most effective 
Type I PMOs (-A, -G and -H) were also compared in a longer time
course experiment up to 2 1 days after transfection (Fig. 3c, d). 
l'MO G gave sustained high leve ls of exo n skipping (over 60%) 
for the 2 1 clays whereas skipping by PMOs -A and -H had fallen 
10 '18% and 46%, respect ively by clay I 7. When compared by two
tail ecl, paired /- test across all time-points, PMO-G gave signifi 
can tl y higher leve ls or skipping than PM Os -A and -H (p = 0.0422 
.:i ncl 0.023 1, respect ive ly ). There was no evidence that any oft he 
PMOs test ·cl ca us ·cl ce llul ,1 r cyto loxici ty relative to mock- I ran sfec
tecl controls, as assessed by visual in specti on, ,incl l,ir t,1 tr cl ehyclro 
genase release into culture medium (res ult s not shown). The 
relative effi cacy or the six Type I PMOs in the clir ct compari son, 
close- response and time-course ,1ssays is summarised in Fig. 4a. 
Exon 53 skipping by PMO-G is us •cl as I h b.:i se line se t at I 00%. 
Thi s clea rly shows the PMO-G outperforms the other Type I t'MOs 
in vitro in pJtient ce ll s. However, it should al ·o be noted thJt J 
number of the other Type I PM Os, namely PMO-/\ .:i ncl PMO- 11. al so 
appear to perform very we ll Jcross these three com parative t sts. 

The most effective Type I PMO (PMO-G) from the time-cou rse 
experim ents was compJred to the most effective PMO to skip exon 
5 1 that has been taken forward lo clini cJ I tri al, in DMD pJtient 
cells with an amenable mutation (del 45- 52 for exon 53 skipping 
and cl el 48- 50 for exon 5 1 skipping) in a close- response experi 
ment from 25 to 400 nM (see Fig. 4b ). PMO-G gave higher I vels 
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Table 1 

Tab le summ.iri sing Jh ' chM,1c1cri~I ics or PMOs used. Charac1eri sIics or 1l1c PMOs ,ind 1hei r target siIes li s1ed (rakcn from 1241). 

PMO % Pos i t ion %CC Exon-PMO PMO-PMO % Open'' Ends in % Overlap 
Ski p 

Sta n End 
bind ing bi nd ing open w irh hybrid . 
energy energy loops·' pea k 

( Cl) 

A h53 A I 12.7 +35 +59 52 38.6 17.4 50 2 92 
B h53 A2 9.7 +38 +62 56 36. 1 17.4 46.7 I 100 
C h53A3 2.0 +4 1 +65 56 36.7 13.7 36.7 0 0 
D h53 /\4 10.5 +44 +68 48 34.3 8.5 20 0 100 
E h53 A5 9.0 +47 +7 1 48 35.5 8.5 43.3 2 100 
F h53A6 0.3 +50 +74 48 35.3 8.5 43.3 2 92 
N h53B I 0 +69 +93 28 22. 1 - 12. 1 53.3 0 
0 h53 B2 0.6 +80 + 104 48 30. 1 11.3 23.3 0 
p h5383 3.0 +90 + I 14 48 34.5 5.5 48 2 0 

Q h53C I 0 + 109 + 133 48 32.4 9.8 46.7 2 0 
R h53C2 0 •· 11 6 + 140 56 31.3 12.7 33.3 0 

s h53C3 0 + 128 + 152 60 34.6 13.7 26.7 0 
T 11 53 D I 0 + 149 + 173 52 34 .1 13.4 30 I 0 
u 1153 D2 0.9 + 158 + 182 48 36.5 14.5 40 2 0 

V 11 53 D3 3.7 + 170 + 194 36 34.3 \ 1.2 40 0 

w 11 53 D4 12.3 + 182 +206 32 30.9 9.2 63.3 0 
X 11 53 D5 7.9 + 188 +2 12 36 3 1.5 3.3 66.7 0 
G h53 A30/ I 52.4 +30 +59 50 48. 1 17.4 56.7 92 
H h53A30/2 87.2 +33 +62 53 45.1 17.4 63.3 100 

h53A30/3 80. 1 +36 +65 53 44.6 17.4 53.3 100 

h53A30/4 38.6 +39 +68 50 43.4 17.4 43.3 100 
I{ h53A30/5 9.4 +42 +7 1 47 42.4 11.3 46.7 JOO 
L h53 A30/6 35.9 +45 +74 47 42.3 8.5 56.7 I JOO 

M H53 A N/D +39 +69 52 48.5 17.4 48.4 2 100 

PMO 11 Rescue % Overlap % Over lap w irh ESE fi nder va lues over threshold" 
ESE sites w irh Rescue 

PESE PESS SF2/ASF 
ESE 

BRCA I SC35 SRp40 SRp55 Tra 2B 9GS 

(b) 
A h53A I 7 56 84 0 6.58 7.26 0 3. 12 0 24.04 19.02 

B h53 A2 4 32 72 0 6.58 7.26 0 3. 12 0 7.25 19.02 

C h53 A3 3 32 60 0 6.58 7.26 0 3. 12 0 7.25 11.9 

D h53 A4 4 28 48 8 6.58 7.26 0 3. 12 0 7.25 11.9 

E h53A5 3 36 36 20 6.58 7.26 0 3. 12 0 7.25 11.9 

F h53 A6 2 36 28 32 6.58 7.26 0 0 0 7.25 11.9 

N 1153 8 1 5 56 40 40 0 9.26 3.62 10.66 0 5.06 I . I 

0 h53 B2 5 60 60 0 0 9.26 3.62 4.73 0 5.06 8.28 
p h53 B3 8 72 64 0 3.49 9.26 3.44 4.73 0 24.04 28.68 

Q h53C I 6 52 72 0 4. 19 6.72 0 2.04 0 24,04 28.68 

R h53C2 I 24 60 0 4. 19 6.72 10.2 4.38 0 0 8.28 

s h53C3 I 24 32 0 3.49 6.4 1 10.2 4.38 6.86 0 14.1 8 

T h53 D I 4 40 32 0 0.52 0 18.68 0 6.86 0 12.7 1 

u h53D2 6 44 32 0 0.52 1.8 18.68 0.42 0 0 12.7 1 

V h53 D3 9 64 0 0 0 1.8 0 6.95 0 24.04 10.49 

w h53 D4 16 96 24 0 8.5 11.95 0 7.67 0.33 24 .04 7. 14 

X h53 D5 14 92 44 0 8.5 11 .95 0 7.67 0.33 24.04 7. 14 

G h53 A30/ I 9 60 86 0 6.58 7.26 0 3. 12 0 24.04 19.02 

H h53A30/2 8 53 77 0 6.58 7.26 0 3. 12 0 24.04 19.02 

I h53 A30/3 6 43 67 0 6.58 7.26 0 3. 12 0 24.04 19.02 

J h53 A30/4 4 43 57 7 6.58 7.26 0 3. 12 0 7.25 11 .9 
I{ h53 A30/5 5 47 47 17 6.58 7.26 0 3. 12 0 7.25 11.9 

L h53A30/6 5 48 37 27 6.58 7.26 0 3. 12 0 7.25 11.9 

M H53A 4 45 58 10 6.58 7.26 0 3. 12 0 7.25 11.9 

Alph,1beti ca l codes shown in bold represent the PMOs compared in t hi s present study. 
·' C.1lcu latecl as% of PMO target site in open structures on predicted RN A secondary srru crure oblained using MFOLD analys is. The pos it ion or t he PM O ra rge l sit es relali ve Jo 

open loops in 1 he l<NA ;econclary structure is listed (0. no ends in open loops; I, one end in an open loop ; 2, both ends in open loops). 
" In our analyses. SR bi nding si tes were pred icted using spl ice sequence find er (http ://www.umcl .be/SSF/) so frwa re. Va lues above t hreshold are given ror l'MOs w hose 

targe t sit es cove r 50% or more of potential binding sites fo r SF2/ASF, BRCA I , SC35, SRp40, SRp55, Tra2Jl and 9G8. 

or skipping at all doses tes ted. When compared by two- ta iled. 
pa ired t-tes t, PMO-G across all concent rations used, gave signifi 
cantly higher levels of skippi ng than h51A (p ; 0.0033 ). 

Wes tern blot ana lysis of DMD patient (de l 45- 52 ) ce ll lysates, 
treated in cul ture with the Type 1 25mers (PMOs -A and-B) and 
30mers (-G , -H, -I and -M) is shown in Fig. Sa. De novo express ion 
of dystrophin protein was evident w i th all six PMOs. bu t was most 
pronou nced w ith PMOs -H. -1. -G and -A. producing 50%, 45%, 33% 
and 26% dystroph in ex press ion. respectively, relati ve to the posi
tive cont rol. and seemingly weakest w ith PMO-B and PMO-M 

( 11 % and 17% dystrophin express ion respectively, relative to the 
posit ive contro l). Al though there are limi tat ions to quantifyi ng 
Western blots of this nature, the quali ta ti ve importa nce of the data 
holds. 

3.2. Comparison of PMOs to exon 53 in hunw nised DMD mouse 

The hDM D mouse is a valuable too l fo r study ing the process ing 
of the human DMD gene in vivo, and as such provi des a model fo r 
studying the in vivo action of PM Os, pri or to cl inical test ing in 
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Fig. 1. Blind compa rison of 13 l'MO oligonucleo1icle sequences 10 skip human exon 53. Myoblas l s derived rrom a DMD pari ent ca rryin g a deletion of clyst rophi n exons 45 - 52 
were tran srectecl by nucleofec1ion with each of 1he PM Os (300 nM ) in 1ripli ca1e. llNA was harves ted 3 clays following rra nsfection, and ampl ified by nes1ecl RT-PCR. (a) Ba rs 
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and unskipped bands, measured using lmagej analysis of the agarose gel of the nested RT- PCR products shown in (cl ). (e) Dat,1 for each PMO over the time-course experiment s 
were pooled and compared by two-rail ed, paired student r-tesl. Over the 10 clay time-cou rse experim ent, PMO-G gave signifi ca ntl y higher effi ciency than PMOs B, H, I and M 
( p < 0.05 ) but clicl not give signifi ca ntly higher efficacy rhan PMO A. Over the 2 1 clay time-course experiment. PMO-G gave signi ri c.rn tl y higher effi c,1cy than PMOs A and H 
( p < 0.05). 

patients. The Type 1 PMOs (-A, -G, -H, - I and -M ) (20 pg) were in
j ected into the gastrocnemius muscle of hDMD mice in duplo. RNA 
extracted from the muscles was ana lysed for exon 53 skipping by 
RT-PCR (Fig. Sb). For quantification, the skipped products were 
ana lysed using the DNA 1000 LabChip Kit on the Agilent 2100 bio
ana lyzer, which, unlike densitometry, corrects for fragment length. 
Skipping percentages were ca lcula ted as the amount of skip tran
scripts relative to the tota l transcripts (skipped and fu ll length ). 
Skipping of exon 53 was ev ident for each of the PM Os tested: aver
age sk ipping seen in both legs was 8% for PMO-A, 7.6% for PMO- I. 
7.2% for PMO-G, but a slightly lower level of 4.8% for PMO-H. 
PMO-M produced exon skipping levels of less than 1 %, whi ch is 
Lh e detection threshold for the sys tem used. 

4. Discussion 

We describe here the comparative ana lysis of PM Os des igned to 
target cxon 53 of the human OMO gene and thereby induce its 
skipping. Previously, a se ri es of PMOs had been designed and their 
exon skipping effi cacy investigated in normal human skeletal mus
cle ce ll s 124 1. These were directly compared to a PMO based on an 
AO prev iously identifi ed as being the most bioactive by Wilton 
et al. 125 1- Skipping effi ciencies of the PMOs were compared here 
by Lwo independent groups in two different sys tems (a t UCL and 

LUMC). Such a co llaborative approach has been used previously 
as a way of validating target sequences in DMD I 9]. The use of pri 
mary human myoblast cu ltures all owed controlled in vitro com
pari son of PMO sequences. and confirmation of skipping of exon 
53 at the RNA level by PMOs in DMD patient ce lls with a releva nt 
mutation. These results were further borne out by the express ion 
of dystrophin protein in the DMD cel ls trea ted with spec ifi c PM Os. 
Use of the humanised DMD mouse provided an in vivo setting to 
confirm correct exon exc lusion prior to any planned clini ca l tria l. 
The combined use of these three different systems (normal ce ll s, 
patient cell s and hDMD mouse) as tests of PMO bioactivity pro
vided a reliab le and coherent confirmation of optimal sequence(s) 
for the targeted skipping of exon 53 . 

The putative use of AOs to skip the exons wh ich nank out-of
frame deletions is fa st becoming a rea lity in the treatment of 
DMD boys. Indeed the restoration of dystrophin expression in the 
TA muscle of four patients, injected with a 2'OMePS AO optimised 
to target exon 51 of the OMO gene, has been reported recently I I 4 ]. 
Moreover a clinica l tr ial using a PMO targeting exon 51 has re
cently been completed in seven DMD boys in the UK I 15 I. How
ever, the targeted skipping of exon 51 would have the potential 
to treat on ly 13% of DMD.patients on the Leiden database with 
genomic deletions [23 ]. There is therefore a definite requirement 
for the optimisation of AOs to target other exons common ly mu
tated in DMD. The targeted skipping of exon 53 of the human 
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DMD gene would have the potential to treat a fu rther 8% of DMD 
patients on the Leiden database 123 I. and 13.5% of pa ti ents on 
the UMD-DMD France mutations database (see http:/ / 
www.umcl.be/DMD/4ACT10N/W_MON0). 

There have been many large sc reens of AO bioacti vi ty in vitro 
[24,25,28,29 1 w hi ch provide guidelines to aid AO design. The ta r
geting of AOs to exonic spli cing enhancer (ESE ) motifs 125,28,29 1. 
RNA secondary structu re, ta rget site access ibi lity and strength of 
AO-target binding are all important predicto rs of AO effi cacy 
I 24,29 I- Al though there are too ls availab le to aid the design of 
AOs for the targeted ski pping of DMD exons, the empirica l analys is 
of AOs is still required. Hence the importa nce of this study in the 
development of AO sequences as potential gene thera py drugs 
fo r DMD. The data presented here would indicate that PMOs ta r
geting w ithin the sequence +30+65 of exon 53 (namely PMO-A, -
G and - H) produce leve ls of exon skipping t hat may be considered 
effective (over 50% exon sk ipping). There remains however the 
poss ibili ty that a stepped base-by-base screening of AOs across 
the entirety of exon 53 and some indetermin ate distance in to the 
flanking in tron ic sequences might revea l an AO with a better 
cl ose- response and longevi ty of acti on pro fil e. Sequence +30+65 
has been shown to be access ible to binding on hexa mer hybridi za
t ion array analysis and in open confo rm ation by mfo ld prediction 
of pre-mRNA secondary stru cture 1241 . These Type 1 PMOs ca n 
therefore bind more strongly since they ca n access their target site 
more directly. These therm odynamic considerati ons have also 
been reported in a complementa ry study of 2'OMePS AOs [29 I- In
deed, the fact that the 30mer PMOs (-G, -H) were more bioactive 
than 25 mer PMO counterpart (-A) ta rge ted to the sa me open/ 
access ible sites on the exon, would suggest that strength of binding 
of PMO to the ta rget si te may be the most importa nt factor in 
determining PMO bioactivity. The influence of AO length on bioac
t iv ity has been reported elsewhere 19,30 1, and is further confir111ed 
in the present study; all 30mers tested were more bioactive rela
t ive to their 25mer counterpart. Previous studies by the Leiden 
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group 128 1 suggest that the optilllal 2'OMePS AO is ta rgeted to the 
sequence +46+63 of exon 53 , prod ucing exon skipping in up to 25% 
of t ranscripts in cul tured contro l ce ll s and 7% in the hDMD lllouse. 
This 2'OMePS AO shows so llle degree of overl ap w ith the optilllal 
PMOs reported here w hi ch strengthens our fi ndings. The reason 
that our PMOs produce higher levels of exon skipping could be a 
(co lllbinecl ) consequence of the different AO chellli stri es, length 
of AO used, type of ce ll used (patient vs . control ) and the abso lute 
target site of AO. No direct CO lllpari son was lllacl e here between 
PM O and 2'OMe AOs targeted to the sa llle sequence of exon 53, 
since the purpose of this study was not to elucidate w hich chelll is
try was superi or, but to ascerta in the opt illlal target site for a PMO. 
A direct CO lllpari son would in fact be difficult as 2'OMe AOs are 
generall y only 20 nucleo tides long, w hereas the PMOs used here 
were 25 and 3017l ers. 

A PMO ca n be classified as an effective AO if it produces strong 
(over 50%), consistent and susta ined exon skipping after adminis
trati on to myogenic ce ll s in vitro at low concentrati ons (25 nM ). 
An AO reagent that produces sustained exon skipping at low con
centrati ons would be preferable in the clini ca l se tting as a gene 
therapy as this would low er the cost of trea tlllent, ex tend the ther
apeutic acti on of exon skipping and reduce the poss ible tox icity of 
chronic AO administration. The levels of skipping produced in vitro 
by those PM Os targe ting the sequence +30+65 are comparabl e, or 
indeed superior, to those reported pre-clinica ll y fo r PRO051 128 ] 
and AVl 4658 [9], the 2'OMe and PMO AOs that are now both being 
used in Phase 1/ 11 clinica l tri als w ith encouraging results [1 4,151. ln
cl eecl we directly clelllonstrate here the greater skipping effi cacy of 
PMO-G relative to AVl4658 (H51 A) over a range of concentrati ons 
(see Fi g. 4b ). How ever predict ing the amount of skipping neeclecl 
in vitro for an AO to be therapeutic in a pati ent is illlposs ible; 
the effi ciency of exon skipping is likely to differ frolll patient to pa
t ient and lllutati on to mu ta ti on, and the levels of cl ys trophin pro
te in res torati on w ill cl epencl on the quality of the llluscle itse lf 
when a clini ca l trea tment is sta rted. 

When considering the data presented previously 124) and here 
as a whole, the superi ori ty of the PMOs targeting the sequence 
+30+65 ( i.e. PM Os -A, - B, -G and -H) is st rongly indica ted. The 
30mers PMO-G and PMO-H produce higher levels of sk ipping rela
tive to the 25 1llers PMO-A and PMO-B. In norlllal lllyobl as ts, lipo
somal-ca rri er lllecli atecl t ransfecti on of leashed form s of these 
3017l er PMOs ta rgeting proclu cecl over 50% skipping of exon 53, 
imply ing that they act ex trelllely effi cientl y within the ce ll . This 
was confi rlllecl in patient lllyoblas ts using nucleo fecti on as the en
try lllethocl of naked PMOs in to the cells. The different leve ls of 
exon skipping seen here in the patient ce lls relative to control ce ll s 
is clue to the different concentrations used (300 nM in pati ent ce ll s 
ve rsus 500 nM in norlll al ce ll s), the different techniques used to 
introduce the PMOs into the ce ll s, and the differences between 
the cells thelll selves. The clystrophin in patient ce ll s is generall y 
lllore read ily ski ppab le than norlllal ce ll s 15,6,3 1 ). The results seen 
in patient ce lls were reproducible, implying that sufficient PM O is 
get t ing into the ce ll s to induce such ski pping, and the ord er of effi 
ciency of exon skipping induced in patient ce ll s lllirrorecl that seen 
in norlll al ce ll s (Table 1, and Fig. 1 ). Further, these PMOs generate 
the highest leve ls of exon sk ipping in pa t ient cell s over a range of 
concentrati ons (up to 200 nM ) and, lll0St illlportant fo r potential 
therapeutic appli cat ion, exert their activity at concentrations as 
low as 25 nM. The exon skipping activity of these PMOs is also per
sistent, w ith over 60% exon skipping for 21 clays in cu lture for 
PMO-G. This would hJve illlportJnt safety and cost illlpli ca ti ons 
as a genetic therapy fo r DMD pati ents w ith the appropriate dele
ti ons. PMOs ta rgeting the sequence +30+65 of exon 53 of the 
OMO gene were also shown to skip exon 53 co rrectly in vivo in 
the hDMD lll0use. It should be noted that the leve ls of exon skip
ping in the hDMD lllouse by each parti cular PM O was vari abl e. Thi s 

has been reported previously I 12), and is li ke ly to be clue to the 
poor upta ke in to the non-clystrophic llluscle of the hDM D lll0use. 
However thi s does not colllpro llli se the importance of the fi nding 
that the PMOs tested here are able to elici t the ta rgeted skipping 
of exon 53 in vivo. A sumlllary of the relative efficacy of the differ
ent Type 1 PMOs tested over the different assays used is presented 
in Fig. 4a. The reCOllllllendation of PMO-G as a potent ial clinica l 
trial reagent of choice fo r the targeted sk ipping of exon 53 of the 
OMO gene relative to the other Type 1 PMOs, is based prilllaril y 
on it's lllore persistent longevi ty of action. Repeated acllllini stra t ion 
of PMO w ill be required for pro longed antisense therapeutic action, 
and the pro longed action of PMO-G lllakes it an at tracti ve choice 
w ith PMOs-A and -H prov iding viable alternat ives if required. 
These RNA results were further confi rllled by the detection of clys
trophin pro tein in ex tracts frolll patient cell s treated w ith these 
PM Os. 

Al though effi ciency of exon skipping is perhaps the lll0St illlpor
ta nt quality an AO ca n possess, i t is not the only one. The potent ial 
fo r the PM Os ta rgeting sequence+ 30+65 of exon 53 to have off-ta r
get effects could be considered to be negligible, since no CO lll 
pletely holllologous sequences were fo und on BLAST analysis 
(resul ts not shown). There is a COllllll0ll single nucleotide poly lllor
phislll (SNP) seen on exon 53 of the OMO gene. PMOs -J, - I<. -Land -
M had thi s SNP (c7728C>T) in the last, fourth to last, seventh to last 
and second to last base of their target sites, respectively. There is 
the potential that thi s allelic llli slllatch could influence the binding 
and bi oactivi ty of these PM Os. However, the lllore active PM Os (-A, 
-B, -G, -H and -1) all had their target sites away frolll the SN P, thus 
rellloving the poss ible effect of a llli slllatch weakening binding and 
bioactivi ty, allowing definiti ve compari sons between these PMOs 
to be lllacle. The DMD patient ( del 45- 52 ) ca rried the norlllal (T) al
lele, hence the SNP would not affect the binding of the PMOs that 
anneal at thi s site. Aclcli t ionall y, there was no ev idence that the 
PMOs produced ce llul ar cy totox icity (results not shown). Thi s, to
gether with the predicted stabili ty of the PMO- target complexes 
124 1, sugges ts these PMOs have potential as a clinica l therapy. 

We would therefore reco lllmend that PMOs targeting sequence 
+ 30+65 of exon 53 of the OMO gene worthy of consideration fo r 
any upcoming clini ca l tri al. In this study, sequence +30+65 was 
effectively ta rgeted by PM Os-A, -B, -G and -H, resulting in exo n 
53 skipping. Since repeated deli ve ry would be requi red for thera
peutic acti on, the lllore persistent action of PMO-G may suggest 
thi s to be the PMO of choice for the ta rgeted skipping of exon 53, 
and PMOs-A and -H providing v iable alte rn atives if req uired. 
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