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ABSTRACT As part of a study into the molecular basis of
attenuation and reversion to neurovirulence in the Sabin polio-
virus vaccines, we have determined the complete nucleotide
sequence of a cloned DNA copy of the genome of P3/Leon/37,
the neurovirulent progenitor of the type 3 Sabin vaccine
strain, P3/Leon 12a,b. Comparison of the sequence with that
which we previously obtained for the vaccine strain [Stanway,
G., Cann, A. J., Hauptmann, R., Hughes, P., Clarke, L. D.,
Mountford, R. C., Minor, P. D., Schild, G. C. & Almond,
J. W. (1983) Nucleic Acids Res. 11, 5629-5643] indicates that
attenuation has been brought about by a maximum of 10 point
mutations, at least 5 of which are likely to be of minor signifi-
cance. Predicted amino acid sequences of all the known virus-
encoded proteins show that amino acid substitutions have oc-
curred at only three positions. Two of these are in structural
proteins (i.e., Ser — Phe in VP3 and Lys — Arg in VP1), and
the third, Thr — Ala, is in the nonstructural protein P2-3b.
The distribution and nature of nucleotide and amino acid se-
quence differences suggest that a single base substitution may
be responsible for the attenuated phenotype of the vaccine
strain.

Over the past 20 years, the use of live, attenuated oral polio-
virus vaccines has played a major role in reducing the inci-
dence of paralytic poliomyelitis in many areas of the world
(1). The live, attenuated vaccine strains in current use were
developed by Albert Sabin in the 1950s by protracted pas-
sage of wild-type virus in monkey tissue in vivo and in vitro
(2). Although the Sabin vaccines have proved highly effec-
tive and generally safe, occasional cases of paralytic disease
do occur among vaccinees and their susceptible contacts
(3). Viruses isolated from such cases can often be desig-
nated “vaccine-like” on the basis of serology and two-di-
mensional electrophoretic maps ot ribonuclease I'1 oligonu-
cleotides (1, 4-7). The majority of these viruses are of
serotype 3. Despite the widespread use of live, attenuated
vaccines, little is known about the molecular basis of attenu-
ation and why reversion to neurovirulence apparently varies
among vaccines of the three distinct serotypes (3). Prospects
for improving the safety of live, attenuated vaccines may be
enhanced by a clearer understanding of these processes.
Polioviruses are typical members of the family Picornavir-
idae, and are composed of a small (27-nm diam.), icosahedral
particle containing four virus proteins, VP1-VP4, surround-
ing a single-stranded positive-sense RNA genome of approx-
imately 7500 nucleotides (8). The biological properties of dif-
ferent strains of virus must be determined ultimately by the
nucleotide sequences of their genomes. One approach to the
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elucidation of the molecular basis of attenuation is, there-
fore, to compare the nucleotide sequences of neurovirulent
and attenuated polioviruses (9, 10).

In the present study, we have determined the nucleotide
sequence of the poliovirus type 3 strain, P3/Leon/37, the
neurovirulent progenitor of the currently used Sabin type 3
live, attenuated vaccine (2). The complete nucleotide se-
quence of the vaccine strain itself has been published (11). A
comparison of these two genome sequences reveals all of the
mutations that have occurred during the attenuation process,
which must include those responsible for the attenuated phe-

notype.

MATERIALS AND METHODS

Virus. P3/Leon/37 was isolated originally from the brain
and spinal cord of a fatal case of paralytic poliomyelitis and
is the neurovirulent progenitor from which the attenuated
vaccine strain, P3/Leon 12a,b, was derived by 53 passages
in vitro interspersed with 21 passages in vivo (2). The isolate
of P3/Leon/37 used in this study was obtained from A. Sa-
bin by way of O. M. Kew of the Center for Disease Control
(Atlanta, GA) as the strain from which the vaccine was de-
veloped. This isolate is significantly different in its molecu-
lar and biological properties from that deposited under the
same name in the American Type Culture Collection (unpub-
lished data). A plaque-purified derivative no. 960 was char-
acterized by its two-dimensional electrophoretic map of ri-
bonuclease T; oligonucleotides and found to be indistin-
guishable from the parental stock and from plaque-purified
isolate no. 411 of the vaccine strain. P3/Leon/37 960 was
shown to be neurovirulent in monkeys (10).

cDNA-RNA hybrids prepared from plaque-purified isolate
960 were cloned in Escherichia coli, and a plasmid contain-
ing a complete copy of the genome (pOLIO-Leon) was con-
structed (ref. 12; unpublished data).

Nucleotide Sequence Determinations. pOLIO-Leon (10 ug)
was digested with Pst I, and the two poliovirus-specific frag-
ments were isolated. These were circularized by ligation and
then sheared by sonication. The random fragments thus gen-
erated were end-repaired by treatment with the large frag-
ment of E. coli DNA polymerase I and fractionated on a
1.5% agarose gel. DNA of size 300-1000 base pairs was elec-

‘troeluted, subcloned into Sma I-digested, phosphatase-treat-

ed M13 mp8 and sequenced by the dideoxynucleotide meth-
od (13, 14).

Nucleotide sequences thus generated were compared with
the sequence of P3/Leon 12a;b by using computer programs
developed by Staden (15).

tPresent address: Smith Kline & French Laboratories, 1500 Spring
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P3/LEON/37 TTAAAACAGCTC TGGGGT TGT TCCCACCCCAGAGGCCCACGTGGCGGC TAGTACAC TGGTATCACGGTACCTTTGTACGCCTGTTTTATACTCCCTCCCC
CGCAACTTAGAAGCATACAATTCAAGC TCAATAGGAGGGGGT GCAAGCCAGCGCCTCCGT GGGCAAGCAC TACTGT TTCCCCGGTGAGGCCGCATAGACTGT TCCCACGGT TGAAAGTGG
CCGATCCGTTATCCGCTCATGTACTTCGAGAAGCCTAGTATCGC TCTGGAATCTTCGACGCGT TGCGC TCAGCACTCAACCCCGGAGTGTAGCTTGGGCCGATGAGTCTGGACAGTCCCC

ACTGGCGACAGTGGTCCAGGCTGCGCTGGCGGCCCACCTGTGGCCCAAAGCCACGGGACGCTAGTTGTGAACAGGGTGTGAAGAGCCTATTGAGCTACATGAGAGTCCTCCGGCCCCTGA

ATGCGGCTAATCCTAACCATGGAGCAGGCAGC TGCAACCCAGCAGCCAGCCTGTCGTAACGCGC AAGTCCGTGGCGGAACCGAC TAC TTTGGGTGTCCGTGTTTCCTTTTATTCTTGAAT
GGCTGCTTATGGTGACAATCATAGATTGTTATCATAAAGCGAGTTGGATTGZ?CATCCAGTGTGAATCAGATTAATTACTCCCTTGTTTGTTGGATCCACTCCCGAAACGTTTTACTCCT

M G Q VS S 0 K V G A HENSNU RAYGGS T I N
TAACTTATTGAAATTGTTTGAAGACAGGATTTCAGTGTCACAATGGGAGC TCAAGTATCATCCCAAAAAGTAGGCGC TCACGAGAATTCTAACCGAGCCTACGGTGGT TCTACGATCAAC

Yy * * I N Y Y K D S A S N A A S KQ D Y S QD P S KF T EU®PILIKUDVLTIKTATP
TACACCACAATTAATTATTATAAAGATTCCGCAAGTAATGCGGCGTCCAAGCAAGATTACTCACAGGA TCCATCAAAATTCACCGAGCCACTAAAGGACGT GCTCATAAARACAGCTCCA

A L N‘ s P v E A C G Y S DR VLQLTULGNSTTITTOQEA AR ANSV VA Y GR
GCACTCAATTCACCAAATGTGGAAGCGT GTGGGTATAGTGATAGAGTGT TGCAACTCACTTTAGGCAATTCCACTATTACTACACAGGAGGCAGCAAAT TCAGTAGTGGCTTACGGACGT

W P EF I R DDEA ANZGPUVDOQ®PTTET PDUVATTC CU RTFTYTTLHDTVM®WSGKE S KG
TGGCCTGAGTTTATTAGAGATGACGAAGCAAACCCGGTGGACCAACCAACTGAACCAGATGTGGCTACATGCAGATTCTACACACTAGACACTGTAATGTGGGGTAAGGAGTCGAAAGGC

W W W K L P DATLT RUDMTGTELTFGI QN NMYYUHYTULG®RSGYTVHUVQCNAS KF
TGGTGGTGGAAGTTACCTGACGCACTGAGAGACATGGGTCTGTTTGGACAAAACATGTATTACCACTACCTAGGAAGATCCGGGTRCACTGTGCACGTGCAGTGTAATGCATCCAAATTT

AL GV F A I PEJVYCTULA AGT DS DI KT GOQOT RYTSYANAMNTPGTETRTGS GIKTF Y
CACCAAGGTGCACTCGGGGTGTTTGCGATTCCTGAGTATTGTCTGGCGGGTGACAGTGACAAGCAAAGGTACACTAGT TATGCAAATGCGAATCCAGGTGAAAGAGGGGGAAAATTTTAC

s Q F N KD N AUV T S P KURETFTC®PVDYLILS G CGVILILGNA ATFV Y P H Q I I
TCCCAATTCAACAAGGATAACGCAGTAACATCCCCAAAAAGAGAGT TCTGCCCAGTGGA TTATCTCCTGGGATGT GGGGTGTTACTGGGAAATGCCTTTGTATACCCACATCAAATCATT

N L R T NN S A TTI VL P Y VN ATILA BATIUD S MV KHNNWGTIATITIL®PLSPLD
AATCTGAGGACCAACAACAGCGCAACTATTGTCCTACCATATGTGAATGCTTTGGCCATTGATTCAATGFTTAAACACAACAACTGGGGCATTGCCATTCTGCCCTTQ;E%;CGCTGGAT
F A QD S S V E I P I T VTTIAPMTCSTETFN NG GILH RNVTAPKF Q G L P V L N
TTTGCTCAAGATTCATCAGTTGAAATTCCAATTAC TGTGACAATTGCCCCAATGTGTAGCGAGT TCAACGGCCTTCGCAACGT GACTGCACCTAAATTTCAAGGACTACCAGTGT TGAAC

T P G S N Q Y L T S DNUBHKSO QS P CAIPETFDUVTPePTIODTIUPGEVIKNMMEL
ACTCCTGGTAGTAACCAGTACCTGACGTCAGACAACCACCAATCACCATGCGCAATCCCAGAATTTGATGTCACTCCGCCTATTGATATCCCAGGTGAGGTTAARAACATGA TGGAGCTC

A E I DT MTI PLNTILTETST KT RN NTMODMMYUZ RV YVTTLSODSADTILSQQ®PTIILCTLS
GCCGAGATAGACACCATGATTCCTCTCAATTTGGAGAGC ACCAAGAGAAACACAATGGACATGTACAGAGTTACTCTGAGCGACAGTGCCGATC TATCGCAACCAATTTTGTGCTTGTCA

L S P A SDU&PURTLGSUHTMTILTGTEU VTLUNTZYZYTHUWA AGSTL KT FTTFTLTFTUCGS MMA
CTATCCCCAGCATC TGATCCGCGC TTGTCACACACCATGCTTGGGGAAGTAC TGAACTATTATACTCATTGGGCCGGGTCCTTGAAAT TTACCT TCCTGT TCTGTGGTTCAATGATGGCT

? ¢ K I L V A Y A P P G A Q P P T S R KEA AMTELGTUHUV I W GUL GL QS S§CTM
ACGGGGAAAATCCTAGTGGCCTATGCACCACCAGGTGCACAACCCCCCACCAGCCGTAAGGAGGC TATGT TGGGCACACATGTCATTTGGGATCTTGGCCTGCAATCATCTTGTACTATG

vV VP WIIZSNUVTJYROGQ@TTODS ST FTESGSGYTI S MF Y QTU®RTI VVPL S TPK
GTGGTGCCGTGGATTAGTAATGTGACATACAGACAGACTACACAAGATAGT TTCACTGAGGGCGGATA TATCAGCATGT TCTACCAAACAAGAATTGTGGTGCCACTGTCCACCCCTAAG

S M S M L G F VS A CNUDTF SV RILULURDTTUHTIS QS AL P Q IG E D L I S E
AGTATGAGCATGCTGGGGTTTGTGTCAGCCTGTAATGATTTCAGTGTGCGATTGCTGCGAGACACCACTCACATTTCACAATCTGCGCTTCCACAGGGTATTGAAGATTTGATTTCTGAA

vV aAa09QG6GALTULS L PKOQQDSTL®PDTIKASGP A H S K E VP AL T A V E T G
GTTGCACAGGGCGCCCTAACTTTGTCACTCCCGAAGCAACAGGATAGC TTACCTGATAC TAAGGCCAGTGGCCCGGCGCATTCCAAGGAGGTACCTGCACTCAC TGCAGTCGAGACTGGA

A TN PL AP S DTV OQOTURUHUV VORI RZSU RS ESTTIEST FT FARGATCV A TII
GCCACCAATCCTC TGGCACCATCCGACACAGTTCAAACGCGCCACGTAGTCCAACGACGCAGCAGGTCAGAGTCCACAATAGAATCATTC TTCGCACGCGGGGCGTGCGTCGCTATTATT

E VDNZEJ QT PTT R AQI KTLFAM®WR RTITYXKODTVQLRU RIEKTLETFTFTY S RF
GAGGTGGACAATGAACAACCAACCACCCGGGCACAGAAACTATTTGCCATGTGGCGCATTACATACAAAGATACAGTGCAGTTGCGCCGTAAGT TGGAGT TTTTCACATACTCTCGTTTT

D M EFTFVVTA ANTFTNA AININTGI HABATLNZ QUVYOQQTI MY TIPPGATZPTUPKSW
GACATGGAATTCACCTTCGTGGTAACCGCCAACTTCACCAACGCTAATAATGGGCATGCAC TCAACCAGGTGTACCAGATAATGTACATCCCCCCAGGGGCACCCACACCAARGTCATGG

D DY T WOTS S NP S I F YT Y GAAUPA ATZRTIS VP YV GLANAYSHTF YD
GACGACTACACTTGGCAAACATCTTCCAACCCGTCCATATTTTACACCTATGGGGC TGCCCCGGCGCGAATCTCAGTGCCATACGTGGGGT TAGCCAATGC TTACTCGCACTTTTACGAC

G F A K V P L K T D A N Q 1 6 DS LY SAMTVDUDT FGUV L AUV RV VN DHN
GGCTTCGCCAAGGTGCCATTGAAGACAGATGCCAATGACCAGATTGGTGATTCCTTGTACAGCGCCATGACAGTTGATGACTTTGGTGTATTGGCAGTTCGTGTTGTCAATGATCACAAC

P T KV T S K V R I Y M K P KH VR VWCUPRPZPRA AV P Y Y G PG VD Y KNN
CCCACTAAAGTAACCTCCAAAGTCCGCATTTACATGAAACC AAA%;CGTACGTGTCTGGTGCCCTAGACCGCCGCGCGCGGTACCTTATTATGGACCAGGGGTGGACTATAAGAACAAC

i
L bPL S EKGTLTTY G F H Q N K A VvV Y T A G Y K I C N Y H L A T K E D L Q
TTGGACCCCTTATC TGAGAAAGGT TTGACCACATATGGC TTTGGGCATCAGAATAAAGCTGTGTACACTGC TGGTTACAAGATC TGCAACTACCATC TCGCCACTAAGGAGGATTTACAA

N T V S I M W N R DL L V V E S K A Q G T D S I A RCNUCNAGV Y Y CE S R R
AATACTGTAAGCATCATGTGGAATAGAGACCTCTTGGTTGT TGAATCAAAAGCTCAAGGTACCGACTCAATAGCAAGGTGCAATTGCAATGCAGGGGTGTACTATTGTGAGTCCAGAAGG

K ¥ ¥ P VS F VvV G P T F Q ¥YMEA ANUD Y Y P A R Y Q S HM L I GHGT FAS P G D
AAATACTACCCTGTGTCGT TTGTGGGACCCACCTTCCAATACATGGAGGCTAATGACTACTACCCAGC TAGATACCAATCCCACATGTTAATCGGGCACGGCTTTGCCTCACCAGGTGAC

C 6 G I L R C QH GVI GI VT AGGEGTL VAT F S DTIRDTIL Y A Y EEEAME
TGTGGTGG??TC%%TAGGTGTCAACATGGCGTCATCGGAATCGTGACAGCTGGTGGAGAGGGATTAGTCGCATTCTCTGACATAAGGGACTTGTATGCTTACGAGGAAGAGGCCATGGAG

Q'G Y I E S L G A A F G S GF T Q1 GD K I S EL T S M VT S T I T E K
CAGGGCATTTCAAACTATATTGAGTCACTCGGTGCTGCGTTCGGTAGTGGGT TCAC TCAGCAAATAGGGGATAAGATATCAGAACTAACCAGCATGGTGACCAGCACGATTACAGAGAAG

L L K N L I K I I §$ $§$ L Vv I I T R N Y E DT T TV L ATULATLTULSGTCTDV S P W Q
CTACTTAAAAACCTAATCAAAATTATTTCATCTCTGGTGATTATCACTAGAAATTAE?AAGATACCACCACAGTGCTCGCCACTCTAGCTCTTCTTGGGTGTGATGTTTCACCGTGGCAA

W L K K K A C D TL E I P Y V I R Q G D S W L K K F T E A C N A A K G L E W V S
TGGTTGAAGAAGAAAGCATGTGACACTTTGGAGATTCCCTATGT TA TTAGACAGGGTGATAGT TGGTTGAAAAAATTTAC TGAGGCGTGCAACGCAGCTAAGGGGT TGGAATGGGT GTCC

N K I S K F I D W L R EUR I I P QA RDIKULEVF VT KU L K QL EMTLTEWNZ QTI ST
AACAAAATCTCAAAATTTATTGACTGGT TGAGAGAAAGAATCATCCCACAAGCCAGGGACAAGC TTGAGTTTGTAACCAAATTGAAACAGT TGGAAATGCTAGAGAATCAGATATCCACA

(Fig. 1 continues on the next page.)
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I H Q s C P S Q E H Q E I L F NNV RWIL S I Q S KR F A PIL Y A L E A KR I
ATACACCAATCTTGTCCAAGTCAGGAACACCAGGAAATTTTGT TCAACAATGTACGCTGGT TGTCCATTCAATCCAAGAGATTCGC TCCATTGTACGCACTTGAGGCCAAGAGAATACAA 4420
K L EH T I NN Y I Q F K S KH R I E PV CVLUL V HG S P GTG K S VA TNTILI
AAGTTGGAACACACCATTAATAATTACATACAGTTCAAGAGCAAACACCGTATTGAGCCAGTATGT TTGT TAGT GCATGGGAGCCCAGGTACAGGAAAATCAGT TGCGACTAACCTAATT 4540
A R A I A E K ENTS T Y S L P P D P S HUF DG Y KOQOQGV V I M DDTLNIOQN P
GCTAGAGCCATAGCTGAGAAAGAGAACACCTCCACCTACTCGC TACCACCGGACCCGTCTCACTTTGATGGATACAAACAACAAGGTGT GGTTATCATGGACGACCTAAACCAAAACCCG 4660
b GA DMZEKTLT FCOQMUVS T UVETF I PPMASTLETET KSGTITLT FTSN Y VLA S T
GATGGGGCAGATATGAAGCTCTTTTGTCAAATGGT GTCCACTGTGGAGTTTATCCCACCTATGGCCTCGCTGGAAGAGAAAGGCATTC TGTTCACATCCAACTATGT TTTAGCCTCCACC 4780
N S s R I T P P T V A HS DAL AR RV FATFDMMDTI OV M G E Y S RDG KTILN M
4900

AACTCCAGTCGCATCACACCACCTACAGTAGCCCACAGTGACGC TCTGGCCAGGAGGT TCGC TTTCGATATGGA TATTCAAGTGA TGGGCGAGTAC TCCAGAGATGGTAAAC TCAACATG

A M A T ETC KD CH QP ANTFIKURTCT CZPTLUVCSGI KA BATIOTLMMDTEKS S RV R Y S
GCAATGGCTACTGAGACGTGCAAGGACTGCCACCAACCAGCAAACTTCAAAAGATGCTGTCCTTTAGTGTGTGGTAAGGCAATTCAE;iAq?;GACAAATCTTCCAGAGTTAGGTACAGT 5020

Q'G P L Q Y K D L K I D I K

v b I TTMTITINEM RNU RU RTSNTISGNTGCGMTEA BATLTF
GTTGACCAGATTACTACAATGATTATCAACGAGAGAAACAGAAGATCTAACATTGGCAATTGCATGGAGGC TTTGTTCCAAGGACCACTCCAGTACAAAGACCTGAAAATTGACATCAAG 5140
T R P P P E C I N D L L AV DS Q E VR D Y C E K K GW I V NI T S Q V Q T E
5260

ACGAGGCCCCCCCCTGAATGCATCAATGATCTGCTTCAAGCAGTTGACTCCCAGGAAGTGAGGGATTATTGTGAAAAGAAAGGATGGATCGTCAACATCACTAGCCAAGTTCAAACAGAG

R N I N R A M T I L QA V T TF A AV A G V VY V M Y K L F A G H 0 G A E)gT G L
AGAAACATTAACCGAGCAATGACCATTTTGCAGGCAGTGACAACTTTCGCCGC AGTGG% EGTGTEGTGTACGTCATGTACAAG’I‘TATTCGCTGGACACCAGGGAGCATACACTGGTCTG 5380

P N K R P N V P T I R A A K Q G P GF DY A V A MAI KU RNTIUVTATT S K G E
CCAAACAAAAGACCCAATGTGCCCACCATTAGAGCAGCAAAAGTGCAAGGGCCTGGGT TTGACTATGCAGTGGC TATGGC TAAAAGAAACATTGT TACAGCAACTACTAGCAAAGGGGAG 5500
F T M L GV H DNV A I L P T HAS P GE S I VIDSGI KTEUVETI L DAIKATL E D
TTCACAATGCTAGGAGTCCACGACAACGTGGCCATTTTACCAACTCATGCCTCACCTGGTGAGAGTATTGTAATTGA TGGCAAAGAGGTTGAAATCCTAGACGCTAAAGCCCTCGAAGAT

Q A G T NTL E I T I I T L K R NEKF R DI R QH I P T QI T ETNUDGUVTL IV
CAGGCAGGCACTAATCTGGAAATCACCATAATAACCCTCAAAAGAAATGAAAAGTTCAGAGATATCAGACAACACATACCCACTCAAATCACCGAGACGAATGA TGGAGTTCTGATTGTG

N T S K Y P NM Y VPV GA VT TEOQG YL NULGS GRIOQTA AU RTIILMMYNT FP TR A
AACACTAGTAAGTACCCCAACATGTATGT TCCTGTCGGTGC TGTGACTGAGCAGGGATACCTAAATC TCGGTGGGCGCCAGACTGCTCGTATTC TAATGTACAACTTTCCAACCAGAGCT 5860

-

5620

5740

cC G G vV G K Vv I GM H V G G N G S H G F A A AL KR S Y F T O S 0'G
CATGCACTGGGAAAGTCATCGGGATGCACGTTGGTGGGAATGGTTCACATGGGTTTGCAGCGGCCCTGAAGCGGTCATACTTCACTCAGAGCCAAGGT 5980

GGTCAg&TGfGGAR& §%A
E A G Y P I I N A PTKTKTULFE P S A F H Y V F E G V K E P A

GAAATCCAGTGGATGAGACCATCAAAGGAGGCAGGGTATCCAATTATAAACGCCCCAACCAAGACCAAGCTCGAGCCCAGCGCTTTCCACTATGTGTTTGAAGGAGTAAAGGAACCAGCA

v L T K N D P R L K T D F E E A I F § K Y V G N K I T E V D E Y M K E A V D H Y
GTCCTCACAAAGAATGATCCCAGACTTAAAACAGACTTTGAAGAAGCAATCTTCTC TAAGTATGTAGGGAACAAGATCACTGAGGTGGATGAGTACATGAAAGAGGCAGTGGACCATTAT

6100

6220

A G QL M S L DI S T EOMTCTLUZ EDA AMMYSGTUDGTU L EATLDT LS TS A G Y P Y V
GCTGGACAACTTATGTCGC TGGATATCAGCACAGAGCAAATGTGTCTAGAAGACGCCATGTATGGTAC TGATGGTC TGGAGGCGC TAGATC TGTCTACCAGTGCCGGGTACCCCTACGTG

A M G K K K R DI L N KOQTURDT K EMOQR®RILTLUDAYG I NLU®PTILV T Y V K D E
GCAATGGGGAAGAAGAAGAGAGATATCCTAAACAAGCAAACCAGAGACACCAAAGAAATGCAAAGACTTTTGGACGCTTACGGAATCAACCTACCATTAGTGACATATGTCAAGGACGAG

6340

6460

L R S K T KV E Q G K S RL I EA S S L ND S V A M RMATF G NL Y A A F H R N
CTGAGGTCCAAAACAAAAGTGGAACAGGGAAAATCCAGACTGATTGAAGCTTCCAGTC TAAATGACTCAGTGGCCATGAGAATGGCATTTGGAAACCTTTATGCAGCATTCCACAGGAAT

P G VvVvVeT G S AV GCDPDIL F W S K I PV L M EE KL F A F D Y D A S L
CCAGGGGTCGTCACTGGTAGTGCAGT TGGA TGCGA TCCAGACCTA TTC TGGAGCAAGATCCCAGTGTTGATGGAAGAAAAGCTATTTGCCTTTGATTACACAGGATACGACGCATCACTT

S P AW F E A L KM VL E K I GF GDUR VD Y I DY L NH S HHL Y KN K I Y C
AGCCCAGCTTGGT TTGAGGCACTCAAGATGGTGT TAGAGAAAATTGGT TTTGGAGATAGAGTGGATTACATAGACTACCTTAACCATTCACACCACTTGTACAAAAACAAGATATATTGT

V X G GM P S GC S G T S I F N S M I NNILTITIURTIULTULTLI KT Y K G I DL D H L
GTTAAGGGCGGCATGCCATCTGGCTGCTCCGGCACTTCAATTTTTAATTCAATGATTAACAATT TGATCATTAGGACGCTTTTACTGAAAACCTACAAGGGCATAGATTTGGACCACTTA

K M I A Y G D D VI A S Y P HE VDASLILAAOQS G KD Y G L T M T P A D K S A
AAAATGATTGCCTATGGTGACGATGTAATAGCTTCCTATCCCCATGAGGT TGACGCTAGTCTCCTAGCCCAATCAGGAAAAGACTATGGACTAACCATGACTCCGGCAGATAAATCTGCC

T F E T V T W E N V T F L KR F F R ADGE XK Y P F L I HP VM P M KE I HE S I
ACTTTTGAGACAGTCACATGGGAGAATGTAACTTTCTTGAAAAGATTC TTCAGAGCAGATGAGAAATACCCCTTCCTCATACATCCAGTAATGCCAATGAAGGAGATTCATGAATCAATC

R W T K D P R N T Q D H V R S L C L A W H N G E E E Y N K F L A K I R S V P I
AGATGGACAAAAGATCCTCGGAATACGCAGGACCATGTACGCTCCTTGTGTCTATTGGCTTGGCACAACGGGGAAGAAGAATACAACAAATTTTTAGC TAAAATTAGGAGTGTGCCAATC

6580
6700
6820
6940
7060
7180

7300

G R A L L L P E Y S T UL Y R R W L D S§ F * *

GGAAGAGCTTTGTTGCTCCCAGAGTACTCAACATTGTACCGCCGTTGGCTTGAC TCATTTTAGTAACCCTACCTCAGTCGAATTGGATTGGGTCATACTGTTGTAGGGGTAAATTTTTCT 7420

TTAATTCGGAG-POLY A

Fic. 1. Complete nucleotide sequence of poliovirus type 3 P3/Leon/37. A cloned DNA copy of the genome was subjected to random
shearing by sonication and was subcloned into bacteriophage M13. Nucleotide sequence was determined by the dideoxynucleotide method (13,

14).

RESULTS of the strains, including the identical migration of 55 charac-
To safeguard against the possibility that an individual, teristic T;-oligonucleotides (10), suggest that neutral muta-
cloned DNA copy of the genome could be derived from a tions in the genomes are minimal and, therefore, that se-
subpopulation unrepresentative of the biological properties quence differences have a high probability of correlating
of the original virus stock, P3/Leon/37 was plaque-purified, with biological differences.
and its highly neurovirulent phenotype was confirmed in A complete DNA copy of the genome of P3/Leon/37,
monkeys prior to gene cloning (10). The vaccine strain, plaque-isolate 960, was subjected to random shearing by
P3/Leon 12a;b plaque isolate 411, was similarly tested and sonication and subcloned into bacteriophage M13 (14). Over-
shown to be attenuated. Therefore, it is highly likely that lapping sequences were determined by the dideoxynuclqo-
nucleotide sequences derived from cloned cDNAs of these tide chain-termination method (13) and together comprise
strains reflect their neurovirulence properties. In addition, the complete sequence presented in Fig. 1. This 7431-nucleo-
the close similarity in serological and biochemical properties tide sequence excluding the poly(A) tract is 1 base shorter
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than that derived from the vaccine strain P3/Leon 12a;b and
differs from it at only 10 positions as summarized in Table 1.
The level of sequence conservation between the two strains
is surprising in view of the number of passages between them
[53 in vitro and 21 in vivo (2)] and current ideas on the high
mutability of RNA genomes [one error per 10°-10* incorpo-
rated nucleotides (16)]. The result contrasts with that ob-
tained in a study comparing the poliovirus type 1 strains,
Sabin vaccine P1/LSc,2ab, and its neurovirulent precursor
P1/Mahoney (9). Between these strains 57 point mutation
differences were observed, 21 of which gave rise to amino
acid changes scattered throughout the genome. It should be
noted that in the case of type 1, there is no reported plaque-
purification and neurovirulence testing of strains immediate-
ly prior to molecular cloning and/or nucleotide sequence de-
termination (9, 17, 18).

Although the predicted amino acid sequences of poliovirus
types 1 and 3 show close homology (ca. 90%) (11), none of
the mutations observed in the type 3 vaccine strain have an
identical counterpart in the type 1 vaccine strain, indicating
‘that the mutational events responsible for attenuation are
different in these two serotypes.

Of the 10 changes listed in Table 1, S are unlikely per se to
be of significance to the attenuated phenotype. Thus, the
changes at 871, 4064, 6127, and 7165 are all silent and fall
within the large open-reading frame believed to encode all
the known virus-specified polypeptides (17, 18). Although it
is possible that these changes could influence biological
properties by destabilizing RNA secondary structure, we
have no evidence for the involvement of these regions in sec-
ondary structure of any significance. The change at position
7432 (A — G) corresponds in P3/Leon/37 to the first A of
the poly(A) tract. Variation at this position has been ob-
served in poliovirus type 1 between two isolates of the same
strain, both of which are believed to be neurovirulent (17,
19). _

The significance of sequence changes at positions 220 and
472 is difficult to assess. This 5’ region of the genome, which
is presumed to be noncoding (17), shows extensive sequence
conservation between types 1 and 3, suggesting that it plays
a critical role in the replicative cycle of the virus (11). How-
ever, its precise function and the constraints this imposes on
sequence changes within the region remain obscure. It is un-
likely that position 220 is involved in a translational function
because there are no AUG codons in the preceding sequence
(11). Position 472, on the other hand, could function in two
short open-reading frames. In one of these, positions 461-
595, the C — T mutation would be silent. In the second,
positions 322-519, the mutation would give rise to a Ser —
Pro amino acid substitution. However, this second frame is
not conserved between poliovirus types 1 and 3 and, there-
fore, is of doubtful significance (11). Indeed, at the present

Table 1. Differences in nucleotide sequence between the
genomes of poliovirus type 3 P3/Leon/37 and the Sabin
vaccine derivative P3/Leon 12a,b (2, 11)

Change from parent — vaccine

Position Nucleotide Amino acid Altered protein
220 G->T — —
472 C->T ? —
871 G- A — —_

2034 C->T ser — phe VP3
3333 A—->G lys — arg VP1
3464 A—->G thr — ala P2-3b
4064 T—->C — —
6127 T->C — —
7165 G- A — —
7432 A->G — —
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time, there is no evidence for the use of any translational
reading frames other than that encoding NCVPOO (17, 19).

The mutations most likely to determine the attenuated
phenotype are those at positions 2034, 3333, and 3464, which
give rise to amino acid substitutions in VP3, VP1, and non-
structural protein P2-3b, respectively. The most chemically
conservative of these changes is the Lys — Arg change in
VP1. We have argued previously that this change is unlikely
to be the major determinant of attenuation, mainly on the
evidence that a neurovirulent revertant of the Sabin type 3
vaccine does not show a back-mutation at this point (10).
Although our arguments are still valid, the observation of
only two additional coding changes in the entire genome sug-
gests that involvement of the Lys — Arg change in attenua-
tion should not be totally ruled out. Indeed, it has been ar-
gued previously that surface changes may play an important
role in attenuation; thus, VP1 is a likely site for attenuating
mutations (9, 20). A similar case may be made for the struc-
turally most drastic of the three coding changes (i.e., Ser —
Phe in VP3). It is conceivable that this change could modify
the surface properties of the virion in a way that would re-
duce its neurotropism.

The final coding change, Thr — Ala (position 3464),
causes an alteration in the nonstructural protein P2-3b. This
protein is the precursor of two other nonstructural proteins
observed in poliovirus-infected cells, P2-5b and P2-X (17).
However, the region of P2-3b incorporating the change is
removed upon formation of these derivatives. It is notewor-
thy that this change is juxtaposed between two mutations
that are 12 amino acids apart in the Sabin type 1 vaccine
strain (i.e., Asp — Glu at 3460 and Ser — Asn at 3492 of that
strain) (9). Therefore, these mutations may affect the same
structural domain of P2-3b and, thereby, possibly represent
a common basis of attenuation in the two serotypes. Howev-
er, an explanation of the molecular mechanism would neces-
sitate an understanding of the function of P2-3b.

DISCUSSION

The nucleotide sequence of P3/Leon/37 presented here indi-
cates that only 10 mutations have occurred during the deri-
vation of the Sabin type 3 vaccine strain, P3/Leon 12a;b.
Unambiguous identification of the mutations responsible for
the attenuated phenotype is not yet possible, but it is likely
that one or more of the three coding changes are involved.

It might be predicted, considering the extensive passage
regime used to derive the Sabin poliovirus vaccines, that at-
tenuation would be the result of an accumulation of muta-
tions acting concertedly (2). The number of mutations ob-
served in the type 1 vaccine and the observed genetic stabil-
ity of this strain favor such a conclusion (3, 9). For serotype
3, however, the sparsity of the mutations and their disparate
locations raise the possibility that attenuation has been ef-
fected by a single point mutation. The observed frequency of
reversion of the type 3 vaccine (at least 10 times greater than
that of type 1) (3, 21, 22) is consistent with this conclusion.
Profound biological effects resulting from single point muta-
tions have been observed in other viruses. In the case of
rabies virus, a single amino acid substitution in the surface
glycoprotein can dramatically reduce neurovirulence (23). In
influenza viruses, a single change may affect virus interac-
tion with the cell surface (24).

We have reported the partial nucleotide sequence of rever-
tants of the type 3 vaccine in an attempt to shed further light
on the attenuating change(s) (10). It is likely that a parallel
genetic approach based on the construction of recombinants
from cDNA in vitro will also be required (25). A precise defi-
nition of attenuating mutations in Sabin vaccine types 1, 2,
and 3 and an explanation of their mechanism of action may
raise the possibility of designing derivatives that are incapa-
ble of reverting to neurovirulence.
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Finally, it is worth noting that the sequence of P3/Leon/
37 presented here and that of P3/Leonl2a;b presented previ-
ously (11) together constitute one of the few examples where
total RNA sequences have been obtained from RNA ge-
nomes separated by a known number of passages (although
the number of replication cycles within one passage and the
number of replications of a genome within one infected cell
remain unknown). The level of change observed here sug-
gests either that the vast majority of mutations are disadvan-
tageous or that the spontaneous mutation rate in these RNA
genomes is significantly lower than previously supposed

(16).
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