NOVEL FETAL MARKERS FOR PRENATAL DIAGNOSIS AND MONITORING RELATED
APPLICATIONS [0001] This application claims priority to U.S. Provisional Patent Application No.
60/797,456, filed May 3, 2006, the contents of which are hereby incorporated by reference in the
entirety. BACKGROUND OF THE INVENTION [0002] Early detection of pregnancy-related conditions,
including potential complications during pregnancy or delivery and genetic defects of the fetus is of
crucial imporauvEl SPETADWARKERG HIOR FRENATiOD BIddENOFIHAND 34N BOSENEhe mother
and the fetus. Prenatal diagnosis has been routinely conducted using cells isolated from the fetus
through procedures such as chorionic villus sampling (CVS) or amniocentesis. These conventional
methods are, however, invasive and present an appreciable risk to both the mother and the fetus
despite most careful handling (Tabor %ﬁﬁ%ggc@ﬁﬁ@gﬁ@&gg, 1986). [0003] Alternatives to these
ithasive approaches have been developed for prenatal screening, e.g., to detecting fetal abnermalities,

following the Higetverdbis umtisetierlepe susmittin tbfiskamiperd e AnmieaineiNaulation
(Johansen et direnatsRiagny Rk Wl eckidm @f\@mﬂrsré@aeﬁgm&?&r&wé%g}g-free fetal DNA
can be detected in ’mqt’ernal p!asrﬁa and serum (Lo et al., Lancet 350:485487, 1997). The amount of
fetal DNA in A¥5HER4IIBIBSEHESBeen shown to be sufficient for genetic analysis without complex -
treatment of the plasma or serum, in contrast to alternative methods requiring steps for isolating and
enriching fetal cells. Fetal rhesusH> (RUEDQfENBHYIRATHE GNVENTROENgI. J. Med. 339:1734-1738,

1998), fetal s termination (Costa et az., N. l, J. Med 346:1502, 2002)..and diagnosis of
several fetal |sg%%erg]a(%\¥n#8%é§°&§?%. éeElrr?“n.t% 603%%%’ ?8%3%5?363}? %t, Lancet
356:1170,2000mptidadis diratg W%@@Q@Vimdmﬁhé@@mmwéved by detecting
fetal DIVA in alelfaligama ot seikiuesing aesmeraseRalndeachosdReRidgessd technique.

[0004] In addition, qu & abnormalities of fetal DNA in maternal plasma/serum have been

reported in prestraamstha anétha foust Cranielingsers §8s bogramnhsaaieeie uaine T. Obstet,

Gynecot 184414439, 2001, felabiisarmAbeaka seia G5 lds skh5ind 999 and Thong et
al., Prenat. Diagn. 20:795- 798, 2000) and yperemes%%awdarum (Sekizawa et at, Clin. Chen?.

47:2164-216%5CY80 25 ABIREHIASHT fERIPA GRREREHeL P ATRES 28 OBEVSr ’ﬁ?’é‘ﬁé’?a‘?zﬁ%netic analysis is
also discloseg i S Eiaridin SR8 thAaDHOR08]r ehdl t(RiNBuay eseriic moratersfl blood has also -

been established as iL%%nost'c ool for, Hr n y-% ciated conditions. For instance, U.S. Patent
08 f oo AL

Application N©~ gues based on detection of fetal RNA in

maternal bIoz@é(béﬁ.’ E%%% éﬁ@g&gﬁﬁ% g%fé%lzlgp%@ﬁefs rbgg%cgg%gﬁlﬁgggpr%a{g&gnt of certain

MRNA speci , LIPF12, and PLAC1) present in maternal blood can
be used as murkersfor. diatindsgraistlehnerelibrsdielinty peign sirepreisrdladmsarders such as

preeclampsia, fetal chrorosomahaneunloidy, ANHPISISIRHADEEHARORLAlthowghihe stability of DNA

provides an advantage for fetal DNA-based diagnosis, ong ma'lpr limitation does_exist for this-

approach: boﬁq%iaﬁ@h%&ﬁg?BW@mm SEenarRe S orR Priyh AR woman's blood,
e.g. serug_l ObplREMAd | Hlﬁfﬁaéh@ﬂep ll%s%z?@ﬁ@é&ﬁtﬁ&g ' ',ngaﬂzvl,f%wcawiofn@mmagl Ltlegg?j.m\;éelx_tﬁ e(;lsure
accurate diagnosis. It was first disclosed-in U. atent icatign ,951, published as
200300443Sﬂﬂgﬁ?@f\z%%@#é@rﬁﬁtﬁfgbﬁ?%%éL%?gﬂﬁggﬁﬁaé%qﬁﬂ%ﬁ%%?@%gﬁfmn%%thylation profiles.
Landes et al. ifaly<5s Walieot AppieatinmitishtioAtienNon2 008624, 1522russ prejiusethdifferential
methylation markers may. be used for prenatal diagnosis. | sent. di mber of
human genorﬁf%{%%ﬂs gglaﬁlgn%eeglooég gda%nr‘%c ‘r%%%%ﬁo% e? g%%’dfﬁ%#é%%%?% Irst time as loci

containing regowsydifie @atie f.obtEpigiell ife ¢ S30mTe DNA DGR Setd ot Seterignatieidom an adult
(e.g.,a pregngfgs %Q)MTEH&. ;ﬁWiﬁg&g@gl%m}%@ggWg@&@Mw proper identification
n e

or quantification of fetal and maternal DNA and therefore relia lagnosis of prenatal conditions.

BRIEF SUMMAR¥OEARIEuRay eNeh SR 600301 8 182 adif SaHR fidsertifiention refers to a

method for dejegtingotrizamya24 dha iatus, caniecsby: SopregImIUNDhat Sampesing the steps of:
determining the methylatjon statu '%l (-containing genomic sequence in a biological sample
obtained fronﬁfﬂ@\ﬁ%%’% ﬁ\'ﬁﬁ?&i‘%% § I%‘%e%%(ﬁ o EE 0P BIB.MTA Wherein the genomic
sequence fairtliie feittboa B iRe-pesrdmichsemaence from the woman are differentially methylated,
thereby distinguishing the genomic sequence from the woman and the genomic sequence from the
fetus in the sample, wherein the genomic sequence is at least 15 nucleotides in length, comprising at .
least one cytosine, and is within genomic locus Holocarboxylase Synthetase (HLCS)on chromosome
21; determining the amount of the methylated gemomic sequence from the fetus; and comparing the
amount of the methylated genomic sequence from the fetus with a standard control, wherein an
increase from the standard control indicates the presence of trisomy 21. 100071 In an example, a
method is provided for detecting or monitoring a pregnancy-associated disorder in a woman pregnant
with a fetus. The method comprises the following steps; (a) obtaining a biological sample from the
woman, wherein the sample is whole blood, serum, plasma, urine, or saliva; (b) determining the

methylation status of a Cp3-containing genomic sequence in the sample, wherein the genornic
canlience from the fatiic and the deannmic ceadiience from the woman are differantiallvy methvlatead



[0018] In some examples, the method further comprises an amplification step following step (b) to
amplify the methylated or unrn ethylated genomic sequence. The amplification step may be performed
by FOR, such as methylation-specific PCR. [0019] There are various possibilities in performing step
(c) of the claipogp mMethrskidonexample: diepeaiike phftoimaddinmarsmpectrometry, by a primer

o e e L Pt g ton o g, 005

e genomic sequénce on ¢chromosome 21
from the fetuscananriss g sinblelMucientice. EolymeiIisisnn] 44 iBsetio) delatizonpoBimorphism, or a

simple tandem repeat polymorphi 1 on ample, ethod is proyideg.for detecting or
monitoring g‘fb%%aﬁ%{ﬁ%&%&i%ﬁﬁ&égfg&#é% Va\%%)%{m%r? o eegﬁgh?;{ﬁﬁﬁiaﬂt}?ea%éﬁhgg Smethod comprises
the steps ofi5ig pobtainio g tictegisatsadaple fishithwavernbn i &fkimHE: 4Pl eG4 whole blood,
serum, pla Ul r saljva; (b) determinin 9585? nj IC sequence in
the sample?mé‘rﬁ]ﬁ%ﬁ% 9 eorio%iai %%%ﬁgﬁgie %1%1;[ §5L§%[Y%géucle iggﬁgﬂ%%\%%%?n%ﬂses at least one
unmethylatéchytdiitleserid 1$.Svithitera MNegiahs8i4hromosome 21, and wherein the region consists of
(1) a genoraic locus selected from the group consisting of C0I137, phosphodiesterase 9A
(PDE9A),hdPt8Zaphisita Eféfeﬁ%?@éﬁﬁ’é%%%ﬁ?@&hﬁi&%ﬂih?ﬁﬂi%% Behie 2 pseudo gene 2
(PP.PIR2P2), and. JIMUplJQ HRMNALasnemabdiisale gansisanc(2) 5 BidAtsequence of no more

than 10 kb upstream and/or'downstream from the locus; and (c) co ing.the level of the genomic
sequence Wit RCatsRdRPd BbH TRt U WS SRS P TRERERLE oF Cﬁé’&éﬁ%@%ﬁﬁ%ﬁé e

&akasrd control
indicates the.preseRGe SLRIMAIERSIONTNE ppregiantivarsobiated/diSdrtRifde22] In some examples,

step (b) comprises treating DNA present,in t lood sainple with.a,r t that.differentially modifies
methylated @ﬁﬂ%ﬁ%%%ﬁ?éﬂ%ﬁ%ﬁﬁ@%@%%%% “ﬁﬁ%@gf:%h\gé.%s?bﬁ‘?u i e%‘t%]?’i%ertrg.agé’comprise one or
more enzynes thakareferentiatisele aveRisiddnudrisin evetdydatadkyogindiagndsimay comprise one
or more enzymes that preferentially cleave I s &E‘E@?%}%@fﬁg oging. 100231 In some
examples, f%rﬁﬁfge C%nng M |3{é¥i|§%|a%§§§%%s¥l}gh as a onmeP%ée’ chain reaction (PCR),
especially achetindatiahaspedsiid R @R itlerantadiification reaction may also be a nucleic acid sequence
based amplification, a strand displacement reaction, a branched DNA amplification rsaction. In some

examples, tE96Vel HitoughahomrbibN ANy det arssviiaesyh Fb Parttdfioresis or

polynucleotigie hybridization /00241 theirethod fs-auitabierfacHeteatingDsmmenitetiag a number of
prepaancyassociated disorders, including ree%lampsm?,g?reterm I 3%, h %]eremess gravidaram,
55%1' ¥

ectopic pregiAdy FTSERhiR28S AT & BT TetaTdaON, ST0rther example, a
method for deigelingiaimenicsingadtedhdangyitstdiabi disordertinnal Woidan gregnant with a fetus.
The method comprises the steps of; btaini lological t , Wherein the
sample is Wﬁ?ﬂ‘érﬁﬁ)%]&,g%%?ﬁmipp 555%%2 %ﬁ‘ﬁ%ﬁb@%&%&%ﬁﬁ“ﬁ%ﬁ%ﬁé tl?eg\//%fl%? iﬂCpG-containing
stenomic seguiihedinshecsanus Sytrerduteitodmatemic. S8g0enee bs dstaasishsdititieotides in length,
comprises ay least one methviated cytosine.jand.is ithip,asrscionenugiiamasome 21, and wherein
the region CONSISS 6f (E) a genonaic locus selected from the group co,nsi%ér%g of CG-]009, carbonyl

reductase | FOBREY DO 8RR b ceioRmBIEh Hibeeial mueyAdiPhIeRi iHEeS e 21 open

reading fra’?ﬁc%% Z129)HiiqcathexyiaseSuathaiase { BEE): anthe@l 8Rxand (2) a DNA
sequence of no more than 10 kb upstream and/or dow&sﬁ%egg}%oraﬁt%locus; arild ga) comparing the
level of the JaRSmreEaGERIRERL PRL SRS CON S WWABTEH 'Sh McrEddetsr et ease from the

standard coniralindisales e Brasanseyoh sgeasiopeabmprbyiancziassddated Gisorder.  10026] hi

some examples, step (bﬁ comprises treating DN sentint load it a reagent that
differentially FnEaMeES Abth{fafed BWW%“&Wﬁeﬁ%o@éﬁ%. Qﬁﬁ%ﬂémaagfﬁ %angg ({:go&mprise bisulfite, or it
may comprisasigieldaiaenzymeddbstinaioenipiyitivatiernN ebmpmiryrHdtytated cytosine, or
{ may compise e £ ot RmERareleiaialleleave DA comprising immethyatec
cytosine. [0 Sofe examp‘iles’, step (b) comprises an amplification reaction, such as a
polymerase chain reaction (PCR), especially a methylation-specific PCR. The amplification reaction
may also be a nucleic acid sequgnes kesasamplification BstRNdisplacement reaction, a branched
DNA amplification reaction, In some examples, the level of the genomic DNA sequence is deteimined
by way of electrophoresis or polynucleotide hybridization. [00281 The method is suitable for detecting
or monitoring a number of preunancyassociated disorders, including preeclampsia, preterm labor,
h.yperemesis gravidarum, ectopic /pregnancy, trisomy 21, and intrauterine growth retardation. 100291
In practicing the examples within all aspects mentioned above, a CpG island may be used as the
CpG-containing genoinic sequence in some cases, whereas in other cases the Cp0-containing gnomic
sequence may not be a CpG island. [0029A] The methods in all examples, may be carried out without
any step performed on the woman. In these examples, the methods of the invention omit the step of
obtaining the biological sample from the woman, and,start with the first recited step that is carried out
on the sample. All other disclosure in this application applies equally to these examples, except where

the context clearly requires otherwise. [0029B] Thus, one example would become: a method of
AdAetectinn or Mmonitorina a nreanancy-acenciated dieorder in a woman nreanant with a fatiie ecomnricinQ



BRIEF DESCRIPTION OF THE DRAWINGS 10030] Figure 1. Cloning and bisulfite sequencing of
CGI137 (A). region A and (B). region B among paired placental tissues and maternal blood cells.
Individual CpG sites are numbered across the first row, with nucleotide positions defined relative to
chr21:46,249,636 (+1) of the Human May 2004 (hg17) assembly of he UCSC Genome Browser. Each
subseqigRE K %Q%@s;%@&, methylation.sials aeress Ihe.aResitesdnidsingle PN A melaculeriselated

by cloning. Filled and unfilled circles represent methylated and unmethylated CpG sites, respectively.
CIones‘%‘o?ﬁ’fﬂ&é‘”é‘ﬁt‘é{Pﬂ%uéogé’r‘ﬁiipésﬂ%ﬁétfﬁﬁ&%&%W&%W"@EWMWHTIétﬁﬂﬁs%fﬁo(Fﬁ% fiatblood
cells arg.lahaleckydtaca prefixcIMEN. Ristestiaiaat fuateteak bieod eklisirahs tersarmexyxeghhot,

individual are identified iggﬁitical sample n%@t%elr_&‘lotﬁg\y EQ‘E{:;;PL'Q"E%G 'é’é%&!m@@é’i%hﬁ'%{aﬁaél Box

I
plot of 78 Mieth§IAtioH Thdices anfong all of the sequenced l(l:%ones for the placenta and maternal blood

cell samaplesforeetoiy ofitite ktadicteGChG Sitexevithine CGI EBTAY. fegiercA Ban (BY. Fagish BréARdss
the x-axis, e individuat- GG Sites aedesighated with thelenuisleqigdrnesitiansaselative tides in
chr21:46,249,636 (+1) of the Human May. 2004 (hg17) assembly of the Uﬁs"c ngogne Bro ser.
[00321 {ERgtite X BORIPRoFLATHE AREHISHER ififcds Sty S GPthe SR UENREY oNaY oy g™
placentgzangmataroabbleed telicsamples for sacnobihdstudiadhCp G sites withimBDESAzNigny
third-trig SE%@@%%;{ téﬁ%%&%@{@@&@@%@éé%%%%lg%&én@@%m, FROIR BN and.Manddggion C

(E). For Fig. . | B, across the x-axis, the individual CpG sites are designated with their nucleotide
positiorisheskitige ieswrecrEorrts satraloretip indestey Bupusersy %ﬁtﬂlfé’mm%fan May 2004 (hg17)

assembly of the UCSC Genome Browser; and for Fig. 3C and 3D, relative to the forward strand of
chr2l: 43858, (1 i i FigeREs telajivectorthecfoswaregrstrand of chr21:42,978,005 (+1). 100331

Figure 4. Box plot of the methylation indices.am I St#;ne sequenced.clones, for the placenta and
materna‘f“ﬁmgl?%?ﬁ%g}?’ff%oﬁéﬁ%f TS Eé%%p {65 Wllﬂ\fﬁntrge;fon A of PPPIR2P2 among

(A). third-trimester and (B). first-trimester pregnancies, and (C). within region B of PPPIR2P2 among
third-trimester pregnancies. Across the x-axis, the individual CpG sites are designated with their
nucleotide positions relative to chr21:36,180,493 (+1) of the Human May 2004 (hg17) assembly of the
UCSC Genorne Browser. (0034i Figure 5. Box plot of the methylation indices among all of the
sequenced clones for the placenta and maternal blood cell samples for each of the studied CpG sites
within Similarity to FentlA (C elegans) (A). region A and (B). region B. Across the x-axis, the individual
CpG sites are designated with their nucleotide positions relative to clu21: 14,056,070 (+1) of the
Human May 2004 (hgl17) assembly of the UCSC Genome Browser. [0035] Figure 6. Box plot of the
methylation indices among all of the sequenced clones for the placenta and maternal blood cell
samples for each of the studied CpG sites within CGI009. Across the x-axis, the individual CpG sites
are designated with their nucleotide positions relative to chr21: 25,855,701 (+1) of the Human May
2004 (hg17) assembly of the UCSC Genome Browser. [0036] Figure 7. Box plot of the inethylation
indices among all of the sequenced clones for the placenta and maternal blood cell samples for each
of the studied CpG sites within Carbonyl reductase I. Across the x-axis, the individual CpO sites are
designated with their nucleotide positions relative to chr21: 36,363,538 (+1) of the Human May 2004
(hgl7) assembly of the UCSC Genome Browser. [0037] Figure S. Box plot of the methylation indices
among all of the sequenced clones for the placenta and maternal blood cell samples for each of the
studied CpG sites within Down syndrome cell adhesion molecule. Across the x-axis, the individual
CpG sites are designated With their nucleotide positions relative to chr21: 41,139,872 (+1) of the
Human May 2004 (417) assembly of the UCSC Genome Browser. [0038) Figure 9. Box plot of the
tnethylation indices among all of the sequenced clones for the placenta and maternal blood cell
samples for each of the studied CpG sites within C210rf29. Across the x-axis, the individual CpG sites
are designated with their nucleotide positions relative to chr21: 44,953,288 (+1) of the Human May
2004 (hg17) assembly of the UCSC Genome Browser. [0039] Figure 10. Cloning and bisulfite
sequencing of CGI111 among paired placental tissues and maternal blood cells. Individual CpG sites
are numbered across the first row, with nucleotide positions defined relative to chr21: 44,699,072 (+I)
of the Human May 2004 (hgl 7) assembly of the UCSC Genome Browser. Each subsequent row
depicts the methylation status across the CpG sites in a single DNA molecule isolated by cloning.
Filled and unfilled circles represent methylated and unmethylated CpG sites, respectively. Clones from
placental tissue samples are labeled with a prefix "PLN," while that from maternal blood cells are
labeled with a prefix "MBN." Placenta and maternal blood cells from the same pregnant individual are
identified by identical sample number following the "PLN" or "MBN." 100401 Figure 11. Box plot of the
methylation indices among all of the sequenced &fones for the placenta and maternal blood cell
samples for each of the studied CpG sites within CGI121. Across the x-axis, the individual CpG sites
are designated with their nucleotide positions relative to chr21: 45,262,112 (+1) of the Human May
2004 (hg17) assembly of the UCSC Genome Browser. [0041] Figure 12. lllustration of the
homogeneous MassEXTEND assay targeting the unrnethylated form of CGI137. The nucleotide

canlience cnannina the amnlified reainn ic chown The aricdinal DNA cearience ic alinned abhove the



whereas an enzyme that preferentially cleaves or digests unmethylated DNA exhibits a significantly
higher efficiency when the DNA is not methylated. [00581 The terra "nucleic acid" or "polynucleotide”
refers to deoxyribonucleic acids (DNA) or ribonucleic acids (RNA) and polymers thereof in either

single- or double-stranded.form. Unless specifically,limited, the term encompasses nucleic acids
containing kndWFHARSREGEIE T%ﬁPWbﬁﬁ?ﬁeﬁﬁﬁ“ﬁgﬁgﬁﬂ*ﬁkﬁﬁ |%%1§)%%r i%ls‘fJ as the reference
nucleic acid aRgaee metabotzedriny annds sindactonaplsaiy acturrmgdicedides. Unless
otherwise indicated, a, particuL%nucleic z%cid (ge(ﬁ%ﬂce %gsanilrcp éié:i%% éeglacom basusi%geconservatively
modified variaﬁ??%ﬁé‘?%fﬁfg?ﬂ: éﬁ@ﬁ@% EBForPstibet Jﬁ[or'fsg, Alierés “orhologs, Single nucleotide
polymorphismg=(SIN> aheanel teo mplenestanyrsedtiencesfasveill de thensequenpeexplicitly indicated.

Specifically, dggenerate codan substitutions.may be achigved b ing_sequences . in which the
third position %W@%Wr%%%lee%{ae&/ (%Jré% LS ot%%rf:s %ﬁ%% ﬁ%ﬁqﬁ#ﬁ{%%%@%%ég%ﬁ@ or
deoxyinosine fesidtiesyBatz enchalgehucieiefoitcREvn1 $:5084s (1984 jaopisukbeetiathe|. Biol. Chem.
260:2605-2608 (1985); and Ressalini.et : ﬁi%'zﬁﬁ Jhe term nucleic acid is
used interchar%’%% f)cl %ﬂ%”%%ﬁ%%%ﬁf{%\%%ﬁ gekjn%%%l?e%%by a ge.ngé%é[;(l)%(%?sﬁgghe‘ teiln "gene"
means the segyiesitaf:BiNAviibvedgivprodtuimeagiyie sud & eHalR; e RRERRSORSEISNE preceding
and following ths colng togian deadsiand ialeckinvoliedip dhe sansciniopiansiaian of the gene
regu

product and t ation of the transcription/translation, as well as intervening sequences (introns)
between indivieki &P Sddidly heatgreries BxoIE) PIOTEEIAR thilt SHFIREIGH il teim& b dlypeptide,”
“peptide,” and pﬁ%&%@%ﬁ?flﬁ%ﬁﬂ@lmﬁyw Perein tereterigranebmenef, aminosacid residues.

The terms apply to amino acid polymers in which gne or more amino acid eséii,éi is an artificial
chemical mimegebery E@f*fé‘%’bhéqu\%{ﬁ’at{}%ﬂ? %‘Kgﬁﬂ’fﬁgc‘é eﬁ@fﬁ,”ﬁ’é\ﬁ}éﬁ #gﬁé@uﬁ%y occurring
amino acid polyspgrs.ang POR-BREEOREHENg @Die/2LidHdlymbts; AsuSedierein, the terms
encompass amino acid chains_qf any length,.including full-length proteins, (i.e., antigens), wherein the
amino acid reﬁ@@a?@qiﬁ@b’%ﬂg&gﬁﬁ%{e%ﬁ%%%%ﬁ& .nfdg%rff%gﬁﬁe%}%nqpésr%?% acid" refers to
naturally occumiganghsyathetit aminol eaids(@ dueathasmytiadeadidHhalpgsanidsamimosacid inimetics
that function in a manner similar.to the naturally occurring amin ' I rring amino
acids are thosér%’ﬁctga %‘%&%#e@e‘ﬁ%%%‘%%%é? %%Wcle utl:a%slt g%%mégm%gg%%?&%t%ﬁ?%%er modified,
e.g., hydroxypreiihe, sandridaopghliavheatepand G kssphissetine ffooak) famiphesasthay be referred
to herein by either the ¢o I @m Y seiter symbols
recommended%@l? téﬁ%ﬁ%%%ég%%ég%%%%éﬁn%c%{ﬁ?omengglﬁgeé%ag%%ﬁs@gﬁg Nucleotides, likewise,
may be referred to by their commonly accepted single-letter codes. [ Taleg] iIcationic
an "increase” o308 et ?%?5@%0 ta% t ee%%%ﬁegﬁ%lsﬁ?ﬁ?e %?%Zﬁg%t%/%g%%aer%géiﬁ%%gli%/&;?gén%g% Hhie
established stanidacdcedntrotheNiatinireapetlyatpbditivbaitangelpréierably at least 10%, more
preferably 50%,still.mrgRreferahlne-irich-evanmrore pieferablhatieasth-foildeandmost preferably
at least 10-fold of the control value. Similarly, a decrease is a negative change preferably at least 10%,
more preferabli}l’:')@?%:‘;é%iﬁlﬁWétﬁeferably at least 80%, and most preferably at least 90% of the
control. Other terms indicating quantitative changes or differences from conHJarative basis, such as
"more” or "less 0408 LB HF FERIEHER i ?ﬁ’éfombyaté?ﬁg?\gé%eﬁg@ﬂfb‘é’g above. [0064] A
"polynucleotid@wﬂgjﬂm@ﬂeﬁﬁﬁmﬁ'ﬁ@ﬁif&ed&tﬁrﬁmwmmmmrdefwmm@,presence
and/or quantity of a polynucleotide,based. on its apility to form Watson-Cri 'QQQQ% under
appropriate hy@ﬁ%ﬁ%ﬁ%ﬁmfﬁﬁ% 50 fr?#%lre%ﬁa%%pﬁragb%g%?a an%%%l:?g%%&uence. Examples of
such hybridizatipn pethesincimdesSoithente 8 Dilag arteNeghsmAicOngIB0BS] CIPRffers” as used
herein refer to oligonucleatides that can be used jn an ificati S as a polymerase
chain reaction (E’Cg’)ﬁr)?stgggtrﬁlﬁﬁsreggﬁh\éI%%%Fgeu%ge{gg%é%ggia%% go%?t %g%@%sé%%%de sequence
corresponding @)émﬁmd@ﬁmﬁhﬁ%@mé%@b@%ne located within the CpG island C0I1137,
PDE9A, or CGI009 on chromosome 21, in various methylation status. At least one of the PCR primers
for amplification@fiajpblynachentide segtiedde nsosalgddorcteisgaifiec for the sequence. [0066] "Standard
control” as used,herein refers do.a.5ample compsising & genemicseauence el afgreddiermined amount
or methylation profile (which may include multiple different and separable chaliacteristtri}%s related to
methylation) suﬁéﬁ?@‘#éﬁ%%é@%ﬂ%%é@@ﬁﬁ@ﬁ%@ i‘ﬁ\?jﬁ R SPEEF For Comparing the
amount or inethydatianskatsis olapasticlargénbiotd, sequendesmagurimeedosaiee Within the CpG
island CGII 37, PDE9A, or C0I009 on chromosome 21, that is present in a test sample. A sample
serving as a standard control provides an average amount or rnethylatiou profile of a gene of interest
that is typical for a defined time (e.qg., first trimester) during pregnancy in the blood of an average,
healthy pregnant woman carrying a normal fetus, both of who are not at risk of developing any
pregnancy-associated disorders or complications. [0067] The term "average," as used in the context of
describing a pregnant woman, refers to the fact that the woman is free of at least one condition of
relevance, such as having a chromosomally abnormal fetus, or suffering from a pregnancy-associated

condition (e.g., ectopic pregnancy, preeclarapsia or preterm labor). The term "average,” when used in
nthar caontevt refarce to cartain charactarictire <crich ac the rnethviatinn nrofile of a narticiilar acenomic




(0084] In addition to the acellular portion of the whole blood, DNA may also be recovered from the

cellular frazgro en{{%@ﬁ\%%g% }%ﬁg%ﬁm&;%w\ AL mﬁ%%@%centrifugaﬂon of a

whole bloo s&gm%lLe fom the woman’and removal of the plasma. xtraction of DNA [0085] There

.

are numerotsdivowsirpdth SASAdteaxtapthy DN I SIS BICHEA L arkplé-ieiadig blood. The
general met@%%gﬁf e Hionde thodssaibed by Sembrook.and Russell iiplecular Cloning: A
Laboratory Mranual 3 e ., 2001) can be followed; various commercially available reagents or kits,
such as QiadmprDis At ksl Kt or'CiaaARINA R EJWInR /it foraeMitledrEermany),

Genomicpr?fﬂzgé@ﬁ@ LEINA Isqlation kit (semeon, Madisens Wi and G TMGenomic Blood DNA
Purification Kit (Amersham, Piscatawaggl\(lﬁ%éﬁrgaz also be used to obtain DNA from a blood sample
f

from a pregraRENGHa o BEARHATIA AhdiPBiAd G ee S5 BRSSP THEF a50 be used.

IV.Methylatip@ﬁg@f%@@g@)g@%%@(ﬁfmgg@@ﬁm(ﬁv $e086Y Lponheing extacted from a blood.
sample of a pregnant woman, the DNA is tree%ed i}h a reagent ca g e of g{;ie@ically modifying DNA
in a methylaficrranfsisiiintisarne T & Y HifEHRHED: ﬁﬁdaf%ﬂf‘fgb@%fjﬁ StiicalEtHietures will result

from a methylateshemiosing.(e) residus anehammirmeibylated Gadsigdefaliving the treatment.
Typically, such a reagent reacts with the urunet Cresi ) in NA mplecule and converts
each umnetAyHR&H & rEelor A6 R aiact I?é%%ﬁlﬁe& aénrggsgtﬁé(fmgf@&%? residues remain
unchanged. sEhisice\dfoanmersitarmal puls stectiomans domparsonfohnibtiylatiomstatus based on

changes in the primary sequence of the nucleic. acid,. An_exemplary re SU for this purpose is
bisulfite, suc‘ﬁ%‘?@oﬁiﬁﬁ?@%ﬁﬁé%\%’éﬁ S g:%%{?ﬁg Sl ﬁgﬁ%ﬁéeﬁ%%ﬁ%%%ﬁ%%%n of DNA are well
known in thetaf (seétesgpnéiehmanietrig, By devdlaf] thacanh Boid WShRa 3082 2@L8E: 1996) and will not
be discussed in detail here, 7 i i il g ' ts that are
unnamed heta Bt have: tﬁﬁ&%ﬁ%@%%%%%%&%%%%%@%%%%ﬁgﬁgﬁiﬁﬂism) modifying
methylated ahelstarainedivplatetiDieateiffer erasangecE PIETSHETS pRiceemEHssprEdEht invention. For
instance, me&@x{%&qn-speciﬁc modification of DNA may also be accomplished by methylation-sensitive
restriction enzymes, some of which typically cleave an unmethylated DNA fragment but not a

methylated DA ragmanl WA AINLS. {5 Arcmeliyalion depeaden sndonucieasp MetE0) demies

DNA containing methylated cytosines but not unrnethylated DNA. In addition, a combination of
chemical moafiedaveranerieshidida FhsmEPEsMENt, e.g., combined biatilfite restriction analysis

(COBRA), may. be usged farpracticingdhe: prssenfinves tinad ¥aRolfioutieotide:8&quence Amplification
and Determination [00881 Fqllowing,the chemi Iargr%gj 'caéison of DNA in a methylation-differential
manner, the @é@?@@@ﬁﬁ%ﬁ?@n%@%@gﬁaﬁﬁ%u HSET ST A Sis, such that one or more of the
genomic sequences of the present invention (e.g., those located withi E}Eﬂ? CpG islands on 21 in o fet
chromosomd ®1 Kbk dsses019d 3P pBo RIS BYTH0YY Frow ﬁ?@f@}‘é‘# an%tf}%%gd% HGURh ST
their counterpatissfigm theraaternakD Nananthghat fetal géremicsenuamise metfwiatiomprofit: mizitsd
determined and, compared t6 . andard caniial Furtheanoe.pueailis ks ualngd dhab one:aricy a)

genomic sequ8 ceo ?é’i%li’a"r’.éfn Is hypeimethylated or hy-pomethylated compared to the maternal
counterpart, #iéaadite efdiis retirgerHOM YR EIGartRE HeUaRe RiRAY THR SoH Reap g imers fo
methylation sfats, Subsnauentiy:dhisameusleaBbe caspareddastangandaontizhvalgeanthsan i
as an indication for the potential of certain Clore ngncx.—t%ssociate% %isc%rggf,. A.Am {!&fgq@t}% n %‘e 7.CSon
Nucleotide SEEENEEEPI080 R BRBIRIAGR TEaHBR & BHonaT Prior o Saguence analysis B
genomic sequeneafter Thethylationispebific medifidetiom Mninomeiednldsdiraeindyop this deReHtcagpRse
amplification | {%eé‘fg rﬁ?&?‘ JS&%%“%&BE@H%%@BBBG& CPEEQNAIRNGQENAMICREYURRGS Quence from step
a

chromosome 21 that has a particular methylation pattern, such that only the genomjc sequence fro
one particulaf@atitee sear 6k BIEERER SIPGHE O HES GP tHE SRS TSIERES BRPLS a8~
[0090] A variety of polynucleotide amplification methods are well established and frequently used in
research. For instance, the general methods of polymerase chain reaction (PCR) for polynucleotide
sequence amplification are well known in the art and are thus not described in detail herein. For a
review of PCR methods, protocols, and principles in designing primers, see, e.g., Innis, et at, PC]?
Protocols: A Guide to Methods and Applications, Academic Press, Inc. N.Y., 1990. PCR reagents and
protocols are also available from commercial vendors, such as Roche Molecular Systems. [0091]
PCB__ is most usually carried out as an automated process with a thermostable enzyme. In this
process, the temperature of the reaction mixture is cycled through a denaturing region, a primer
annealing region, and an extension reaction region automatically. Machines specifically adapted for
this purpose are commercially available. 10092] Although PCR amplification of a target polynucleotide
sequence (e.g., a CpG-containing genomic sequence on chromosome 21 where the fetal and maternal
sequence is differentially methylated) is typically used in practicing the present invention, one of skill in
the art will recognize that the amplification of a genomaic sequence found in a maternal blood sample
may be accomplished by any known method, such as ligase chain reaction (LCR),

transcription-mediated amplification, and self-sustained sequence replication or nucleic acid
caonlience-haced amnlification (INNASRAY eaach of which nrovidec crifficient amnlificatinn More reacentiyvy



Analyzer (Applied Biosystems). - _  ZAfig igg 7nno QZ1. g7'1. 000O0c 0 ofp
00

[6612] This method, as well as the method described in previous example, is suitable for detecting or

monitoring conditions such as preeclampsia,
nreterm . labor, hyperemesis gravidaram, ectopic pregnancy, a chromosomal

aneuploidy (e.g., trisomy 21), and infrauterine growth retardation.

[0013] In a further example, a method is provided for detecting and
monitoring & pregnancy-associated disorder. The method comprises the steps of: (a)

- ohtaining DNA in a biological sample from the woman, wherein the sample is whole
blood, serum, plasma, urine, or saliva; (b) treating the DNA from siep (2) with &
reagent that differentially modifies methylated and unmetiiylated DNA; (c)
determining the nucleotide sequence of 2 CpG-containing geﬁomic sequence from
step (b), wherein the genomic sequence is at Jeast 15 nucleotides in length, comprises

at Jeast one cytosine, and is within a region on chromosome 21, and wherein the

da



00? 00? 00? 00e 00? 00c: 00( Ic cnC AGCCGRAACCC RTCTCTACGTACAA
AACACCTAAA vvwvlvvvoolirviov 3! IVIVIOL ii 1VIO.LW ViiDOWWW1V np000vvvvvuoi OTIVIONV-
-0-0-0;1 CFtAAACTICCRACTCT TAACTCAAAATAACTA ACTCCTCRTCG CACTCOGRTA JOUAId-

G TATGTATTRRITRNAT 8 IR AT GAT (GG T S B T TAGTG
GGGAAAAA@E@@Jdi"é@té’:@ﬂé\@@@@mﬁﬁiﬁdtsbﬁﬁ@ﬁﬂ'aﬁﬁ@hasphamm 1, regulatory

(inhibitor) subunit 2 pseudogene 2 (PPPIR2P2), Similarity to Feml4

(Caenorhabditis elegans), CGI009, carbonyl reductase 1 (CBRI), Down Syndrome

cell adhesion molecule (DSCAM), chromosome 21 oper reading firame 29

(C2101f29), Holocarboxylase Synthetase (HLCS), and CGI132; and (2) a DNA

seqnenée of no more than 10 kb upstream and/or downstream from the locus; and (d)

comparing the profile of the nucleotide sequence from step {c) with & standard

control, wherein 2 change in the profile from the standard control indicates the

presence Or progression of a pregnancy-asso ciated disorder.

[0014] In some examples, the reagent comprises bisulfite; or the reagent may
comprise ong or more enzymes that preferentially cleave methylated DNA; or the
reagent may comprise one or more enzymes that preferentially cleave unmethylated

DNA.

[0015] Tn some examples, the method may further comprise an amplification
siep of using the DNA from step (b) and two primers to amplify the genomic

sequence. For instance, the amplification step can be performed by PCR, such as
methylation-specific PCR. In some embodirments, step (¢) is performed by mass
specirometry. In other embodiments, step {¢) is performed by primer exiension.
Other possible means for carrying out step (¢) includes polynucleotide hybridization,
by real-time PCR, and by electrophoresis.

[0016] In one example, a method is provided for detecting
irisomy 21 in a fetus in a pregnant woman. The method comprises the steps of: (a)

obtaining & biological sample from the woman, wherein the sample is whole blood,
serum, plasma, urine, or saiive; (b) treating the sample from step (&) with a reagent
that differentially modifies methylated and ummethylaied DNA; (c) anaiyzing the
alleles of a CpG-containing genomic sequence, wherein the genomic sequence 15 at
least 15 nucleotides in length, comprises at least one cytosine, and is within & region
on chromosome 21, and wherein the region consists of (1) & genomic locus selected
from the group consisting of CGI137, phosphodiesierase 94 (PDE9A), homo sapiens
profein phosphatase 1, regulatory {inhibiior) subunit 2 pseudogene 2 (PPPIRZP2),
Ssmilarity to FemlA4 (Caenorhabditis elegans), CGI009, carbonyl reductase



Uogeeo VEZ'0SZ19t7 -266s6Pt9t7:12alo [894:6PZI9VIZILp ehr21:42,978,102. 42976,404 char
142,979,7197-i 42,979,568 , chr21:42,980,067. 41 fatin 470 rchr21:36,181,010- 36,181,356 6Ltit2L19
-1-1-041.91!9r17,140 60f990°171. -gLCI00'Wtz.nio coning NT_011515.11:2742901- 2743142 NT
011516,11;27426061,MT HA0L88 4:1009474r 1000776 NGB0 o8 1000868. 12009110

NT_030188.41101439- NT 011512 10:22921010, 22921356 N 12,30:22921334- 22921479
NT_011512.I@@7@6W%6(%50%§%§1% %66%%%4%89%2?% i%?v:eg(eka&rgél?érma _POEDA region PCIEst?
region B uoiq% Y63 QellerRPHHR 2RReregioh0APRRIR2Pd/or downstream from the

]ocusr; and (&) determining the ratio of the alleles, wherein 2 deviation from that of 2

women carrying a fatus not bavmg-tcisomy 21 indicates frisomy 21 in the fetus.

[0017] In some examples, the reagent comprises bisulfite. In other examples, the reagent comprises one
or more enzymes that preferentially cleave
methylated DNA. In the alternative, the reagent may COMPIise ONE GI MOFe SAZYMES

that preferentially cleave vmmethylated DINA.

[0018] In some exémples, the method further comprises an amplification step
- following step (b) to amplify the methvlated or unmethylated genomic sequence. The
amplification step may be performed by PCR, such as methylatiop-specific PCR.

[001%] There are various possibilities in performing step (c) of the claimed method.
For example, step can be performed by mass spectrometry, by a primer extension

assay, by real-time PCR, by polynuciectide hybridization, or electrophoresis.

[0020] In some exampies of this method, the two different alleles of the

genomic sequence o cHromesome 21 from the fetus comprise a gingle nuclectide
polymorphism, an insertion-deletion polymorphism, or & simple tandem repeat

polymorphism.

[0021] In one exampie, a method is provided for detecting or

monitoring a pregnancy-associated disorder in & woman pregnant with a fetus. The -
method comprises the steps oft (&) obteining & biological sample from the woman,
wherein the sample is whole blocd, serum, plasma, urine, or saliva; (b} defermining
the level of a CpG-containing genomic sequence in the sample, wherein the gendmic
sequence Is at least 15 nucleotides in length, comprises at least one unmethylated
cytosine, and is within a region on chromosome 21, and wherein the regit_m consists of
(1) & genomic locus selected from the group consisting of CGI137, phosphodiesterase
94 (PDE9A), homo sapiens proiein phosphatase 1, regulatory (inhibiior} subunit 2
pseudogene 2 (PPPIRZPZ), and Stmilarity to FemlA (Caenorhabditis elegans), and
(2) 2 DNA sequence 0f n0 more than 10 kb upstream and/or downstream from the

Jocus; and (¢) comparing the level of the genomic sequence with a standard confrol,



region B Similarity to Fern( A (C. elegans) region A 99 119 no no Jo 70 no 00 CO gg CA no 9E-1
ezt 071 93'107.'L 07'1. 00 -o 000 O

wherein an increase or decrease from the standard control indicates the presense or

progression of a pregnancy-associated disorder,

[6022] In some examples, step (b) comprises treating DNA present in the blood
sainple with 2 reagent that differentally modifies methylated and unm&ﬂlylateé
cytosine. This reagent may comprise bisulfite, or it may comprise one or more
enzymes that preferentially cleave DINA comprising methylated cytosine, or it may
comprise one or more enzymes that preferentially cleave DNA comprising

unmethyiated cytosine.

© 10023] In some examples, step (b) comprises an amplification reaction, such as
& polymerase chain reaction (PCR), especially a methylation-specific PCR. The
amplification reaction may also be a nucleic acid sequence based amplification, a
strand displacement reaction, a branched DNA ampliﬁéaﬁcn reaction. In some

examples, the level of the genomic DNA sequence is determined by way of

electrophorests or polynuclectide hybridization.

[0024] The method is suitable for detecting or monitoring a number of pregnancy-
associated disorders, including preeclampsia, preterm labor, hyperemesis gravidarum,

ectopic pregnansy, trisomy 21, and intrauferine growth retardation.

[0025] In a further example, a method for detecting or monitoring a
pregnancy-associated disorder in 2 woman pregnant with z fetns. The method
comprises the steps of: (2) obtaining a biological sample from the woman, wherein the
sample is whole blood, serwm, plasma, urine, or saliva; (b) determining the level ofa
CpG-containing genomic sequence in the sample, wherein the genomic sequence is at

gast 15 nucleotides in length, comprises at least one methylated cyiosine, and is
within a region on chromosome 21, and wherein the region consists of (1) 2 genomic
iocus selected from the group consisting of CGI009, carbony! reductase 1 (CBRI),
Down Syndrome cell adhesian molecule (DSCAM), chiromosome 21 open reading
Jrame 28 (C21orf29), Holocarboxylase Synthetase (HECS), and CGI132, and (2) a
DNA sequence of no more than 10 kb upstream and/or downstream from the locus;
and {c} comparing the level of the genomic sequence with 2 standard control, wherein
an increase or decrease from the standard confro] indicates the presence or

progression of a pregnancy-associated disorder.
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enzymes that preferentially cleave DNA comprising methylated cytosine, or it may
comprise one or more enzymes that preferentially cleave DNA comprising

unmethylated cytosine.

[0027] In some examples, step (b) comprises an amplification reaction, such as

a polymerase chain reaction (PCR}, especially & methylation-specific PCR. The
amplification reaction mey also be a nucieic acid sequence based amplification, a
strand displacement reaction, a branched DNA amplification reaction. In some -

examples, the level of the genomic DNA sequence is determined by way of
electrophoresis or polynucleotide hybridization.

[0628] The method is suitable for detecting or monitoring a number of ?regsxancy»
associated disorders, including preeclampsia, preterm labor, hyperemesis gravidarum,

ectopic prégnancy, frisomy 21, and intrauterine growth retardation.

[0029] In practicing the examples within all aspects mentioned above, a
 CpG island may be used as the CpG-containing genomic sequence in some cases,
whereas in other cases the CpG-containing genomic sequence may not be a CpG

island.

[0029A] The methods in all examples, may be carried out without any step performed on the woman. In
these exampies, the methods of the invention omit the step of obtaining the biological sample from the
woman, and start with the first recited step that is carried out on the sample. All other disclosure in this

application applies equally to these examples, except where the context clearly requires otherwise.

[0029R] Thus, one example would become: a method

of detecting or monitoring & pregnancy-essociated disorder in 2 woman pregnant with
a fetus, comprising the steps of: (a) {omitted]; (o) determining the methylation status
of a CpG-containing genomic seguence in 2 biclogical sample from the woman,
wherein the sample is whole blood, serum, plasma, urine, or saliva, wherein the
genomic sequence from the fetus and the genomic sequence from the woman are

differentially methylated, thereby distinguishing the genomic sequence from the
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(PPPIR2P2), Similarity to Feml4 (Caenorhabditis elegans), CGI009, carbomnyl
reductase 1 (CBR1), Down Syndrome cell adhesion molecule (DSCAM}, and
chromesome 21 open reading frame 29 (C1101f28), Holocarboxylase Syrthetase
(HLCS), and CGI132; and (2) 2 DNA sequence of no more than 10 kb upstream
and/or downsiream from the locus; (c) determining the level of the genomic sequence
from the fatus; and {d) comparing the level of the genomic sequence from the fetus

with 2 standard control, wherein an increase or decrease from the standard conirol

indicates the presence or progression of & pregnancy-associated disorder.

[0029C] Similarly, the method of another example would become: a
method of detecting or monitoring a pregnancy-associated disorder In & woman

pregnant with a fetus, comprising the steps of: (2} [fjmiﬁcdl; (b) treating DNA of a
biclogical sample from the woman, wherein the sample is whole blood, serum,
plasma, urine or salive, with bisulfite; (¢) performing an amplification reaction using
the DINA from step (b} and two primers to amplify a CpG-containing genomic
sequence, wherein the genomic ssquence is atleast 15 nucleotides in length,
comprises at least one cytosine, and is within a region on chromosome 21, and
wherein the region consists of (1) & genomic locus selected from the group consisting
of CGI137, phosphodiesterase 94 (PDES4), homa sapiens protein phosphatase 1,
regulatory (inhibitor) subunit 2 pseudogene 2 (PPPIR2P2), Similarity io Feml4
(Caenorhabditis elegans), CGI009, carboryl reductase 1 (CBR1), Down Syndrome
cell adhesion molecule (DSCAM), chromosame 21 open reading frame 29
(C210129), Holocarboxylase Syntheiase (HLCS), and CGI132; and (2) 2 DNA
 sequence of no more than 10 kb upstream aud/or downstream from the locus; and
wherein at least one of the two primers binds differentially to the genomic sequence
from the fetus; and (d) comparing the Jevel of the amplified portion of the g.enomic
sequence from step (¢) with a standard control, wherein an increase or decrease from
the standard control indicates the presence or progression of a pregnancy-associated

disorder.



_ 1098519 NT 0'11515.11:3.94974- 395324 NT_011515.11:395238: 395572 -NT_011515.11:274028
4- 2740642 NE.011515.11:2740579- 2740899 Similarity to FerniA (C. elegans) region B 11, 600100 |
113E10 nvosa 6 ZLEO 11-1.100 3Z 1100 1, KIAAO656 -1 region A | r-RiIAA0656 region B

HSF2BP regi =2BP region F3 V poi6at LW-100 COL6A1 region B [0104] Data comparison
and statisticaﬁgﬁﬁéfﬁ%ﬁégl 81%1505(1 §§Sr§§£ as %Eélfﬁ%ﬁa ed }f%etiig sequence Wa_s cytosine; scored as
unmethylatedrifihmdGSotcapied byl avhiming ragidtiedessdpeauntdstitobmasiyieibeproportion of

methylated cyt%s%isgpeg;%jrélg &gﬁg%?r&&agg%ﬁg M’QF&%E%@H&?%%!Q%&%Q%%' tissues as well as

the maternal B stribution of methylated and uhmethylated cytosines was compared

between the piacemahtissupt andhviatdaes) BEMRCOEE T, SHER € pE G enragfmatezanalysis.

P-value of <0,05.i I as.siatistically signifi [ Statisti 'gﬁhar@ggysis was performed
using the Sigrtr%ga%é?%\%8 g%%%gf%%are (S %as%é%ﬁg%ﬁgT@%gg%&%SION[ 5%’1Among' the

. 01
CpG-containimygerismieseaureticeSTHotRITeERE BP IR CorpIRRE dFn S €R) T fetiRwere the focus
of the presentjnvesfigation,the names«alyamasemal locatien and-BenBank Asgession numbers of

these loci are listéd in Tablé 1. For each of the studied loci, bisulfite seguencing was %erformed on

placental tissUeeang, FdErHAPEIGOREENSD [EOBIEBI 37 T HHERHY T PROTEBIEEI137 was
tsrtltjrglir?n?(rens?grgl 5r)e Dnanci%lsﬁ;)%? Ege kﬁ%ﬁ%ﬁgﬁ s%ﬁw%%m%rﬁgﬁ?d‘ %ﬁi‘?ﬁ]&:all ,}}}e %)rgaies are
shown in Figu?%sﬁig/@gﬁ‘é)ié?’?%’siﬁ’@@ﬁ@é’lﬂ'ﬁr?g&g%@&?ﬁafﬁ ’ré%%lzfgﬁ% (E’gﬁe’lf Tepied&hts the bisulfite
fhequencmg fq@&ﬁ&@g&a%@@ﬁ%@, é‘&ﬁﬁa&?ﬁurﬁmfml@gédmmmaﬁddi@a@gf s O@H’i&@eo(l)ti?e withtirr]r
e genomic sequence. The prqporii methylated clones among all o ced clones, the
methylation inﬁ‘g};," ¢4 ’rﬁ%ﬁ@@é%g detér f%alyeo %F%F@%ﬁ?@%@?ﬁ@ﬁg and maternal blood cell
' f]amplesthhe ﬂﬁmnammmdemfjliﬂneséQ/{@ﬁddrwytricéwwé@leéwth%mhet@acendta is
ypomethylate par Jdth-materna ' i9 grformed to compare
the distributior(gé;(?ngé’tﬁ?/ﬁl%gél%lfaglr%daaﬁr{%ﬁ}%g% or%%%%%%%%ﬁ%ﬁ%@c%ﬁ%%%%é%s and maternal

blood cells at enihr@pGrsitesT fomifferonasin i srapwyiatdre igibbrbawastiaiélplacenta and
maternal b'00%3%%'61&%@0%%%39@3&%@%@@5@%@5&%%%%&5&%@k@q&%@mﬁgwgm, Tables 2A
ary o

and 2B). Table 2A. Summ isulfite sequencing data and clai-square analysis comparing the
methylation prifiletating patehind pasds FHFTRERCHEPEIGHPEAS RISHEAREIFINEPEAG sites within
CGI137 Regiog A.4the individual CpG sites are designated by their nucleotide positions relative to
chr21: 46,249,636 (4-1) of the Human May 2004 (hgl7) assembly of the UCSC Genome Browser.

Samples Meth I\gﬂ{;qg%g, a cronesakdeskanaled oG Sites MAW aa.9 nard tamestar placenta
Methylated139394527 18 17 17 S| 27 UMnedt¥taled6 SG5552745 54 55 55 59
method for detecting Trisomy 21 in e fetus m a pregnant woman, comprising the steps

of: (a) [omitted]; (b) treating & biological sample from the woman, wherein the sample
is whole blood, servm, plasma, urine or saliva, with a reagent that differentially
modifies methylated and unmethylated DNA; (¢) analyzing the alieles of 2 CpG-
containing genomic sa;quenc& wherein the genomic sequence is at least 15
mucleotides in length, comprises at least one cytosine, and is within 2 region on
chromosorne 21, and wherein the region consists of (1} a genomic locus selected from
the group e.‘;onsisting of CGIB’I’, phosphodiesterase 94 (PDES4), homo sapiens
protein phosphatase 1, regulatory (inhibitor) subumit 2 pseudogene 2 (PPPIRZP2),
Similarity to Feml4 (Caenorhabditis elegans), CGI009, carbonyl reduciase I
(CBR1), Down Syndrome cell adhesion molecule (DSCAM), chromesome 21 open
reading frame 29 (C21orf29), Holocarboxylase Synihetase (HLCS), and CGI132; and
(2) 2 DNA sequence of no more than 10 kb upstream’and/or downstream from the

19



45 llard tameslar maletnaablon  Mel:1St:ad71ii68737374 75 69 65 72 73 Unmethytaled33611 1 5
CampeilsonCidi.square and pivalu es al designated Op G sites - Tined Ir"dadesler placenta vs. thini
trimester maternal filbed dens oe 'V ys C.115equeretoes S7TAEa5M27 37.965 252477 83,357
81.155 711247 6714 agéé%ggﬂ@.%@b%@%ﬁ%gﬁh&&&ﬁﬂd@i&ﬁ@ifﬂﬁxﬂﬁ%ﬁminot .29...3201

t1.012.51 c0.0001 e5. 001 g.0.0091 Table 2B. Summary. of bisulfite seque cin data and chi-square
analysis corfpaRiig tHEIRTRRTALB ProHIS B’F‘%’ﬁpa&’éaﬁ?émstgﬁg%%%g lﬁ‘lﬁ%enri(r%’té‘i‘lgbIood cells at the

individual CpG sites within CGI137 Region B. The individual CpG sites are designated by their
nucleotide poR8RET Nt theaprod 26 0ighsaE<pyRY BEERETEN May 2004 (hgl assembly of the

UCSC Genogpe @&(&\f\@&&ﬁ@%&dﬁﬁ@/@{@@@@lﬁ@@ﬁﬁaw Msb:Atalidrimesier peente ronistisss

Uroneihylated Third It/master materael blood calls Jdellyale, 15555 tinntellsylatelS44
Y pregnant with 2 fetus, comprising the steps of: (a) %mzﬁeg]; %bs) g.]ete:nnn}(mg S f:'evel

of a CpG-containing genomic sequence in & biological sarmple from the woman,
wherein the sample is whole blood, serum, plasma, urine or saliva, wherein the
genomic sequence is at least 15 nucleotides in length, comprises at least one
nomethylated cytosine, and is within 2 region on chromosome 21, and wherein the
region consists of (1) a genomic locus selected from. the group consisting of CGIL37,
phosphodiesterase 94 (PDESA), homo sapiens protein phosphatase 1, regulaiory
(inhibitor) subunit 2 pseudogene 2 (PPPIRZP2), and Similarity to Femld
(Caenorhabditis elegans), and {2) & DYNA sequence of no more than 10 kb upstream
and/or downstream from the locus; and (c) comparing the level of the genomic
sequence with 2 standard control, whereit an increase or decrease from the standerd

control indicates the presence or progression of a pregnancy-associated disorder.

[6029G] Similarly, the method of a further example becomes: a

method of detecting or monitoring a pregnancy-essociated disorder in a woman
pregnant with a fetus, comprising the steps of: (a} fomitted]; (b) determining the level
of 2 CPG-containing genomic sequence in 2 biological sample from the woman,
wherein the sample is whole blood, serum, plasma, urine or saliva, wherein the
gepomic sequence is at Jeast 15 mucleotides in length, comprises at least one
methylated cytosine, and is within a region on chromosome 21, and wherein the
region consists of (1) a genomic Jocus selected from the group consisting of CGI0089,
carbonyl reductase 1 (CBR1), Down Syndrome cell adhesion molecule (DSCAM),
chromosome 21 open reading frame 29 (C210rf29), Holocarboxylase Synthetase
(HLCS), and CGL132, and (2) a DNA ssquence of no more than 10 kb upstream
and/or downstream from the loous; and (c) comparing the level of the EnOmic
sequence with a standard control, wherein an increase or decrease from the standard

control indicates the presence or progression of 8 pregnancy-associated disorder.
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555457 a52 101071 Phosphodiesterase 94 (PDE9A) The rnethylation profile of PDE9A was studied
among placental tissues and the corresponding maternal blood cells collected from 5 third-trimester
and 5 first-trimester pregnancies, Cloning and bisulfite sequencing were performed and the

methylation indices of the studied CpG sites in the placental tis d maternal blood cells for the
region A amplicon are summ%@i@?%@%ﬂ@%@gﬁﬁﬁﬁ%‘mmmg data for region B are

summarized {9 figurgg 3. and iR maaisansaeiuers:ibid OESTe(placghtal Aissues and

maternal blood cells for'region C are shown in Figure 3E. In af}ge gl ﬂf%;%l%f?&{a is hypomethylated
when compafad & mEasiaB RO & BAY 68 BLATHIERL USHUGS SRTJAR B, 48 "8escribed above to

S periorme
assess for statigtically signifieant differbneas betweerittiertwo tissuesiealldsutGEGR250 in the

third-trimester comparison are_statistically sigpifica ifferent firsi- irel-trimester
pregnancies (CAREHEHEYE AR ,'%%%gséélf{t]gl%P%ggqgﬁw&?n%r%@%&f@%ﬁ%%fgggjuencing

data, methy1aHOndgdiG&omntchissyUBsehanhlygistompaldniyitHamaaiyiation $ebfle of third-trimester
placental tissues and maternal blood cells.at,the indjvi Siigawithim EQEPA region A. The
individual Cp&f’?l‘fézh rr%pgess%sn% é lﬁ%%hﬁeﬁkml%%?é%%}feq%g%%gﬁ;s relative to the reverse strand of

ehr21: 42,97 8l bk therbtemarcidstaban myashdssdibly stthereseBenome Browser.

Maternal DUy Gk ,66..6,0,86 LN, €:0-0.960 G 8045881~ Gl b G a [2) osi.scp
Zfi LDEIO CC294D EVZ9(TS ¢ 37136 37 35 35 36 30 30 23 1b 2| 1314

from maternal blood cells are labeled with a prefix “MBN.” Placenta and matgmal

blood cells from the same pregnant individual are identified by identical sample

number following the “PLN or “MBN.”

[6031] Figure 2. Box plot of the methylation indices among all of the
sequenced clones for the placenta and maternal blood cell samples for each of the
studied CpG sites within CGI137 (A). region A and (B). region B. Across the x-
axis, the individual CpG sites are designated with their mucleotide positions relative 1©
chr21:46,249,636 (+1) of the Human May 2004 (hgl7) assembly of the UCSC

Genome Browser.

[6032] Figure 3. Box plot of the methylation indices among all of the
sequenced clones for the placenta and maternal blood cell samples for each of the
studied CpG sites within PDE94 among third-trimester and first-trimester
pregnancies for region A (A and ), region B (C and D) and region C (&), For
Fig. 3A and 3B, across the x-axis, the individual CpG sites are designated with their
nucleotide positions relative to the reverse strand of chr21: 42,978,424 (+1) of the
Human May 2004 (hgl17) assembly of the UCSC Genome Browser; and for Fig. 3C
and 3D, relative to the forwerd strand of chu21: 472,978,718 (+1); for Fig. 3E, relative
to the forward strand of chr21:42,978,005 (+1).

[0033] Figure 4. Box plot of the methylation indices among all of the

sequenced clones for the placenta and maternal blood cell samples for each of the |
studied CpG sites within region A of PPPIR2P2 among (A). third-trimester and
(B). first-trimester pregnancies, and (C). within region B of PPPIRIPZ among

third-trimester pregnancies. Across the x-axis, the individual CpG sites ase
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designated with their nucleotide positions relative to chr21 136,180,493 (+1) of the
Human May 2004 (hgl7) assembly of the UCSC Genome Browser.

{0034] Figare 5. Box plot of the methylation indices among all of the
sequenced clones for the piacenta and maternal bleod cell samples for each of the
studicd CpG sites within Similarily to FemlA (C. elegans) (A). region A and (B).
region B. Across the x-axis, the individual CpG sites are designated with their
nucleotide positions refative to chz21: 14,056,070 {(+1) of the Human May 2004
{hg17) assembly of the UCSC Genome Browser.

[0035] Figure 6. Box plot of the methylation indices among all of the
sequenced clones for the placenta and maternal blood cell samples for each of {he
studied CpG sites within CGI009. Across the x-axis, the individual CpG sites are
designated with their nucleotide positions relative to chr21: 25, 855,701 (+1) of the
Huran May 2004 (hgl7) assembiy of the UCSC Genome Browser.

[0036] Figure 7. Box plot of the methylation indices among ali of the
seguenced clones for the placenta and maternal blood cell samples for each of the
studied CpG sites within Carbonyl reductase 1. Across the x-axis, the individual
CpG sites are designated with their nucleotide positions relative to chr21: 36,363,538
(+1) of the Human May 2004 (hgl7) assembly of the UCSC Genome Browser.

{0037] Figure 8. Box plot of the methylation indices among all of the
sequenced clones for the placenta and maternal blood cell samples for each of the
studied CpG sites within Down syndrome cell adhesior molecule. Across the x-
axis, the individual Cp@ sites aze designated with their nucleotide positions relative to
chr21: 41,139,872 (+1) of the Human May 2004 (hgl7) assembly of the UCSC

Genome Browser.

{0038] Figure 9. Box plot of the methylation indices among all of the
sequenced clones for the placenta and maternal blood cell samples for each of the

© studied CpG sites within C2ZIorf29. Acrossthe x-axis, the individual CpG sites are
designated with their nucleotide positions relative to ¢ 211 44,953,288 (+1) of the
Human May 2004 (hg17) assembly of the UCSC Genome Browser.

[0039] Figure 10, Cloning and bisulfite sequencing of CGI111 among paired

placental tissnes and maternal blood celis. Individual CpG sites are numbersd
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across the first row, with nucleotide positions defined relative to chr21: 44,699,072
(+1) of the Human May 2004 (hgl7) asserobly of the UCSC Genome Browser. Bach
subsequent row depicts the methylation status across the CpG sites in & single DNA

- mojecule isolated by cloning, Filled and unfilled circles represent methylated and
unmethylated CpG sites, respectively. Clones from placental tissue samples are
labeled with a prefix “PLN,” while that from maternal blood cells are labeled with a
prefix “MBN.” Placenta and maternal blood cells from the same pregnant individual

are identified by identical sample number following the “PLN" or “MBN.”

[6640] Figure 11, Box plot of the methylation indices ameng alf of the
sequenced clones for the placents and maternal blood cell samples for each of the
studied CpG sites within CGI121. Across the x-axis, the individual CpG sites are
designated with their nucleotide positions relative to chr21: 45,262,112 (1) of the
Human May 2004 (hg17) assembly of the UCSC Genome Browser.

[0041] Figure 12. Hlustration of the homogeneous MassEXTEND assay
tarveting the unmethylated form of CGI137. The rucleotide sequence spanning
the amplified region is shown. The original DNA sequence is aligned above the
bisuifite-converted sequence. CpG sites are identified by the “++” sign. The CpG
sites are additionally numbered and the numbering corresponds to that in Fig. 1A and
24 and Table 2A. Cyiosine residues which are not part of 2 CpG dinuclectide are
identified by a *:” sign. The depicted bisulfite-converted sequence is based on the
assumzption that all CpG sites are methylated. Alignments for the forward, extension

and reverse primers are shown below the bisulfite-converted sequence.

[0042] Figure 13, Mass spectrometric tracings of the homogeneous
MassEXTEND assay targeting the unmethylated form of CGI137. Results for the
pure placental DNA, maternal buffy coat DNA, 95:5 (maternal buffy coat

DNA placental DNA}) mixture, pre~ and post-delivery maternal plasma and no
template controls (NTC) are shown, For all mass spectra, the x-axis depicts the
molecular weight of the detected extension products (shown as sharp peaks), while
the y-axis depicts the intensity in arbitrary units. The expected position of the

unmethylated molecule is as marked.

[0043] Figure 14, Combined Bisulfite Restriction Aralysis {COBRA) analysis
of (A). Holocarboxylase Synthetuse region A, (B). region B1 and (C). region B2.
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maternal blood cells (Buffy coat) were analyzed. PCR products were digested with

(+) or without (<) BstU I enzyme. DNA methylation was detected by the appearance

of the smaller size digestion products. Ore kb ladder (Invitrogen Carlsbad, CA) (M)

was used in gel elecirophoresis.

[6044] Wigare 15. COBRA analysis of CGI009. Two trisomy 21 placentas (T21
PLN), two 1% trimester normal placentas (Normal PLN 1%, two 3™ trimester normal
placentas (Normal PLN 3, and two 1% trimester maternal blood ceils (Buffy coat)
were analyzed. PCR products were digested with (+) or without (-} BsfU { enzyme.
DNA methylation was detected by the appearence of the smaller size digestion
products. One kb ladder (Invitrogen Carlsbad, CA) (M) was used in gel

electrophoresis.

[6645] Figare 16, COBRA analysis of CGI132. Two trisomy 21 placentas (T21
PLN), two 1% trimester normal placentas (Normal PLN 1%, two 3™ trimester normal
placentas (Normal PLIN 3™), and two 1% trimester maternal blood cells (Buffy coat)
were analyzed. PCR products were digested with (+) or without (-) BsfU T enzyme.
DNA methylation was detected by the appearance of the smaller size digestion
products. One kb ladder (Tnvitrogen Carlsbad, CA) (M) was used in gel

electrophoresis.

[0046] Figure 17. Cloning and bisulfite sequencing of HLCS region B2 among
placental tissues and maternal blood cells. Individual CpG sites are numbered
across the first row, with nucleotide positions defined relative to the reverse strand of
chr21:37.274,682-37,275 036 of the Human May 2004 (hg17) assembly of the UCsC
Genome Browser. Each subsequent row depicts the methylation status across the
CpG sites in a single DNA molecule isolated by cloning. Filled and unfilled circles
represent methylated and unmethylated CpG sites, respectively. Clones from trisomy
21, normeal 1% frimester and normal 3™ frimester placental tissue samples are labeled
with a prefix “T21 PLN,” “Normal PLN 1% and “Normal PLN 3, respectively,
while those from maternal blood cells are labeled with a prefix “Buffy coat.”
Placenta and maternal blood cells from different pregnant individuals are identified by

sample numbers following the prefix.
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[0047] Figure 18, Quantification of HLCS DNA from placental tissues and
maternal buffy coat. Methylation index was defined as the HLCS DNA
concenirations after restriction enzyme over total concentrations as determined in the
mock digestion control of the same sample. DNA from placental tissues is labeled as
“Normal PLN,” and thet from maternal buffy coat is labeled as “MBC.”

[0048] Figure 19, Fetal-specific HLCS detection in 3™ trimester materpal
plasma. HLCS signals were detecied in maternal plasma samples with (Figure 19A)
or without (Figure 19B) methylation sensitive restriction enzyme treatment. Pre-
delivery plasma sampies are labeled as “Pre,” while posi~delivery plasma samples are
labeled as “Post.” Restriction enzymes Hpa Il and BsfU I were used in digestion
reactions, and are labeled as “(+)” in the plot. Mock digestions without enzyme

treatment are labeled as “(-).”

DEFINITIONS
[0049] The term “pregnancy-associated disorder,” as used in this application,
refers to any condition or disease that may affect a pregnant woman, the fetus the
woman is carrying, or both the woman and the fetus. Sucha condition or disease may
manifest its symptoms during a limited time period, e.g., during pregnancy or
delivery, or may last the entire life span of the fetus foliowing its birth. Some
examples of a pregnancy-associated disorder include ectopic pregnancy,

preeclampsia, preterm labor, and fetal chromosomal abnormalities such as trisomy 21.

[0056] A "CpG-containing genomic sequence” as used herein refers to a segment
of DNA sequence at a defined location in the genome of an, individual suchasa
human fetus or a pregnant wotnan, Typicaily, a “CpG-containing genomic sequence”
is at least 15 nucleotides in length and contains at least one cytosine. Preferably, it
can be at least 30, 50, 80, 100, 150, 200, 250, or 300 nucleotides in length and
contains at least 2, 5, 10, 15, 20, 25, or 30 cytosines. For any one *CpG-containing
genomic sequence” at a given location, £.2., within a region centering around a given
genetic locus on chromosome 21 (such as a CpG island CGI137, PDESA, CGIG09,
etc.), nucleotide sequence variations may exist from individual to individual and from
allele to allele even for the same individual. Typically, such a region centering
around a defined genetic locus (e.g., & CpG island) contains the locus as well as

upstream and/or downstream sequences. Each of the upstream or downstream
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sequence (counting from the 5' or 3' boundary of the genetic locus, respectively) can
be as long as 10 kb, in other cases may be as long as 5 kb, 2 kb, 1 kb, 500 bp, 200 bp,
or 100 bp. Furthermore, 2 "CpG-containing genomic sequence” may encompass a
nucleotide sequence transeribed or not transcribed for protein production, and the
nucleotide sequence can be a protein-coding sequence, a non protein-coding sequence

(such as a transcription promoter), or a combination thereof.

{6(}51} A "Cp@ island" in this application describes a segment of .DNA sequence
found in a genome that has a minimal length, 2 minimal GC content, and a minimal
ratio of gbserved CpG frequencyfexpected CpG frequency (OCF/ECE). Yamada ef
al. (Genome Research 14:247-266, 2004) have described a set of standards for
determining a CpG island: it must be at least 400 nucleotides in length, has a greater
than 50% GC content, and an OCF/ECF ratio greatex‘ than 0.6, Others (Takai ef al.,
Proc. Natl. Acad. Sci. U.S.4. 99:3740-3745, 2002) have defined a CpG island less
stringently as a sequencé at least 200 nucleotides in length, having a greater than 50%
GC content, and an OCF/ECF ratio greater than 0.6, The concept of 2 "CpG island"
on chromosome 21, as used in this application, is one that fits the CpG island profiles
provided by any one of the currently available computational programs designed for
scanning chromosomes based on the above stated criteria, encompassing results
obtained when using window sizes of 100, 200, or 300 nucleotides and shift or step
sizes of 1, 2, or 3 nucleotides in the screening process. The individual CpG islands
named in this disclosure are further defined by their corresponding genomic contig
accession number, version and region at GenBank, chromosomal location relative fo
the chromosome 21 sequence of the Human May 2004 (hgl7) assembly of the UCsC
Genome Browser (genome.ucsc.edu), and their capability to be amplified by FCR

primers under given conditions, as indicated in Table 1 of this specification.

[0052] The term "epigenetic state" or "epigenetic status” as used herein refers to
any structural feature at a molecular level of a nucleic acid (e.g., DNA or RNA) other
than the primary nucleotide sequence. For instance, the epigenetic state of a genomic
DNA may include its secondary or tertiary structure determined or influenced by, €.£..

its mefhylation pattern or its association with celiular proteins.

[0053] The term "methylation profile” or *methylation status," when used in this
application to describe the state of methylation of a genomic sequence, refers to the

characteristics of a DNA segment at a particular genomic locus relevant to
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residues, and allelic differences in methylation due to, e.g., difference in the origin of

 the alleles. The term “methylation” profile” or “methylation status™ also refers o the
relative or absolute concentration of methylated C or unmethylated C at any particular

stretch of residues in a biological sample.

[00654] The term "single nucleotide polymorphism” or "SNP" as used herein refers
to the polynucleotide sequence variation present at a single nucleotide residue within
different alleles of the same genomic sequence. This variation may oceur within the
ceding region or non-coding region {i.e., in the promoter region) of a genomic
sequence, if the genomic sequence is transeribed during protein production.

Detection of one or more SNP allows differentiation of different alleles of a single

genomic sequence,

[8055] The term "blood" as used herein refers to a biood sample or preparation
from a pregnant woman or a woman being tested for possible pregnancy. The term
encompasses whole blood or any fractions of blood, such as serum and plasma as

conventionally defined.

[0836] The term "bisulfite” as used herein encompasses all types of bisulfites, such
as sodium bisulfite, that are capable of chemically converting a cytosine (C) fc a
uracil (U} without chemically modifying a methylated cytosine and therefore can be
used to differentially modify a DNA sequence based on the methylation status of the
DNA.

[0057] As used herein, a reagent that "differentially modifies” methylated or non-
methylated DNA encompasses any reagent that modifies methylated and/or -
unmethylated DNA in a process through which distinguishable products resnit from
methylated and non-methylated DNA, thereby allowing the identification of the DNA
methylation status. Such.processes may include, but are not limited to, chemical
reactions (such as a C — U conversion by bisulﬁte) and enzymatic treatment (such as
cleavage by a methylation-dependemt endonuclease). Thus, an enzyme that
preferentially cleaves or digests methylated DNA is one capable of cleaving or

digesting a DNA molecule at a much higher efficiency when the DNA is methylated,
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whereas an enzyme that preferentially cleaves or digests unmethylated DNA exhibits

a significantly higher efficiency when the DNA is not methylated.

[0058] The term “nucleic acid” or “polynucleotide” refers to decxyribonucleic
acids (DNA) or ribonucieic acids (RNA) and polymers thereof in either single~ or
double-stranded form. Unless specifically limited, the term encompasses nucleic
acids containing known analogs of naiural nucleotides thet have similar binding
properties as the reference nucleic acid and are metabolized in & manner similar fo
naturally oocurring nucleotides. Unless otherwise indicated, a particular nucleic acid
sequence also implicitly encompagses conservatively modified variants thereof (e.2.,
degenerate codon substitutions), alleles, orthologs, single nucleotide polymorphisms
(SNPs), and complemenitary sequences as well as the sequence explicitly indicated.
Specifically, degenerate codon substitutions may be achieved by generating sequences
in which the third position of one or more selected (or alf) codons is substituted with
mixed-base and/or deoxyinosine residues (Batzer ef of., Nucleic Acid Res. 19:5081
(1991); Ohtsuka et al., J. Biol. Chem. 260:2605-2608 (1985); and Rossolini ef al.,
Mol. Cell. Probes 8:91-98 (1994)). The term nucleic acid is used interchangeably
with gene, cDNA, and mRNA encoded by a gene.

[6059] The term “gene’” means the segment of DNA involved in prodocing a
polypeptide chain; it includes regions preceding and following the coding region
(leader and trailer) involved in the transcription/transiation of the gene product and
the regulation of the ranscription/transiation, as well as intervening sequences

(introns) between individnal coding segments (exons).

[6060] In this application, the terms “nolypeptide,” “peptide,” and “protein” are
used interchangeably herein to refer to a polymer of amino acid residues. The ferms
apply to amino acid polymers in which one or more amino acid residue is an artificial
chemical mimetic of a corresponding naturally occurring amino acid, as well as fo
naturally occurring amino acid polymers and non-patorally occurring amino acid
polymers. Asused herein, the terms encompass amino acid chains of any length,
including full-length proteins (i.e., antigens), wherein the amino acid residues are

linked by covalent peptide bonds.

[0061] The term “amine acid” refers 10 naturally occurring and synthetic amino

acids, as well as amino acid analogs and amino acid mimetics that function ina

19



Placenta 0 16 IS 17 16 15 ma 14115ia 12 16 14 13 15 T 24 25 23 043 24 0.40 25 0.39 01 0,33 26125
0.350.38 25 28 24 26 27 25 Methindx OTT 040 40 0.38  0.39 0.30 040

manner similar to the naturally ocourring amino acids. Naturally occurring amino
acids are those encoded by the genetic code, as well as those amino acids that are later

modified, e.g., hydroxyproline, y-carboxyglutamate, and O-phosphoserine.

[0062] Amino acids may be referred to herein by either the commonly known thres
letter symbols or by the one-letter symbols recommended by the TUPAC-TUB
Biochemical Nomenclatere Commission. Nucleotides, likewise, may be referred to

by their commonly accepted single-letier codes.

[0063] As used in this application, an "inerease” or a "decrease” refersioa
detectable positive or negative change in quantity from an establishéd standard
conirol. An increase is a positive change preferably at least 10%, more preferably
50%, still more preferably 2-fold, even more preferably at least 5-fold, and most
preferably at least 10-fold of the control value. Similarly, & decrease is a negative
change préfembly at least 10%, more preferably 50%, still more preferably at least
- 80%, and most preferably at least $0% of the comtrol. O’iher terms indicating
quantitative changes or differences from a comparative basis, such as "mere” or

"less,” are used in this epplication in the same fashion as described above.

[0064] A "pelynucleotide hybridization method" as used herein refersto a
method for detecting the presence and/or guantity of a polynucleotide based on its
ability to form Watson-Crick base-pairing, under appropriate hybridization
conditions, with a polynucleotide probe of a known sequence. Examples of such

hybridization methods include Southern blotting and Northern blotting.

[0065] "Primers" as used herein refer to oligonucieotides that can be used inan
amplification method, such as a polymerase chain reaction (PCR), to amplify a
nucleotide sequence based on the polynucleotide sequence corresponding to &
parficular genomic sequence, e.g., one located within the CpG island CGI137,
PD’EQA, or CGI009 on chromosome 21, in various methylation status, At least one of
the PCR primers for amplification of a polynucleotide sequence is sequence-specific

for the sequence.

[0066] "Standard eontrol” as used herein refers to a sample comprising a genomic
sequence of a predetermined amount or methylation profile (which may include
multiple different and separable characteristics related to methylation) suitable for the

use of a method of the present invention, in order for comparing the amout o
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methylation status of a particular genomic sequence, e.g., one located within the CpG

island CGI137, PDESA, or CGI009 on chromosome 21, that is present in a test

sample. A sample serving as 2 standard control provides an average amount or

methylation profile of a gene of interest that is typical for a defined time (e.g., first

trimester) during pregnancy in the blood of an average, healthy pregnant woman

carrying a normal fetus, both of who are not at risk of developing any pregnancy-

associated disorders or complications.

[0067} The ferm “ﬁverage, " g5 used in the context of describing a pregnant woman,
refers to the fact that the woman is free of at leest one condition of relevance, such as
having a chromosomally abnormal fetus, or suffering from a pregnancy-associated
condition (e.g., ectopic pregnancy, presclampsia or preterm labor). The term
“average,” when used in other context, refers 1o certain characteristics, such as the

. methylation profile of a particular genomic sequence (e.g., one located within the
CpG island CGI137, PDEIA, or CGI009 on chromosome 21) of both maternal and
fetal origins found in the woman's blood, that are representative of & randomly
selected group of healthy women who are pregnant with chromosomally pormal
fetuses and not susceptible to any pregnancy-related diseases or conditions. This
selected group should comprise 2 sufficient number of women such that the average
amount or me:thyiatién profile of the genomic sequence of interest among these
women reflects, with reasonable accuracy, the corresponding profile in the general
poputation of healthy pregnant women with heaithy fetuses. In addition, the selected
group of women generally has a similar gestational age to that of 2 woman whose
blood is tested for indication of a potential pregnancy-asscciated disorder. The
preferred gestational age for practicing the present invention may vary depends on the
disorder that is being scrsened for. For example, a pregnant woman is screened for
the risk of preeclampsia preferably during the second trimester of the pregnancy,
whereas fetal chromosomal aneuploidy is preferably screened for end diagnosed as
early as possible. Moreover, the preferred gestational age for testing may also depend

on the gene of interest in testing.

[0668] The term "preeclampsia” as used herein refers to 2 condition that occurs
during pregnancy, the main symptom of which is various forms of high blood
pressure often accompanied by the presence of proteins in the wrine and edema

(swelling). Preeclampsia, sometimes called toxemia of pregnancy, is related to 2
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more serious disorder cailed "eclampsia,” which is preéclampsia together with
seizures. These conditions usually develop during the second half of pregnancy (after

20 weeks), though they may develop shortly after birth or before 20 weelks of
pregnancy.

[0069] The term "preterm labor" or "premature labor" as used herein refers to the
condition where labor that begins more than three weeks before the full gestation

perlod of about 40 weeks, which often Jeads to premature birth if not treated.

[0070] The term "hyperemesis gravidarum” refers o extreme, persistent nausea
and vomiting during pregnancy, particularly during the first trimester. The nausea
and vomiting may lead to dehydration and prevent necessary weight gain for the
Pregnancy. ‘

[0071] An "ectopic pregnancy” refers to an abnormal pregnancy in which a
fertilized egy has implanted outside the uterus. Although in most cases of ectopic
pregnancy the egg settles in the fallopian tubes, this ferm also encompasses abnormal
pregnancies where the fertilized egg is implanted in a woman'’s ovary, abdomen, or

cervix,

DETAILED DESCRIPTION OF THE INVENTION
I Introduction
[0672] The presence of fetal DNA in maternal plasma was first reported in 1997
and offers the possibility for nop-invasive prenatal diagnosis simply through the
analysis of a maternal blood sample (Lo ef al., Lancet 350:485-487, 1997). To date,
numerous potential clinical applications have been developed. In particular,
quantitative abnormalities of fetal DNA concentrations in maternal plasma have been
found to be associated with a number of pregnancy-associated disorders, including
preeclampsia, preterm labor, anteparium hemorrhage, invasive placentation, fetal
Down syndrome, and other fetal chromosomal aneuploidies. Hence, feta]l DNA
analysis in maternal plasma has been suggested as 2 potential marker for the

monttoring of fetomaternal well-being.

[0073] However, fetal DNA co-exists with background maternal DNA in maternal
plasma. Fence, most reported applications have relied on the detection of Y-~
chromosome sequences as these are most conveniently distinguishable from maternal

DNA. Such an approach limits the applicabitity of the existing assays to only 50% of
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all pregnancies, namely those with male fetuses. Thus, there is much need for the
development of gender-independent fetal DNA markers for maternal plasma

detection.

[6474] It was previously demonstrated that fetal and maternal DNA can be
distinguished by their differences in methylation status (U.S. Patent Application |
Publication No. 20030044388). Methylation is an epigenetic phenomenon, which
refers to processes that alter a phenotype without involving changes in the DNA
sequence. By exploiting the difference in the DNA. methylation status between the
paternally- and maternally~inherited alleles at H19, 2 locus exhibiiing genomic
imprinting (differential methylation and hence differential expression of two alleles of
a single gene, related to the parental origin of a particular allele), one (Y.M.D. Lo) of
the present inventors and his group first demonstrated the feasibility of using
epigenetic markers to detect fetal-derived maternally-inherited DNA sequence from
maternal plasma (Poon ef al., Clin. Chem. 48:35-41,2002). Landes ef ol. have also
proposed the use of epigenetic markers for non-invasive prenatal diagnosis (U.S.

Patent Application Publication No. 20030211522},

[0075] The present inventors have recently demonstrated that placenta-derived
RNA can be detected in maternal plasma (Ng et al., Proc, Notl. dcad. Sci. Us4
100:4748-4753, 2003). On the other hand, it has been shown that plasma DNA in
normal individuals is predominantly derived from hematopoietic cells (Lui ef al,,
Clin. Chem. 48:421-427, 2002). Thus, it has been hypothesized that the predominant
source of maternal DNA is derived from peripheral blood cells while the placenta isa
possible source of fetal DINA release into maternal plasma, Hence, one strategy for
the development of a generic fetal-specific DNA marker for detection in maternal
plasma is to identify a gene that 13 differentially methylated between the placenta and

the maternal peripheral blood cells.
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[6676] The present inventors demonstrated, for the first time, that a number of
genomic sequences located at specific genomic loci on chromosome 21 are
differentially methylated between the fetal DNA from the fatus (e.g., from the
placenta) and the maternal DNA from the mother's peripheral blood cells. This
discovery thus provides a new approach for distinguishing fetal and maternal genomic

DNA and new methods for non-invasive prenatal diagnosis.

il General Methodology

[6077] Practicing this invention utilizes routine technigues in the field of molecular
biology. Basic texts disclosing the general methods of use in this invention inclide
Sambrook and Russell, Molecular Cloning, A Laboratory Mewmal (3rd ed. 2001);
Kriegler, Gene Transfer and Expres.fion: 4 Laboratory Marmal (1990); and Current
Protocols in Molecular Biology (Ausubel ef al., eds., 1994)).

[0078] For nucleic acids, sizes are given in either kilobases (kb) or base pairs (bp).
These are estixﬁates derived from agarose or acrylamide gel electrophoresis, from
sequenced nucleic acids, or fiom published DNA sequences. For proteins, sizes are
given in kilodaltons (kDa) or amine acid residue numbers. Protein sizes are estimated
from gel electrophoresis, from sequenced nroteins, from derived amino acid

sequences, or from published protein sequences.

[0075] Oligonucleotides that are not commercially available can be chemically
synthesized, e.g., according to the solid phase phosphoramidite triester method first
described by Beaucage & Caruthers, T eﬁ‘a}zedrm Lett, 22: 1859-1862 (1981}, using
an automated synthesizer, as described in Van Devanter el al., Nucleic Acids Res. 12:
6159-6168 (1984). Purification of oligonucleotides is performed using any art-
recognized strategy, e.g., native acrylamide gel electrophoresis or anion-exchange
high performance liguid chromatography (HPLC) as described in Pearson & Reanier,
J. Chrom. 255: 137-149 (1983).

j0080) The genomic sequences of the present invention, e.g., those located within
the CpG islands on chromosome 21 such as CGI137, PDEYA, and CGI009, and the
polynucleotide sequence of synthetic oligonucleotides can be verified using, ¢.g., the
chain termination method for sequencing double-stranded templates of Wallace &7 al.,
(Gene 16: 21-26 (1981).
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L Acquisition of Blood Samples and Extraction of DNA
{00811 The present invention relates to analyzing the epigenetic status of fstal DNA
found in maternal blood as a non-invasive means to detect the presence and/or to
monitor the progress of a pregnancy-associated condition or disorder, Thus, the first
steps of practicing this invention are to obtain a blood sample from a pregnant woman

and extract DNA from the sample.

A. Acouisition of Blood Samples

[0082] A blood sample is obtained from a pregnant woman at a gestational age
suitable for testing using a method of the present invention. The suitable gestational
age may vary depending on the disorder tested, as discussed below. Collection of
blood from a woman is performed in accordance with the standard protocol hospitals
or clinics generally follow. An appropriate amount of peripheral blood, e.g., typicaily
between 5-30 ml, is collected and may be stored according to standard procedure prior

to further preparation.

B. Preparation of Blood Samples
[6083] The analysis of fetal DNA found in maternal blood according o the present

invention may be performed using, e.g., the whole blood, serum, or plasma. The
methods for preparing serum or plasma from maternal blood are well known among
those of skill in the art. For example, a pregnant woman's blood can be placed in a
tube containing EDTA or a specialized commercial product such as Vacutainer SST
(Becton Dickinson, Franklin Lakes, NI} to prevent blood clotting, and plasma can
then be obtained from whole blood through centrifugation. On the other hand, serum
may be obtained with or without centrifugation-following blood clotting. I
centrifugation is used then it is typically, though not exclusively, copducted at an
appropriate speed, e.g., 1,500-3,000 x g. Plasma or serum may be subjected to
additional centrifugation steps before being fransferred to a fresh tube for DNA

extraction.

[0084] In addition to the aceliular portion of the whole bicod, DNA may also be
recovered from the cellular fraction, enriched in the buffy coat portion, which can be
obtained following centrifugation of a whole blood sample from the woman and

removal of the plasma.
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sample including blood. The general methods of 'NA preparation (e.g., described by
Sambrook and Russell, Molecular Cloning: A Labaratory Manual 3d ed., 2001 ) can “
be followed; various commercially available reagents or kits, such as QiaAmp DNA
Mini Kit or QiaAmp DNA Blood Mini Kit (Qlagen, Hilden, Germany),
GenomicPrep™ Blood DNA Isolation Kit (Promega, Madison, WI), and GFX™
Genomic Blood DNA Purification Kit (Amersham, Piscataway, NJ), may also be used

1o obtain DNA from a blood sample from a pregnant woman. Combinations of more

than one of these methods may also be used.

Iv. Methylation-Specific Chemical Modification of DNA

[6686] Upon being exiracted from & blood sample of a pregnant woman, the DNA
is treated with a reagent capable of chemically modifying DNA in a methylation
differential marmer, i.e., different and distinguishable chemical structures will result
from a methylated cytosine (C) residue and an unmethylated C residue following the
treatment. Typically, such a reagent reacts with the unmethylated C residue(s) ina
DNA molecule and converts each uamethylated C residue to & uracit (U) residue,
whereas the methylated C residues remain unchanged. This C — U conversion
allows detection and comparison of methylation status based on changes in the
primary sequence of the nucleic acid. An exemplary reagent suitable for this purpose
is bisalfite, such as sodium bisulfite. Methods for using bisulfite for chemical
modification of DNA are well known in the art (see, e.g., Herman ef al,, Proc. Nail.
Acad. Sei US4 93:9821-9826, 1996) and will not be discussed in detail here.

[0087] As askilled artisan will recognize, any other reagents that are upnamed here
but have the same property of chemically (or through any other mechanism)
modifying methylated and unmethylated DNA differentially can be used for
practicing the present invention. For iﬁs‘tance, methylation-specific modification of
DNA may also be accomplished by methylation-sensitive restriction enzymes, some
of which tvpically cleave an unmethylated DNA fragment but not a methylated DNA
fragment, while others (e.g., methylation~dependent endonuclease McrBC) cleave
DNA containing mefhylated cytosines but not unmethylated DNA. in addition, a

combination of chemical modification and restriction enzyme treatment, e.g.,
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combined bisulfite restriction analysis (COBRA), may be used for practicing the

‘present invention.

V. Pelynucieotide Sequence Amplification and Determination
[6088] Fo 116wing the chemical modification of DNA in & methylation-differential
manner, the treated DNA is then subjected 1o sequence-based analysis, such that one
or more of the genomic éequemes of the present invention {e.2., those 1o cated within
the Cp@ islands on chromosoms 71 such as CGI137, PDESA, and CGI009) from the
-~ fetal DNA may be distinguished from their counterparts from the maternal DNA, and
that fetal genomic sequence methylation profile may be determined and compared to a
standard control. Furthermore, once it is determined that one particular genomic
sequence of fotal origin is hypermethylated or hypomethylated compared to the
maternal counterpart, the amount of this fetal genomic sequence can be determined
hased on its specific methylation status. Subsequenttly, this amount can be compared
1o & standard control value and serve as an indication for the potential of certain

pregnancy-associated disorder.

A. Amplification of Nucleotide Segquences

[0089]  An amplification reaction is optional prior o sequence analysis fora
genomic sequence after methylation specific modification. In some embodiments of
this invention, the amplification is performed to preferentially amplify a CpG-
containing genomic sequence on chromosome 21 that has a particular methylation
patiern, such that only the genomic sequence from one particular source, e.g., from

the placenta or other tissues of the fetus, is detected and analyzed.

[6090] A variety of polynucieotide ampﬁﬁcétion methods are well established and
frequently used in research. For instance, the general methods of polymerase chain
reaction (PCR) for polynucleotide sequence amplification are well known in the art
and are thus not described in detail herein. For a review of PCR methods, protocols,
and principles in designing primers, see, €.8., Tnnis, ef al., PCR Protocols: A Guide to
Methods and Applications, Academic Press, e, N.Y., 1990, PCR reagents and
protocols are also available #om commercial vendors, such as Roche Molecular

Sysiems.

[6091] PCR is most usually carried out as an avfomated process with a thermostable

enzyme. In this process, the temperature of the reaction mixture is cycled through a
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denaturing fegion, 4 primer annealing region, and an extension reaction region

automatically, Machines specifically adapted for this purpose ate commercially

available,

[6692] Although PCR amplification of a target polyaucleotide sequence (e.g., 2
CpG-containing genomic sequence on chromosome 71 where the fetal and maternal
sequence is differentially methylated) is typically used in practicing the present
invention, one of skill in the art will recognize that the amplification of a genomic
sequence found in a maternal blood sample may be accomplished by any known
method, such s ligase chain reaction (LCR), transcription-mediated amplification,
and self-sustained sequence replication or nucleic acid sequence-based amplification
(NASBA), each of which provides sufficient mpiiﬁcation. More recently developed
branched-DNA technology may also be used to qualitatively demonstrate the presence
of a particular genomic sequence of this invention, which represents a particular
methylation ;pattf*m, or to quantitatively determine the amoumt of this particular
genomic sequence in the maternal blood. Fora review of branched-DNA signal
ampiification for direct quantitation of nucleic acid sequences in clinical samples, see

Notte, Adv. Clin. Chem. 33:201-235, 1998.

B. Determination of Polynucleotide Sequences
[0693] Techniques for polynucleotide sequence determination are also well

* astablished and widely practiced in the relevant research field. For instance, the basic
principles and general techniques for paIynucIeotiée sequencing are described
various research reports and treatises on molecular biclogy and recombinant genetics,
such as Wallace et al., supra; Sambrook and Russell, supra, and Ausubel ef al., supra.
DNA sequencing methods routinely practiced in research laboratories, either manual
or automated, can be used for practicing the present invention, Additional means
suitable for detecting changes {e.g., C— U)ina polymucleotide sequence for
practicing the methods of the present invention include but are not Hmited to mass
spectrometry, primer extension, polynucleotide hybridization, real-time PCR, and

electrophoresis.

VL Establishing a Standard Control
[0094] In order to establish a standard control for practicing the method of this
invention, a group of healthy pregnani women carrying healthy fetuses are first
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selected. These women are of similar gestational age, which is within the appropriate
time period of pregnancy for screening of conditions such as preeclampsia, fetal
chromosomal aneuploidy, and preterm labor using the methods of the present
invention. Similarly, a standard control is established using samples from 2 .group of

healthy non-pregrnant women.

[6095] The healthy status of the selected pregnant women and the fetuses they are
carrying are confirmed by well established, youtinely employed methods including but
not limited to monitoring blood pressure of the women, recording the onset of labor,

and conducting fetal genetic analysis using CVS and amniocentesis.

[6096] Furthermote, the selected group of healthy pregnant women carrying healthy
fetuses must be of a reasonable size, such that the average amount of a genomic
sequence of this invention that originated from the fetus in the maternal blood or the
methylation profile of the fetal genomic sequence in the maternal blood obtained from
the group can be reasonably regarded as representative of the normal or average
amount or methylation profile among the general pepulation of healthy women

carrying healthy fetuses. Preferably, the selected group comprises at least 10 women.

[0097] A standard control for 2 fetal genomic sequence methylation profile may
reflect multiple different and separable aspects of the methylation status of this
particular genomic séquence. For example, one aspect of a msthylation profile is
whether any given C residue is methylated or not; another aspect is the number of
methylated C bases within a particular genomic sequence; a further aspect of the
profile is the percentage(s) of methylated C at any given locations. Additional aspects
of a methylation profile may include, but are not limited to, the allelic difference in.
methytation, the ratio of differentially methylated aﬂeles, and the like. Fetal genomic
sequence methylation profile may alsc vary depending on the tissue type, 2.2.,
placental or other feta] tissue, Thus, separate standard controls may be established for

different fetal tissues used in testing.

[6098] Once an average level or methylation profile is established fora particular
fetal genomic sequence presexnt in the maternal blood based on the individual values
found in each woman of the selected healthy control group, this average or median or
representative value or profile is considered 2 standard conirol. Any blood sample

that contains a similar amount of the fetal genomlc sequence or a similar methylation
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profile of the fetal genomic sequence can thus be used as a standard control.
Furthermore, 2 solution containing a genomic DNA. sequence in the average or
median or representative amount or of the average or median or representative
wethylation profile can also be artificially assembled and serve as a standard control.
Tn addition, separate standard controls may also be established for different aspects of

the methylation profile of a genomic sequence of the fetal origin.

EXAMPLES
10095] The following examples are provided by way of illustration only and not by
way of limitation. Those of skill in the art will readily recognize a variety of non-
critical parameters that could be changed or modified fo yield essentially the same or

|

similar results.

Example 1

[0100] We aimed to identify epigenetic markers that are fetal-specific in maternal
blood. Previous data suggest that fetal DNA molecules in maternal plasma are
predominantly derived from the placenta (Chim et al., Proc Natl Acad Sci US 4.,
102:14753-14758; Masuzaki ef al., J Med Genet 41, 289-292, 2004; Fiori ef al., Hum
Reprod 19, 723-724, 2004}, while the backeround DNA in maternal piésma may
originate from maternal blood cells (Lui ef al., Clin Chem 48, 421-427, 2002). Hence,
to identify fetal epigenetic markers, the methylation profiles of genetic loci were
assessed in both placental tissues and maternal blood cells with an aim to identify loci
fhat demonstrate differential methylation between the two tissue types. Such markers

can be used for prenatal diagnosis and monitoring of pregnancy-related conditions.

MATERIALS AND METHODS

[0101] Identification of CpG-containing genomic sequences DNA methylation
refers to the addition of a methyl group to the fifth carbon position of eytosine
residues in CpG dinucleotides. Clusters of such CpG dinucleotides on chromosome
21q were computationally identified through the Genome Browser of the UCSC
Genome Bioinformatics Site (genome.ucsc.edw/cgi-binfheGateway) (Yamada ef al,,
Genome Res 14, 247-266, 2004). The CpG sites were further subselected based on

the criteria: a stretch of DNA sequence of at feast 400 bp in length with a mintmal
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guanine and cytosine content of 50%, and a minimal ratio of observed CpG
frequency/expected CpG frequency of at least 0.6, After CpG containing genomic
sequences are identified, we also branched out to Cp@G sites further up- and
downstream to the previously identified genomic region, e.g., PDESA regions A and
C.

[0102] Subject recruitment and sample collection Placental tissues and
corresponding blood samples were collected from women in the first and third
trimesters of pregnancy. Placental tissues were collected from the third-trimester
subjects after cesarean delivery and from the first trimester subjects after termination
of pregnancy. Maternal blood (10 mL) was collected into EDTA blood tubes prior to

the onset of labor or the performance of any obstetrics procedures. The blood

samples were centrifuged at 1600 x g for 10 min at 4°C. The buffy coat portion was

obtained after careful removal of plasma and stored separately at —20°C. The

placental tissues were rinsed in phosphate buffered saline and stored in plain

polypropylene tubes at —80°C.

[0103] Bisulfite sequéncing DNA was extracted from the placental tissues and
maternal buffy coat by using the QIAamp DNA Mini Kit and QlAamp DNA Blood
Mini Kit (Qiagen, Hilden, Germany), respectively, according to the manufacturer’s
instructions. For each sample, 1 ug DNA was subjected 10 bisulfite conversion,
which converts unmethylated cytosine residues to uracil but leaves methylated
oytosine residues unchanged, by the CpGenome DINA Modification Kit (Intergen,
Butlington, MA) according (o manufactarer’s instructions. The bisulfite converted
DNA was then subjected to PCR amptification with pairs of primers flanking the CpG
sites (Table 1), Some CpG-containing genomic sequences are investigated by two or
three PCRs, namely regions A, B and C. Primers were designed not fo bind to any

| ‘potentially maihylated cytosine residuss. These primers are shown by way of
Hustration and should not be seen to limit the range of primers which can be used for
this purpose. Reagents supplied i the TagMan PCR Core Reagent Kit {Applied
Biosystems, Foster City, CA) were used. Reagent compositions for each PCR are
detailed in Table 1. Typically, PCRs were performed in a fina! reaction volume of 25
wul, with MgCly, primers, TagGold, 1X Buffer II, 200 uM of each ANTP, with or
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without dimethylsuifoxide (DMSO) or betaine. The thermal profile consisted of an
initial denaturation siep of 95°C for 10 min followed by 40 eyeles of 95°C for 1 min, 2
range of annealing femperatures between 55 to 65 °C for 1 min (Table 1), 72°C for 1
min, and a final extension of 79°C for 10 min. To analyze methylation status at the
resolution of a single molecule, the PCR product was TA-cloned into a plasmid vector
using the pGEM-T Easy Vector System (Promega, Madison, WI). The inserts from
the positive recombinant clones were analyzed by cycle sequencing using the BigDye
Terminator Cycle Sequencing v1.1 kit (Applied Biosystems) as per the
manufachrer’s instructions. After purification by genCLEAN columns (Genetix), 8
ul of the samples were added to 12 pl of Hi-Di formamide and run on a 3100 DNA.
Analyzer (Applied Biosystems).
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sequencing data, methylation indices and chi-square analysis comparing the tnethylation profile of

third-trimester placental tissues and maternal blood cells at the individual CpG sites within PDE9A
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11.615 1.792 17.670 16,622 10.476 1yntalue10.346 c0.001 0,161 .---<0.00.1 cfl.gQ1 0.114 [0108)
Homo sapiens protein phosphatase I, regulatory (inhibitor) subunit 2 pseudogene 2 (PPP1R2P2) The
methylation profile of PPP1R2P2 region A was studied among placental tissues and the corresponding
maternal blood cells collected from 5 third-trimester and 5 first-trimester pregnancies. Cloning and
bisulfite sequengindwiareREALIBRd AN HRaHRaAtyiation Ndices %%&%@éﬁ%&%ﬁ&%&?f region A
in the placental tissues and maternal blood cells are summarized in Figures 4A and 4B In general, the

placenta is F§SEHHERH 148 AXATEI CERTBA AE e AR ISR Holotes CenupiehibE fue intaRdiiwas
performed aggepesibad provaiadassase inosiatisticallsigniicaptaiieregees heweenhe two
tissues. Among the studied CpG sites, 23 are statistically sjgnificantly different in the third-trimester
pregnancie%‘tﬁg@%?ﬁ?g}%qi W%"f AREaRh SRS RS S ﬂﬁéh?r%l%ﬂ@s‘i@“&r?&%@?ﬁ:i%%hi-square
analysis, Taliebéhaoti-dR)yln-addiiennttbyhedyistionpreiieohfaeCpssaitasio ARBAR2P2 region
B were alsq.analysed by cloning.and bjsulfit encing in placental tissues and the corresponding
maternal b%%sgecseaﬁg %Y%rc %‘f?gfnc%aﬁﬁarﬁ? r%n?%%erébgﬁgﬁg%gw}ﬁ%t 'ﬁ'él%qt%fgﬁ Fegion B, the
placental tissugde #portidittigelis digoihparéd ddfthermBttrizbbloaly de Hsashirefmetiylatipntindices in

region B arg;spm. @2@9 a@ 4c. Chi-square analysis was performed as described above to
assess for stzgﬁstggly sigof%{anme ences between the two tissues. Among the 12 studied CpG -

sites, 5 are statistically significantly different (CM-square analysis, Tables 4C). Table 4A. Summary of

bisulfite sequencing daigy Mmethylatignindices and chi-square analysis comparing the methylation
profile of third-trimester placental tissues and maternal blood cells at the individual CpG sites within

PPP1R2PZ¥:libn ATPRE B RGhSPEHE B AR CRESRFARE A HHe TeriSuteripyEtiont relative to

chr21: 36,186:493 {+doi efcihalid yean ity 204t hedki) assemieofihe: R enamedmwser. 0

o Sn ISI0L g1 81817 ULC 9.0~ W =Y stasdl)L IES58 fosds S5 Siogls CO 2010
loci, bisulfite sequencing was performed on placental tissues and maternal blood celis.

[0106] CGI137 The methylation profile of CGI137 was studied among placental tissues
and the corresponding maternal blood cells coliected from 5 third-trimester pregnancies. The
bisulfite sequencing data for regions A and B of all the 5 cases are shown in Figures 1A and
1B, respectively. Each row in the respective panels represents the bisulfite sequencing result
for one clone while each column represents an individual CpG dinucleotide within the
genomic sequence. The proportion of methylated clones among all of the sequenced clones,
the methylation index, at each CpG site was determined for all 5 placental tissue and matemal
blood cell samples. The data are summarized in Figures 24 and 2B, It can be seen that the
placenta is hypomethylated compared with maternal blood cells. Chi-square analysis was
performed to compare the distiibution of methylated and unmethylated clones between the
placental tissues and maternal blood cells at each CpG site. The differences in the
methylation indices between the placenta and maternal blood cells are statistically significant
for ail 21 CpG sites (Chi-square, P<0.0001, Tables 2A and 2B).
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Table 2A. Summary of bisulfite sequencing data and chi-square analysis comparing the
methylation profile of the placental tissues and maternal blood cells at the individual
CpG sites within CGI137 Region A, The individual CpG sites are designated by their
nucleotide positions relative to chr21: 46,249,636 (++1) of the Human May 2004 (hgl7)
agsembly of the UCSC Genome Browser.
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Table 2B. Summary of bisulfite sequencing data and chi-square analysis comparing the

methylation profile of the placental tissues and maternal blood cells at the individual

CpG sites within CGI137 Region B. The individual CpG sites are designated by their

nucleotide positions relative to chrll: 46,249,636 (+1) of the Human May 2004 (hgl7)

assembly of the UCSC Genome Browser,
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[0167] P}’msp)'mdiesteé-ase 94 (PDE94} The methylation profile of PDES4 was studied
among placental tissues and the corresponding maternal blood cells collected from 5 third-
srimester and 5 first-trimester pregnancies. Cloning and bisulfite sequencing were perfcrme&
and the methylation indices of the studied CpG sites in the placental tissuss and maternal
Blood celis for the region A amplicon are summarized in Figures 3A and 3B. The
cotresponding data for region B are summarized in Figures 3C and 3D. Comparisons
between {hitd-trimester placental tissues and maternal biood cells for region C are shown in
Figure 3E. In general, the placenta is hypomethylated when compared to maternal blood
¢ells. Chi-square analysis was performed as described above to assess for statistically
significant differences between the two tissues, All but CpG2250 in the third-trirester
compatison are statistically significantly different in both the first- and third-trimester

pregnancies {Chi-square analysis, Tables 3A to E).
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Table 3A. Smmmary of bisulfite sequencing &ataf, me‘thylatmn indices and cb1~square

analysis comparing the methylation profile of third-trimester placental tissues and

maternal blood celis at the individual CpG sites within PDEJA region A. The individual

CpG sites ave designated by their mucleotide positions refative to the reverse strand of chr2l:
42,978,424 (+1) of the Human May 2004 (bg17) assembly of the UCSC Genome Browser.
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Table 3B. Summary of bisulfite sequencing data,‘methylatidn indices and chi-square

analysis comparing the methylation profile of first-trimester placental tissues and

maternal biood cells at the individual CpG sites within PDESA region A. The individual

CpG sites are designated by their nucleotide positions relative to the reverse strand of chrZ1:

42,978,424 (+1) of the Human May 2004 (hgl7) assembly of the UCSC Genome Browser.
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Table 3C. Summary of bisulfite sequencing data, methylation indices and chi-square
analysis comparing the methylation profile of third-trimester placental tissues and
maternal blood cells at the individual CpG sites within PDES4 region B. The individual
CpG sites are designated by their nucleotide positions relative to chr21: 42,978,718 (+1) of
the Human May 2004 (hg17) assembly of the UCSC Genome Browser.

5] ™ T £y = g (5] i o0 1o T
E[E (5878 [8[g g[8 78 slg8ls&,.
A+ Q o ] U] o 5] 4] & ] [+] ] a 4]
[ T £, = L =3 = [=3 Tole =3 =N f=8 =3 j~N
. R [*} 5] 2] G %) © 3] &3 %) 0 3 i3 o 2]
Maternal Bufiy Goat | € 38 40 | 40 36 35 a7 35 40 | 37 38 39 | 38 a7 39
T .2 9 g 4 5 5 5 o 3 1 i 1.3 1
o _ Methindy | 095 | 1.00 1.00 | C.80 0.88 0.83 D.88 1.00 .83 ga8 | 0488 | oeR | 083 G.88
CFT |40 | 40 40 49 40 4 40 49 40 40 40 40 48 40
Placents o 18 18 17 18 15 13 4 15 18 i2 18 14 13 i5
- 5 Tt 24 25 23 24 25 27 26 25 25 28 24 26 rd 25
T Wethindx | DAD | 038 | 048 | £a0 | 028 | ©338 | 036 | 038 | 038 [ 030 | 040 | €35 | 033 | 033 |
o7 - 40 40 4D 40 45 40 44 40 40 40 44 48 468 48 1
n ehi-square | 25,128 | 33,515 | 28.835 {9,835 | 15,255  20.215 | 21.066 | 33.513 ) 247251 | 56568 ] 20,46 | 32.201 | 28215 § 30,142
. L peralue | =<d,0p | w<0.001 ) 5<0.001 ] #<0.001 | 240,001 | 20,001 i 5<0.001 |5<0.007 | =<0.501 =, G0 [ =a0,001 | =<0.001 | ==0,001 | %<0.001

% |8 1% Elg 8 s g g7 & 7888 I8
P P P by [ B P End B [ovcd o P -] -3
[+ & o 3 O [+ (5] N v} o o v] & S i)
e = =1 o =5 [~ £, [~ =8 =9 =~ [+ [=X T o
e . L (¥ %] L5 [$] [#] 3] [5] £ bS] (%] [+ U &) 4]
WGaternat Buffy Cost c 37 40 40 40 4 40 a7 38 40 38 40 38 48 38 2
I T 5 6 9 5 g b 3 i i 2 g 1 0 2138
Maothindx | 0.93 1.00 108 1.00 41.80 1,00 .83 (.88 1,00 (.85 1.00 098 1.00 0,85 |0.05
C+T 44 40 40 40 a0 49 40 40 48 40 44 40 40 40 40
Plananta oS 23 22 18 ig 17 18 16 18 21 18 i9 20 16 14 2
T 47 18 24 24 23 22 24 21 18 22 21 20 24 28 38
fethindx | §.58 0.ES G40 0948 043 845 D40 .48 .53 .45 048 0.50 640 0% | Dh5
CHT 40 40 40 40 40 40 40 40 44 40 49 43 40 46 40
chl-squarei 11267 | 20.717 | 31488 | 26,827 | 28535 | 27.64% 223682 | 22633 | 22364 | 21488 | 28827 | 2082 | 31488 26,066 |0.263
.........  prvalg | =<D.007] 520001} =<D.001 ) 5<0.001 | =<0,007| =40.601 [=<0.007 | 5<0,001[><0.001[=<0.001, =<0.601 ] =<0.001[ 5<0.001[=<0,001| 5,676

39



131816 Methindx 0.79 0.71 0,710.7910.82 CT 62 a 13.4199.7435.5 626262 MINIMIIIni
1.39E-141 25.7443894225,836 62 21,437 7.664 6.01  |-Square -value 0.006 0. -<0.001 0902
0,019 1,000=<0.0111 ==0.001 -<0.001,..00.1011 Table 413. Summary of bisulfite sequencing data,
methylation indices and chi-square analysis comparing the methylatiou profile of first-trimester
placental tisgyessandmaiarnabbisadmells i dieipdiriduakGeGsie s ditinkPRlRaRAegion A. The

individual CpG sites are deS| ated their nu 0 |1;|on relative to.chr21: 36,180,493 (+1) of
the HumarﬁW?G@E‘%f% RABRAS M B! L‘ﬁ%,%ﬁpgr ng':ir?lne1 Sar Rl -Iffy coat

C.506351: nfekbA, 64HF cells at the individual CpG sites within PDE9.4 region B. The individual
CpG sites are designated by their mucleotide positions relative to che21: 42,978,718 (+1) of
the Human May 2004 (hgl17) assembly of the UCSC Genome Browser.
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[0108] Homo sapiens protein phosphatase 1, regulatory (inhibitor) subuuit 2 psendogene
2 (PPPIR2P2) The methylation profile of PPPIR2P2 region A was studied among placental
tissues and the corresponding maternal blood cells collected from 5 third-trimester and 3
first-irimester pregnancies. Cloning and bisulfite sequencing were performed and the
methylation indices of the studied CpG sites for region A in the placerital tissues and
maternal blood cells are szﬁnmarized in Figures 4A and 4B, In general, the placenta is
hypomethylated when compared to maternal blood cells. Chi-square analysis was performed
as described above to assess for statistically significant differences between the two tissues.
Amoﬁg the studied CpG sites, 23 are statistically significantly different in the third-trimester
pregnancies and 23 are staﬁsticaﬂy significantly different in the first-trimester pregnancies
{Chi-square analysis, Tables 4A and 4B). In addition, the meﬂlyiaﬁen.proﬁle of the CpG
sites in PPPIR2P2 region B were also analysed by cloning and bisulfite sequencing in
placental tissues and the corresponding maternal blood cells collected from 5 third-trimester
pregnancies. For most CpG sites in region B, the placental tissue is hypomethylated
compared to the maternal blood cells, The methylation indices in region B are summarized in
Figures 4C. Chi-square analysis was performed as described above to assess for statistically
significant differences between the two tissues. Among the 12 studied CpG sites, 5 are
statistically significantly different (Chi-square analysis, Tables 4C).
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Table 4A. Summary of bisulfite sequencing data, metbylation indices and chi-square
analysis comparing the methylation profile of third-trimester placental tissues and
maternal blood cells at the imdividual CpG sites within PPPIR2P2 region A. The
individual CpG sites are designated by their nuclectide positions relative to chr21:
36,180,493 (+1) of the Human May 2004 (hg17) assembly of the UCSC Genome Browser.
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Table 4B. Summary of bisulfite sequencing data, methylation indices and chi-square
analysis comparing the methylation profile of first-trimester placental tissues and
maternal blood cells at the individual CpG sites within PPPIRIPZ region A, The
individual CpG sites are designated by their nucleotide positions relative fo chr2 1!
36,180,493 (+1) of the Human May 2004 (hgl7) assembly of the UCSC Genome Browser.
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5.636 7.013 11.615 14.695 1.470 13.205 0.894 1.425 0,513 0,299 L_p-value 0.7891 0.789 0.0W 0.008
0.00 0.001 0.225 0.004 0.344 0.233 0.474 0.585 [OM] Similarity to FemlA (Caenorhabditis elegans (C
elegans)) The methylation profile of Similarity to Fein IA (C. elegans) was studied among placental
tissues and the corresponding maternal blood cells collected from 5 third-trimester pregnancies.
Cloning ang:pipuifitessepuencis wenaparieunes caskihe saetiwdationdndicasiaitha siidied CpG sites
in the placental tissues and maternal hlood cells are summarized in Figures 5A and 5B for regions A
and B, resPBeteaFoRREHE e s BrrtntaEoin SRRt IR heR A58 hternal blood
cells. Chi-sapasa@nabsismias piidondien asi dysCribeshaltbieRbraIsEss fareialisTaally significant

differences bgtween,the two tissues. A he studied CpG sites, § are statistically significantly
different in* gb‘ibdﬁ“’}:{]é%(g S}t%srgg%ﬁ%f&%@%t}ﬁﬁ}rcgﬁ%ﬁg e%é’%*?‘%ﬁ?ég%%" %f(f -Es?quare analysis,
Tables 5A 3 i85EP3 Tab)lef Bk, ISumambiyy Fis (e seqeuabhing datt O¥etOyiationBodices and

- chi-square analysis comparing the methylation profile of third-trimester placental tissues and maternal
blood cells-at-the-theividual-CpG-sites-withip-Simitarity- to-Fen-A<(Cgtegans)regionA;The individual
CpG sites|are designatell by theirgijciotide pasitiors relagive ® chi2 114,856,370 @1) of the
Human May 2004.(hg 1.7) aqqp_'\kﬁ"y Q;hb $ese (—‘.éﬁ;ﬂn SBRrowsers CAFLOSMB S 06N CAacCDha.oO
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nyalue 078010788 0,018 | 0.088 |~=0,001 |=<0.087:0.225 | 0,084 0,344 10233 10.474 10,585

[0109] Similarity to FemlA (Caenorhabditis elegans (C. elegans}) The methylation
profile of Stmilarity to Feml14 (C. elegans) was studied among placental tissues and the
corresponding maternal blood cells collected from 5 third-trimester pregnancies. Cloning and
bisulfite sequencing were performed and the methylation indices of the studied CpG sites in
the placental tissues and maternal blood cells are summarized in Figures 5A and 3B for
regions A and B, respectively. In gencral, the placenta is hypomethylated when compared to
maternal blood cells, Chi-square analysis was performed as described above to assess for
statistically significant differences between the two tissues. Among the studied CpG sites, §

. are statistically significantly different in region A and 7 are statistically significanily different
in region B (Chi-square analysis, Tables 5A and 5B), '
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Chi-square41,1 23.359 24.104 35.799 38.012 31.609

Table SA. Summary of bisulfite sequencing data, methylation indices and chi-square
analysis comparing the methylation profile of third-trimester placental tissues and
maternal blood cells at the individual CpG sites within Similarity toe FemlAd (C. elegans)
region A. The individual CpG sites are designated by their nuclectide positions relative to

chr21: 14,036,070 (+1) of the Human May 2004 (hgl7) assembly of the UCSC Genome
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Table 5B. Summary of bisulfite sequencing data, methylation indices and chi-square
analysis comparing the methylation profile of third-trimester placental tissues and
maternal blood cells at the imdividaal Cp( sites within Similarity to FemlA (C. elegans)
region B. The individual CpG sites are designated by their nucleotide positions telative to
chr21: 14,056,070 (+1) of the Human May 2004 (hg17) assembly of the UCSC Genome
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16.97 24.893 P-valueP=<0,001 P=<0.001 P=<0.001 P.<0.001 P=c0.001 P=.<0.001 P=<0.001
.P=c0.001 Table 5B. Summary of bisulfite sequencing data, methylation indices and chi-square
analysis comparing the methylation profile of third-trimester placental tissues and maternal blood cells
at the individual CpG sites within Similarity to FemlA (C elegans) region B. The individual CpG sites
are designdfieéilhy weidhdclastidepdsitopsaletived61002kohd 056074 Bidydakihentpisran May 2004

gg)gig assg 'gegiﬁé}%aé%g@gga&%ﬁw%%a%gz%%a%&m%&e?&a%&%? 0 sarhoP 21 @ Cn O
collected from normal pregnancies as well as 2 first-trimester placental tissue samples from
pregnancies where the fetus had trisomy 21. Cloning and bisulfite sequencing were
performed and the methylation indices of the studied Cp(G sites in the placental tissues and
‘maternal blood cells are summarized in Figure 6. In general, the placenta is hypermethylated

when compared to maternal blood cells.

[0111] Carbonyl reductase I(CBRI} The profiles of CBRI from 2 maternal bloed cell
samples were compared with those of 2 first-trimester placental tissue samples collected from.
normal pregnancies as well as 2 first-trimester placental tissue samples from pregnancies
where the fetus had trisomy 21. Cloning and bisulfite sequencing were performed and the
methylation indices of the studied CpG sites in the placental tissues and maternal blood cells
are summarized in F igure 7. In general, the placenta is hypermethylated when compared to
maternal blood cells. Among the 20 studied CpG sites, all are statistically significantly
different between the maternal blood cells and first-trimester plabamal tissues of both normal

and frisomy 21 pregnancies (Chi-square analysis, Table 6).

Table 6. Summary of bisulfite sequencing data, methylation indices and chi-square
analysis comparing the methylation profile of normal and trisomy 21 first-trimester

~ placental tissues and maternal blood cells at the individual CpG sites within CERI. The
individual CpG sites are designated by their nucleotide positions relative to ohr21:
36,363,538 {(+1} of the Human May 2004 (hg17) assembly of the UCSC Genome Browser.
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00000000000 Buffy coat C 2324 21182221242
_ 423231923 547106744
Methindx 0.82 0.86 0.75 0.64 0.79 0.75 0.86 0.86 0.82 0,82 0,68 0,82 Placenta C 23 2095

10112] Down syndroine cell adhesion molecule (DSCAM) The methylation profiles of
DSCAM from 2 maternal blood cell samples were compared with those of 2 first-trimester
and 2 third-trimester piacental tissue samples collected from normal pregnancies as well 2s 2
firat-trimester placental tissue samples from pregnancies whete the fetus had trisomy 21.
Cloning and bisulfiie sequencing were perfdnned and the methylation indices of the studied.
CpG sites in the placental tissues and maternal blood cells are summarized in Figare 8. In
general, the placenta is hypermethylated when compared to maternal blood cells. Among the
97 studied Cp@ sites, all are statistically significantly different between the maternal blood
cells and first-trimester placental tissues of both normal and 'trisomy 21 pregnancies {Chi-

square analysis, Table 7).
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16141112139109121214 T6121417 161519 1819 16 16 14 Methindx 0.82 0.57 0.50 0.39
0.43 0.46 0.32 0.36 0.32 9.43 0.43 0.50 Chi-square 0.122 4.288 2.743 2.575 8.084 3.608 14.461
12.652 12.323 7,619 2.601 5.098 P-yalue 0.727 .

Table 7. Summary of bisulfite sequencing data, methylation indices and chi-square

analysis comparing the methylation profiles of normal and frisomy 21 first-trimester
placental tissues and maternzl blood cells at the mdividual Cp@G sites within DSCAM.
The individual CpG sites are designated by their aucleotide positions relative to chr21: |
41,139,872 (+1) of the Human May 2004 (hgl7) assembly of the UCSC Genome Browser.

- L
cpe : % &% ® § ¥ 2 % & §8 E ® % B § 3§ §g oz ¢
Watornat butly post 8C % 1 1 1 1 2 2 1 z o % 2 1 o 2 I . 1
13 24 5 25 26 25 24 24 i) 24 2% i) 24 25 b2 28 28 25 3 25
T2 placenta  ¥0 3 ] 2 1t 4§ 8 10 10 8 © ] g 8 3G 16 18 8 8 kU]
#r 5 § 8 4 5 & 4 4 6 4 5 &5 ) 4 4 4 & § 4
ard normat placente 4G 4 3 & 3 kS 4 4 1 6 4 H 3 2 2 3 2 3 % 2
#7 20 2 21 2% 21 il 20 <} his 1% 19 21 Iz 22 21 22 21 2 pal
15t adrmal placenta #C ] a & 8 18 [ 8 8 8 ] [ g E 8 -3 4 g 1 1
w 10 i 1@ 10 i) e 10 il ki3] it 12 & W0 bt G 14 18 it i1
st timestor norsat plasenta vs matermnal biood colis y
chisq  B22Z 8424 B4R4 B424 12536 6222 GIZ2Z 8424 6222 11284 4BES 8023 BA24 11984 11794 0263 G424 6.603 6.583
P 0013 QL04 ©O04 G004 <0B 0013 BOME 0004 D013 <0001 0027 GODE 0004 <RDDY <DOD stz bosd ot 08t
S trimestey noimal placonta s maternal blood calls
chi-square 0257 0565 0356 DARE 0988 0202 0307 D442 0865 3956 4BP! CODES 4051 OB0E  15BS O08DE 0386 0005 03685
Piiup  DEBD 0545 0548 0545 GB45 48D DSBS 0405 ORED D048 0458 D025 0943 04B5 (205 D435 (545 U443 0545
$t trimoster T2 placenta vs materat blood eells
. uiileuare 1LO18 14652 14,652 17.505 4552 LB 14530 V585 1S5 21008 14862 .G 14652 21088 21088 L1080 (LO25 14B4E 17538
Pwalue <009 <0001 <0004 <0001 <0807 <0004 <0001 <0007 <G00 <000 <0007 <000 <501 <0001 <0097 <000 <0001 <DO08T <6001
Methylation Indix
r'g. = «t ) o b bl W o = =3 m bl R [x] M~ (-3 w - o
& B = o & B a 2 & 3 = 5 3 2 5 2 & 8 a ]
1zt trimestor pormal placenta 04444 D444 04444 D44d4 06565 D.44484 04444 Q4444 04444 D444 DBIB3 05 04444 DA4ED D.ad4d Q28BS 04444 02009 D3RS
isttrimostar 124 placenta 6.5428 05429 0.642¢ 07443 06428 05420 N.7143 27943 056428 D713 06420 06420 05420 07143 07363 07143 GA714 DB 07143
3rd frimester normat placenta 01867 4,125 0425 0125 0425 01887 01667 00447 02083 £.2083 02083 0125 DOSIZ 0OBE 0455 DOB3T G106 00833 G925
15t tlmestar vlosd celis 00789 C0¥05 [D3CE 00385 DO385 O.076¢ D.O7ER OQ3ES n.OMES 1] G0.0385 D.G7ES 04286 a g o 0.033% 003688 00285

[0113]

C21orf29 from 2 maternal blood cell samples were compared with those of 1 first-trimester

Chromosome 21 open reading frame 29 (C21orf29) 'The methylation profiles of

and 2 third-trimester placental tissue samples collected from normal pregnancies as well as 2
first-trimester placental tissue samples from pregnancies where the fetus had frisomy 21.
.Cioning and bisulfite sequencing were performed and the methylation indices of the studied
CpG sites in the placental tissues and maternal blood cells are summarized in I:“;iguxe 9. In
general, the placenta is hypermethylated when compared to maternal blood cells. Among the
16 studied CpG sites, all, 9 and 10 sites are statistically significantly different between the
maternal blood cells and first-trimester placental tissues of trisomy 21 pregnancies, first-
trimester and third-trimester placental tissues of normal pregnancies, respectively (Chi-

square apalysig, Table 8).
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0.038 0,098 0.199 0.014 0.055 P0<0.001 P..<0.001 P=<0.001 0.005 0.107 0.024 [0110] CGI009 The
methylation profiles of C0I009 from 2 maternal blood cell samples were compared with those of 2
first-trimester and 2 third-trimester placental tissue samples collected from normal pregnancies as well
as 2 first-trimester placental tissue samples from pregnancies where the fetus had trisomy 21. Cloning
and bisulfite sequencing were performed and the methylation indices of the studied CpG sites in the
placental tissues and maternal blood cells are summarized in Figure 6. In general, the placenta is
hypermethylﬁt@éfeM@Wﬁp&?h@%ﬁ%@f@%ﬁ@é@%@ﬁ?%ﬁﬁ?@%ﬁﬂ%ﬁ%m& 1(CBR1) The
profiles of CBRL ffommpmaiermakiioet.sell samplaswers eofnpssey ditfirthoseeka first-trimester
placental tissue samples collected from nor, regnanci I IESt-tH r placental tissue
samples frorﬂ%‘i‘@'ﬁ%a?ﬁé’ﬂéa% %Vﬁ% rgg Iéa%t%guﬂgg tﬁg%r%y E%&%gg#% sgﬁr%%b%ﬁ%ﬁ%%%%éncing were
performed afitlthdimaiyiafioiinaticdesientie ardirsaniseidesiivmepiitdadditissues and maternal
blood cells agg simmatized iRefriamEe ¥iirgenemb the-plagaTia-si0ypeknetiyatedavhen compared to
maternal blood cells. Among the 20 studied CpG sites, all are statistically significantly different
between the maternal blood cells and first-trimester placental tissues of both normal and trisomy 21
pregnancies (Chi-square ghalysis,sTabje 6% Taple §. S@mniaryfof Msulfite sequéncihg datag
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[0114] Genetic loci that showed no differentiol methylation patiern between placental
tissues and maternal blood cells Differential methylation between placental tissucs and
maternal blood cells was not universally observed for all studied loci. The methylation
profile of CGI111 was studied among placental tissues and the corregponding maternal blood
cells collected from 4 third-irimester pregnancies. Cloning and bisulfite sequencing were
performed and the results are shown in Figure 10. Clones from both the maternal blood cells

and placental tissues were predominantly unmethylated.

[0115] Simitarly, the methylation profile between maternal blood cells and placenta] tissues
of 5 third-trimester pregnancies were not significantly different for CGI121 exceptat the
CpG site 1603 (Figure 11 and Table 5).
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Table 9. Summary of bisulfite sequencing data, methylation indices and chi-square
analysis comparing the methylation profile of first-trimester placental tissues and
maternal blood cells at the individual CpG sites within CGIi21. The individual CpG
sites are designated by their nucleotide positions relative to chr21: 45,262,112 (+1) of the
Human May 2004 (hg17) assembly of the UCSC Genome Browser.
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[(}116] On the other hand, for KIAA40656, Heat shock transcription factor 2 binding protein
(HSF2BP) and COL6AI, the studied placental tissues and maternal blood cells were both

predominantly methylated with no significant differences between the methylation index.

Example 2

{6117} The CG-containing genomic sequences with differential methylation profile
between placental tissues and maternal blood cells are useful as fetal epigenetic ma:rkérs for
maternal blood detection. In order to distinguish the fetal-derived DNA molecules from
those that are matemaﬂy-derivad in maternal blood, assays should target the detection of the
placental-specific epigenetic form of each differentially methylaied locus. An assay has been
developed to target the placental-specific form of CGI137 (Figure 1), namely the

unmethylated molecules, and assessed its specificity.

MATERIALS AND METHODS
[0118] Sample processing and DNA extraction. A third-trimester placental tissue sampie -

and corresponding maternal blood sample were collecied from a subject undergoing delivery

by elective cesarean section. Maternal blood (10 mI.) was collected into EDTA tubes prior to
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00866.7a7578676 8877658 DT1414161514151415141a1556 14 14 14 15551S 17
14 Igt trimester 121 placenta vs maternal blood cells chi-square12.38312.383 P.value40.001<0.001
let tnme;ter normal placenta vs maternal blood sells chl-aquare9.567E.567 Ptvalue0.0020,002 |
memylation. Index 1st trimester namtal placenta 6;35 0.31 36 lat trimester 721 placenta0,4é310,4231

1st trimester,mpternal Bloodicelis 98 82160 £ les were centrifuged at 1600 x g for 10 min at 4

°C, The buffy coat portion was obtained after careful removal of plasma and stored
separately at—20 °C. The plasma was further centrifuged at 16,000 x g for 10 min and 1.6 mL
plasma was transferred to clean polypropylene tubes with care not to disturb the underlying
cell pellet. Placental tissue biopsies were rinsed in phosphate buffered saline and stored in
plain polypropylene tubes at 30 °C, DINA was extracted from the placental tissues using the
QIAamp DNA Mini Kit (Qiagen, Hilder, Germany). DNA from the maternal plasma and
buffy coat was extracted by the QlAamp DNA Blood Mini Kit {Qiagen, Hilden, Germany)
according to the manufacturer’s instructions. For sach placental and buffy coat DNA sample,
1 ug DNA was subjected to bisulfite conversion, which converts unmethylated cytosine
residues to uracil but leaves methylated cytosine residues unchanged, by the Methylamp™
DNA Modification Kit (Epigentek Ine., New York, NY) according to manufacturer’s
instructions. DNA extracted from 1.6 mL plasma was also subjected to bisulfite conversion.
Additional aliquots of mixed bisulfite-converted DNA were also prepared comprised of
mixtures of the buffy coat and placental DNA preparations in the ratios of 95:5.

[0119] Homogeneous MassEXTEND assay As placental tissues are hypomethylated with
respect to maternal blood cells at CGIL37 (Figures 1 and 2), an assay targeting the detection
of the unmethylated form of CGI137 was designed. The assay is based on the MassARRAY
(Sequenom, San Diego, CA) platform. Methylation specific primers are designed for the
specific amplification of the unmethylated form of CGI137. An illustration of the location of
the primers is shown in Figure 12 and the primer sequences are listed in Table 10. The

' forward primer spans the Cp( sites 472, 477, 481 and 486. The reverse primer spans the
CpG sites 553 end 561. The amplicon spans between coordinates: 2742998-2743130 for the
GenBank Accession: NT 011515, A primer extension assay (Figure 12) based on the
homogeneous MassEXTEND (hME) protocol is designed to interrogate the methylation
status of the CpG site 541. Basically, the primer extension primer épans up to the nucleotide
3’ to0 the CpG site 541 {Table 10). An unmethylated molecule would be extended by one
nucleotide with the incorporation of a dd(2’,3 *.dideoxynucleoside)ATP, while a methylaied
molecule would be extended by two nucleotides with the incorporation of 2 dGTP followed
by a ddATP. The unmethylated and methylated molecules are subsequently detected and
resolved by their mass differences ona MassARRAY ™ Analyzer Compact (Sequenom)

mass specirometry.
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.20.3636 0.2692 0 3,866 0,049 7,865 0.005 a 02182 0.1923 0 10791 0.001 9,567 0.092 Er, 0.3636
0.3846 0 7.823 0.005 6.257 0.012 a 0.2727 0.3077 0 6.430 0.011 7.955 0.006 2: 0,3182 0.2692 0
10701 0.0Q1kbI28(. Primer sequences of the hbME assay targeting the uvamethylated form of

CGI137.

Primer Seguence (5 to 31

Forward primer TGTTATAGGTAGGGATATGTTTTGTTTGACGT
Reverse primer TCTCTACCTACAATICTATAAAAAACACTTATCCA
Extension primer | ATCCCCAACATTTTCCC

[0120] Three pL of bisulfite-converted DNA from the placental (equivalent io 150 ng DNA
before bisulfite conversion), maternal buffy coat samples and mixtures as well as ten pL of
bisulfite-converted plasma DNA {equivalent o DNA extracted from 1.6 mL maternal
plasmaj were amplified for each 25 uL. PCR reaction. Fach reaction contained 1X PCR
buffer (Applied Biosystems, Foster City, CA) with 2.0 mM MgCl, (Applied Biosystems),
200 pM each of dJATP, dGTP and dCTP, 400 uM of dUTP {Applied Biosystems), 200 nM
each of forward and reverse primers {Integrated DNA Technologies, Coralville, IA)and 1 U
of AmpliTaq Gold® DNA Polymerase (Applied Biosystems), The PCR reaction was
initiated at 95°C for 10 min, followed by denaturation at 94°C for 30 sec, annealing at 60°C
for 40 sec, extension at 72°C for 40 sec for 40 cycles, and a final incubation at 72°C for 5

min.

[0121] PCR products were subjected to shrimp alkaline phosphatase treatment to
dephosphorylate any remaining dNTPs and prevent their incorporation in the subsequent
primer extension assay. For each 25 pLL PCR reaction, 0.34 pL of hME buffer (Sequenom),
0.6 ul of shrimp alkaline phosphatase (Sequenom) and 3.06 uL of water were added. The
reaction mixture was incubated at 37°C for 40 min, followed by heat inactivation at 85°C for

3 min.

[0122] For the primer extension reaction, 4 uL of base extension reaction cocktail

 containing 1500 oM of extension primer (Integrated DNA Technologies), 1.15 U of
Thermosequenase (Seguenom) and 64 uM each of ddATP, ddCTP, dTTP and dGTP
{Sequenom) were added to 10 uL. of the PCR products, The reaction condition was 94°C for
2 min, followed by 94°C for 5 sec, 52°C for 5 sec, and 72°C' for 5 sec for 75 cycles.

[0123} The final base extension product was cleaned up with the SpeciroCLEAN
{(Sequenom; resin to remove salts that may interfere with the mass spectrometry analysis.

Twenty-four microliters of water and 12 mg of resin were added into each base extension
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04122 Og‘géu%ig%ge final mixtures were mixed in a rotator for 20 min. After cenfrifugation at 361 g
for 5 min, approximately 10 nL of reaction solution was dispensed onto a 384-format
SpectroCHIP (Sequenom) pre-spotied with a matrix of 3-hydrexypicolinic acid by using a
SpeciroPoint nanodispenser (Sequenom). A MassARRAY ™ Analyzer Compact Mass
Spectrometer (Sequenom) was used for data acquisition from the SpectroCHIP. Mass
spectrometric data were automatically imported into SpectreTYPER (Seguenom) database

for analysis.

RESULTS AND CONCLUSION

[6124] Mass spectra for the MassARRAY analyses are shown in Figure 13. The primer
extension product for the unmethylated form of CGI137 can be detected in the placental and
pre-delivery plasma DNA samples as well as the 95:5 mixtures of maternal buffy coat and
placental DNA. These data suggest that the assay is sensitive to the detection of the placenta-
derived unmethylated form of CGI137 in maternal plasma and DNA mixtures down to a
ﬁ'z‘i_ctimal concentration of 5%. No signal was detected post-delivery maternal plasma
sample which confirms the pregnancy-specificity of the wmnethylated form of CGI137. The
lack of signal in the in the maternal buffy coat sample also confirms the specificity of the
assay towards the detection of the unmethylated form of CGI137. In summary, due fo the
differences in the methylation profile of CGI137 between placental tissﬁes and maternal
blood cells, sensitive and specific assays could be developed to target the detection of the
placenta-derived form of CGI137 among a background of CGI137 methylated molecules
derived from maternal biood cells. As the placenta is a tissue source of fetal DNA release
into the maternal circulation (Chim ef al., suprd), in which the latfer contains a high
background of DNA derived from maternal blood cells (Liuv ef dl., supra), assays targeting
placenta-specific epigenetic markers are useful for the detection of fetal-specific nucleic acid

molecules in maternal blood.

Example 3

[0125] An alternative method, combined bisulfite restriction analysis (COBRA) (Xiong and
Laird Nucleic Acids Res 25: 2532-2534, 1997), was used to assess for the presence of
differential methylation of 3 genomic sequences on chromosome 21 (Table 11} between

DNA from placentas and maternal blood cells.

53



0,103 ¢, :2 0.2273 0.2692 0.0357 6.439 0.011 9.567 0.002 , ,: :; 0.3636 02622 9 [01121 Down
syndrome cell adhesion molecule (DSCAM) The methylation profiles of DSCAM from 2 maternal blood
cell samples were compared with those of 2 first-trimester and 2 third-trimester placental tissue

samples collected from normal prenangigs T‘Tv&?ll a$ 24 rstgtilmester placental tissue samples from
I
[

pregnancies where the fetus had triso gi?_l. loning |and ibis fite sequencing were performed and the
methylation indices of the studied GpG|@ifes in the placental tissues and maternal blood cells are
summarized.fh Figure 8. In general, th ngracjnt@ s lypegnettlylaied when compared to maternal

blood cells. &mq@g t_ge 27 studied Cp ;ﬂ%‘ges, all axe statisticajly sjgnificantly different between the
maternal blogd egllsgnc@first-trime ter [gl@gental tissupes of both ngrmal and trisomy 21 pregnancies
(Chi- square ana@/sig: Tgble 7). TableF“Summaly of bistlfitd sequencing data, methylation indices
I

and chi-squage iigs?‘éomparing the methy Iatgin ofifels of[nogmal and trisomy 21 first-trimester

placental tiss§|e Fang maternal blogd céllg at the individugl CpG Sites within DSC,4Af. The individual
CpG sites arg désiggategl by their nucl Sofide positions relative to ¢hr21: 41,139,872 (+1) of the Human
May 2004 (hﬁl? asgeng)ly of the CSC Heuome Brdﬁwser. QpG222222 22 Maternal buffy
coo0t002111122 07842526262524p425%26 21000111 2425260026252525 91910100970 54A4664
3rd nonnal p@c%taﬁ94§a3844166 3238232:1 #726“.2123,21:212@20231919192122222122212221 1st
nomml pIace@ta@C%S@OGGSaaG 9Bapra77|GEL0X)10306£01@10101012910104211101111 *Mt
trimester norfhakplagenta vs materdl &od celld chisq6322%.424 8.424 8.424 12.536 6.222 6.222
Q2

8.424 6.222.31.204 9 185 8.023 8.4314/33-204-41(294 0.263-6.424 6.603 6.583 P0.013 0.004 0,094
0,004 <2,00E0,810%9.0F2 0.004 0.042/€¢.0311 aov (ip0&0.0%4 £9.001 <2.091 0.002 0.004 0.010.01
0.943 0.545g5wztrir@es &r TH placeptamaterrg
14.082 11.93%6 1#,689 17.595 11.918 21.099
g, e

0.4444 04443 0%6% 03444 0.44 404444 0/ALOVITNZ BSI83 0.6 04444 0.4444 14444 0.3659
0.4444 0.3889 (23859 18t trimostof 721 place 29 0.6429 07143 0.6429 0.5429 02143

)
0,0355 9.0356 03F5 385 0.0708 0,9769 5 0.0769 0402850000.0335 0,0385
0.0386 [01131 &zr@mogonze 21 of#r feadir ‘@E% %%E) The methyladon profiles of

gu‘hre 11.519 14.652 14.652 17.595
%%2 21.098 21.099 21.099 11.925
L
@

E,E}TMC ;\%
o
@RACHTA

C
§Gw >
o

0001 40.001 40,001 40001 40,001
h Index 0 aa% . ,, 0O,...,.cr,t0"4, Oaz,a

&
3!

-
ROTHAC QU

G

_TﬁG:’T
T~y
foar ©
RO
A 52

: [«}; E : O1
g
O ]
4G
GGV
A
T

0.292 0442 @08% 9.82551.991 0.0059 D.0051 0.608 1.59% 0.608 0.366 0.0051 0.365 P-value 0.560
42§

<2001 <0.05 cam €0.081 <anal <¢grse.0.0

fUmaster nofnaEplagenta 0.1667 0.125 0,12 (51857 0.1667 0.0417 02083 0.2085

0.545 0.546;@.5'55 0&4&0.589 0.589 0.605 ¢ .3?2 0.d D 0.925 0.943 0,435 0.205 tuns 0.545
%

Z;mO;104;1;@a(§'37,5(?§,a?a,a,a q to,.,.li. 1 jormal placenta 0.4444 0.4444

9.2003 0,125 0.@833 11%0503 0.125 00833 0, 1st trimestar blood Cells 0,0750

=

SGEA

3rd trimester§nogel @acgnta vs matern&bload cells ehlrgquate 0J202 0,350 0,355 0,356 0.356 0.292
14.552 17,585 [BNalile 0.001 <04D1 fowl <

0.7143 0.6429 ]3.7.1.%19 @.6429 0,642910.6426 O@@%E .7%43 0.5719 0.5429 0.7143 3M1
C210029 fres gmﬁerr@l blood cell’'samples it those of 1 first-trimester and 2

e R

third-trimestér p@c&ta&tissue samples collected from normal pregnancies as well as 2 first-frimester
placental tis§ué§@ar§ples from pregnancies where the fetus, had tlisomy 21. Cloning and bisulfite
sequencing §verg pgfoﬁ‘ned and th ethylatﬁn i3 ic@s pfithelstlidied CpG sites in the placental
tissues and ?gﬂa'%rn@ b@od cells ag@ summafizey gigg'@% fgleneral, the placenta is
hypermethyfateg n 8ompared t§&laternal bipaucalg agang the 16 studied CpG sites, all, 9 and

10 sites are gta@ti Ilﬁignificantlf, ferent | blood cells and first-trimester

g
&
2

2
&

T LA . - ra . [ ) H H
placental tisgueg o@‘hs@ny 21 pregnancies; firstitrimestgran rd-trimester placental tissues of
normal preggar@ie% re§pectively (% itsquare a@aly§is,g abt§ 8)50

o 10 o <
* = B 2 - - = 2
£8:5 5 SRR
Sz 7 & : SR ERES R
- 3 o o olefof oR by
» % 5 % B ralcgrg Ty =n
X g & = B ol o ol 58l o
e 8w = 35 el el el 'Rl '8
5 ‘;b}) & 3 G zHzdzq 28 Eg
= 5 5 OB o=
.20 2 9 e (= | o
= & 2 @ g g le

= s =]
e 8 £ & B £ 218 (€ | o o
e o E & Sy o w o p= [
= Bk ol £ g |4 |4 =] -
s B om = @ 0 b | ol | ol TN [} ]
=S o om B L2 <k T e Lo O O

Ln
Y



Table S. Summary of bisulfite sequencing data, methylation indices and chi-square analysis
comparing the methylation profile of normal and trisomy 21 first-trimester placental tissues and
maternal blood cells at the individual CpG sites within C210.129. The individual CpG sites are
designated by their nucleotide positions relative to chr21: 44,953,288 (+1) of the Human May 2004 (hgl
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Table 12. Result prediction for COBRA analysis

Logus name Enzyme cutting status muthylation status products with complete digestion {bp)
HLES ragion A BstU | Mo cut ur-mathylated 338

aut methylaied 285, 83
HLCS region B1 BsfUd No eut un-methylated 310

cut methylated 48, 22, 1786, 80, 37
HiCS reglon B2 BslU} No out un-mathylatad 413

eut methylated 34, 22,178, 30, 151
G009 gsti | No cut un-methylated 211

cut methylated 82, 63, 51,16
caHa2 Bsfi} No cut un-methylated 210

cut raethylated 64, 49, 58, 45
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[0127) Cloning and bisulfite sequencing. DNA from the same PCR amplification
reaction as desctibed in “Combined bisulfite restriction analysis {COBRAY” session shown
above was used for cloning and bisulfite sequencing. To analyze methylation status at the
resolution of @ single molecule, the PCR product was TA~cloned into a plasmid vector using
the pGEM-T Easy Vector System (Protega, Madison, WI). The inserts from the positive
recombinant clones were analyzed by cycle sequencing using the BigDye Terminator Cycle
Sequencing v1.1 kit (Applied Biosystems) as per the manufacturer’s instructions, After
purification by ethanol precipitation, the samples were resuspended by 10 pl of Hi-Di
formamide and run on a 3100 DNA Analyzer (Applied Biosystems).

RESULTS AND CONCLUSION
[0128] Holocarboxylase Synthetase (HLCS). The methylation profiles of the putative
promoter region of HLCS from 2 maternal blood cell samples were compared with those of 2
first-trimester and 2 third-trimester placental tissue samples collected from normal
pregnancies, as well as 2 first-trimester placental fissue samples from trisomy Z1 pregnancies,
COBRA assay was performed and the gel electrophoresis data for region A region Bl, and
region B2 are shown in Figures 14A, 14B, and 14C, respectively. In general, the placentais
hvpermeihylated when compared to maternal blood cells. Cloning and bisulfite seqguencing
experiment was performed on region B2 to further analyze methylation status at the
resohution: of a single molecule, and the result shown in Figure 17 confirmed that the

methylation in HLCS is placental specific.

10129] CGI009. The methylation profiles of CGIO0Y from 2 matei-nal blood cell samples
were compared with those of 7 first-trimester and 2 third-trimester placental tissue saroples
coﬂecteci from normal pregnancies, as well as 2 first-trimester placental tissue samples from -
trisomy 21 pregnancies. COBRA assay was performed and the gel electrophoresis data are
shown in Figure 15. In general, the piac:cnta is hypermethylated when compared to maternal
blood céHs.

[0130] CGI132. The methylation profiles of CGI132 from 2 maternal blood cell samples
were compared with those of 2 first-trimester and 2 third-trimester placental tissue samples
collected from novmal pregnancies, as well as 2 first-trimester placental tissue samples from

irisomy 21 pregnancies. COBRA assay was performed and the gel electrophoresis data are
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shown in Figure 16. In general, the placenta i hypermethylated when compared to maternal
blood cells. '

Example 4

[0131] Based on the differential methylation featurs of the identified markers in placental
tssues and maternal blood cells, an aliernative method using methylation sensitive restriction
enzyme digestion followed by real time quantitative PCR was developed to guantitatively
analyze the differential methylation of the genomic sequence of HLCS region B2 (Table 11)
between DNA from placentas and maternal blood cells. |

MATERIALS AND METHODS

[0132] Methylation sensitive restriction enzyme digestion. DNA was extracted from the
placental fissues using the QIAamp DNA Mini Kit (Qiagen, Hilden, Germany). DNA from
the maternal buffy coat and plasma was extracted by the QlAamp DNA Blood Mini Kit
{Qiagen, Hilden, Germany) according to the manufacturer’s instructions. For each placental
and buffy coat DNA sample, 100 ng DNA was subjected to methylation sensitive restriction
enzyme digestion. Restriction enzyme digestions were performed in a final reaction volume
of 50 pl, with DNA, 1X appropriate buffer, and 25U of Hpa T and 50U of BsfU I (or none for
mock digestion), under the manufacturer’s recommended temperatures for at least 16 hr, For
cach maternal plasma sample, 1.6 ml plasma was used for DNA extraction, and was eluted in
50 ul of deionized water, 21 pl of which was subjected to restriction enzyme digestion.
Enzyme digestions were performed ina ﬁﬁai reaction volume of 30 pl, with DNA, 1X
appropriate buffer, and 20U of Hpa Il and 30U of BstU I {or none for mock digestion), under
the manufacturer’s recommended temperatuses for at least 16 hr. All enzymes were
purchased from New England Biolabs (Beverly, MA), Digested products were then analyzed
by real time quantitative PCR. The selected restriction enzymes only digest the unmethylated
DINA but not the methylated DNA. Since the data from Example 3 has shown that HLCS is
hypermethylated in placental tissues and hypomethylated in maternal blood cells, we expect a
proportion of DNA from placental tissues would remain detectable while most DNA. from
maternal blood cells would be digested and thus not detectable after restriction enzyme

iregtment.

j0133] Real time quantitative PCR. Real time PCR assay was developed for quantitative
analysis of HLCS genomic DNA with and without restriction enzyme digestion. 4 plof
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restriction enzyme treated DNA or mock digestion sample was used in the real time PCR
assay. Each reaction contains 1X TagMan Universal PCR Master Mix (Applied Biosystems,
Foster City, CA), 300 nM of forward primer (5°-CCGTGTGGCCAGAGGTG-3), 300 nM of
reverse primer {5 " TGGGAGCCGGAACCTACC-3), and 100 nM of TagMan probe {57~
6FAM- TCCCGACCTGGCCCTTTGCC-TAMRA-3Y). The thermal profile was 50 °C for 2
main, 95 °C for 10 min, 50 cycles of 85 o for 15 see, and 60 °C for 1 min. All reactions were
rumn in duplicate, and the mean quantity was taken. Serially diluted human genomic DNA
originally quantified by optical density measurement was used as the quantitative standard for
the assay. As the detectable HLCS DNA after restriction enzyme digestion -represented the
methylated fraction, we expressed the real-time quantitative PCR as a methylation index.

The methylation index of a sample is caleulated by dividing the HLCS DNA conceniration

' after enzyme digestion with that obtained with mock digestion.

RESULTS AND CONCLUSION
[0134] The methylation profiles of the putative promoter region of HLCS from 8 matemal
blood cell samples were compared with those from 2 first-trimester and 2 third-trimester
placental tissue samples collected from normal pregnancies. Restriction enzyme digestion
followed by real time PCR analysis was performed and the resulis are shown in Figure 18.
DNA from all maternal blood cell samples were mostly digested by restriction enzymes,
resulting in methylation indices approaching 0; while that from placental fissues were

partially digested, resulting in methylation indices ranging from 0.567 to 0.966.

[0135] Previous data suggest that placenta is the predominant tissue source of fetal DNA
while maternal blood cells are the main contributor of the background maternal DNA that are
detectable in maternal plasma. We believe that the placental-specific (with reference to
maternal blood cells) fraction of HLCS DNA, namely the methylated or non-digestable
fraction can be detected in maternal plasma and is pregnancy-specific. Paired pre- and post-
delivery 3 trimester plasma samples from 25 normal pregnant individuals were recruited.
Restriction enzyme digestion followed by real time PCR assay was performed and the resulis
ave presented in Figure 19. The HLCS signal is shown 1o be positively detected in the
enzyme digested pre~-delivery 3" trimester plasma samples and reduced after delivery. The
median of HLCS concentration in post-delivery plasma samples after enzyme digestion was
8.1% of that the median HLCS concentration in pre-delivery plasma samples after enzyme

digestion (Figure 19A). The clearance pattern from enzyme treated pre- and post-delivery

58
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0.2271,000 0.696 0.757 0.023 0.783 0.754 0447 0.364 .79410.75710417 101161 On the other hand,
for 1Cl14,40656, Heat shock transcription factor 2 binding protein (H9F2BP) and COL6A1, the studied

placental lissugsianchiplenat daeccels e sphat presenipapebiimethytrechwitimdsignificant

differences between the methylation index. E a{.mgﬂe 210117 %g; - aining:genamic sequences
with differ@¥@EhiEthyIRon FEHEBERNEY %ﬁ)%éc%rﬁ%ﬁyt%gﬁe%alaﬁ rrﬁ%%r{?% lood cells are useful as

fetal epigeneligmpskeatsionssaanalitenthdatestiondigesrdarrtoddiitimy srhpine Fdeardtfiied DNA
molecules from those that are maternally-derived in maternal blood, assays should target the detection
of the plaggatal snerifisapigeneticsfoninabeschdfbrepizdisativathylatet Ibélaprieagsay has been

developed to target t lacental-specific form of igu ted
molecules%“&}lrﬁl’ggé’élggé%%g‘?ﬁ?cﬁ%l VA WX%@T&%%%@%%%T%%%% [ 11%élsggr#§§%€%{%ssing and
DNA extragtieatifstihird-dlimegteeplacental tissue sample and corresponding maternal blood sample
were collected from a subject undergoing delivery by elective cesarean section. Maternal blood (10
mL) was collected into EDTA tubes prior to as well as after the delivery. The blood samples were
centrifuged-at 1600 x g for 10 mm at 4 C. The buffy coat portion was obtained after careful removal of
plasma and stored separately at -20C. The plasma was further centrifuged at 16,000 x g for 10 min
and 1.6 mE plasma was transferred to clean polypropylene tubes with care not to disturb the
underlying cell pellet. Placental tissue biopsies were rinsed in phosphate buffered saline and stored in
plain polypropylene tubes at -80 C. DNA was extracted from the placental tissues using the QIAamp
DNA Mini Kit (Qiagen, Bilden, Germany). DNA from the maternal plasma and huffy coat was extracted
by the QIAamp DNA Blood Mini Kit (Qiagen, Bilden, Germany) according to the manufacturer's
instructions. For each placental and buffy coat DNA sample, 1 ug DNA was subjected to bisulftte
conversion, which converts =methylated cytosine residues to uracil but leaves methylated cytosine
residues unchanged, by the MetJiylampTM DNA Modification Kit (Epigentek Inc., New York, NY)
according to manufacturer's instructions. DNA extracted from 1.6 nal. plasma was also-subjected to
bisulfite conversion. Additional aliquots of mixed bisulfite-converted DNA were also prepared
comprised of mixtures of the buffy coat and placental DNA preparations in the ratios of 95:5. [0119)
Homogeneous MassEXI END assay As placental tissues are hypomethylated with respect to maternal
blood cells at 001137 (Figures 1 and 2), an assay targeting the detection of the =methylated form of
001137 was designed. The assay is based on the MassARRAY (Sequenom, San Diego, CA) platfolin.
Methylation specific primers are designed for the specific amplification of the tuunethylated form of
001137. An illustration of the location of the primers is shown in Figure 12 and the primer sequences
are listed in Table 10. The forward primer spans the CpG sites 472, 477, 481 and 486. The reverse
primer spans the CpG sites 553 and 561. The amplicon spans between coordinates:
2742998-2743130 for the GenBank Accession: NT_01 1515. A primer extension assay (Figure 12)
based on the homogeneous MassEX1END (IIME) protocol is designed to interrogate the methylation
status of the CpG site 541. Basically, the primer extension primer spans up to the nucleotide 3' to the
CpG site 541 (Table 10). An unmethylated molecule would be extended by one nucleotide with the
incorporation of a dd(2',3'-dideoxynucleoside)ATP, while a methylated molecule would be extended by
two nucleotides with the incorporation of a dGTP followed by a ddATP. The =methylated and
methylated molecules are subsequently detected and resolved by their mass differences on a
MassARRAYTm Analyzer Compact (Sequenom) mass spectrometry. Table 10. Primer sequences of
the hME assay targeting the unmethylated form of CG1137. Primer Sequence (5' to 3')
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Forward primer TGTTATAGGTAGGGATATG 1 1ITTGTTTGACGT , Reverse primer
TCTCTACCTACAATICTATAA.AAAACAC 1 | ATCCA Extension primer ATCCCCAACATTTTCCC
[0120] Three pL of bisulfite-converted DNA from the placental (equivalent to 150 ng DNA before
bisulfite conversion), maternal buffy coat samples and mixtures as well as ten p.L of bisulfite-converted
plasmay/NA (gquivalgit tri®NA extracted from 1.6 mL maternal plasma) were amplified for each 25
pL PCR reaction. Each reaction contained IX PCR buffer (Applied Biosystems, Foster City, CA) with
2.0 in_M MgC12 (Applied Biosystems), 200 p.M each of dATP, dGTP and dCTP, 400 p.M of dUTP
(Applied Biosystems), 200 nM each of forward and reverse primers (Integrated DNA Technologies,
Coralville, 1A) and 1 U of AmpliTag Gold(r) DNA Polymerase (Applied Biosystems). The PCR reaction
was initiated at 95C1or 10 Anmefbtidvieddsiatditaldrsbonyal DACH 6188 seoiathgadingegrGiE for 40

_ sec, extension at 72C for L%IQ sec for 40 cycles, and a final incubation at 72C for 5 min [0121] PCR

' produg\f(s)r\?v%?é %%rtr)} Ctedto s%rlr%%sacfkaline phosphatase treatment to dephosphorylate any remaining

dNTP d ir. ion.i . j ' E h 25 pL PCR
eaction. 0 34 pi-of S LD (g B B B RS o) anc
3.06 pregieraeime ticiddisa! Thmpdacivainagtinenwiie incubae whiesdic foe 4ampie isllethed by heat
=YD P > in 10 iy . A pl . .
ook ety B Bt S o 0 e e R R B o

TherngssarnehasquSeribnonihandobdapiveesadhifefertdiaiiy mieftyigtdd - tiressblydiiStPdBisbirenom)

were il of o iti in, fall by 94C
for 5 8 B e SR Rl it SRR RIS Y s
cleans@mpiwitiviiesedp dotrgENEAN $8ayanners) atisash temuskestitteshateamngyhinterfepsisiig the mass
spectr, I lys] enty: nicrolj fresi d into each base
extens%)?lg ééﬁo%%cﬁ%gﬁ%é ﬁqﬁ%@@%&%ﬁﬁﬁﬂ%&?ﬁ?ﬁ# %Fg%gyr%%sé %#g r{ﬁc%?r%grjﬁugation at361g
for 5 vl @ppeoxiheaeipskoe 8f reaction solution was dispensed onto a 384-format SpectroCHIP
(Sequenom) pre-spotted with a matrix of 3-hydroxypicolinic acid by using a SpectroPoint
nanodispenser (SeflRiREFNIRONEESRRRECT thamajhdashgsasrviase SpttoffetetiSequenom)
was uggg for, dgta acquisition from the SpectroCHIP. Mass spectrometric data were automatically
imported into SpectroTYPER (Sequenom) database for analysis. RESULTS AND CONCLUSION
[0124] Mass spectraéay éﬁ%ﬁéﬁ@“ﬁ%ﬁ%ﬁﬂé@ﬁ@f@%ﬂ@&' NG SR8 RmaRefgnsion

product for the munethylated form of CGI137 can be detected in the placental and pre-delivery plasma
DNA ¥fhfesiandael aaiifelowhersinaadrsr ansefmamiivg seadardisabehiadisriesthese data
suggesdlahhestnayis,sensitive to the detection of the placenta-derived unmethylated form of
C01137 in maternal plasma and DNA mixtures down to a fractional concentration of 5%. No signal

was detected post-delivery_maternal plasma sample which confirms the pregnancy-specificity of the
unmethylated form CGIl-én‘ﬁ ﬁ‘ﬁé?.lgg]l?%fjgﬂﬁa'l ’ir’f"ﬁ%@r‘f‘tﬁé%@&@?ﬁﬁp E05P IS0 confirms

the speeificity isfihenatisay toivandstizegisiestioseftiea tw meth haddiinrmg ef&tpitddd In summary,

due to the differences in the methylation profile of C01137 between placental tissues and maternal

blood cells, sensitivgand S@%C:i;’f}iaceﬁlsosg%? gpiﬁ?ewq?%%gp(&gﬁ%%%@g%?/% {ﬁ%%(téo% €g})f the

placenta-derived form of C among a groun ated molecules derived from
maternztthiyatioekdaiiis tealan@ntanainiisg wesomicesebietalch N pefeasethtoy the atiatethal
circulation (RIMELALSURr D DRG] Sleapians AR bRckaround. el pAdsiied from
maternal blood ceII% (fl e?a , supra), assa targe{lng p acgn a-specific eplgexeatlc markers are useful
for the detection of fetal-specific nucleic acid molecules in maternal blood. Example 3 [0125] An
alternative method, €ombinétetnseifies ‘ed siledriod, avagysis (COBROg KR Rtes AigvNiteleic Acids
Res 25: 2532-2534, 1997), was used to assess for the presence of differential methylation of 3

genomic sequenceson chiiaasemed b1 Erfre 4 Lvhersieah OPAJENRIRGHTEAS and Araryral blood
cells. Cycle Number 199 -99 1" ff 09 Annealingt‘;ggnﬁlg}&ature CC/ 11909 139 119 99 HotStar Taq
A

(U) roRN3Yes thakpiefprantially dearsmethyid
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00? 00? 00?' 00? 00? hounO ziocw 19-Z te- vvvoinviovviovo OlOllOOOVlOl'lO --
CTAAACACCCR AATCCCCAAAA CTAAAAAATAAAAAA CAAAATCCAAAACAAA
AAACTAAAATCRACRTA CCTACAATACCAAAAA - - CRAAAACRAAOR AACCAAACCTAA Cc - $)

GGAGTGTTWHIG §1TALTAd MehbiaF AT 3, AGSESTREAGHYS EaniAted BXSTGIRG T
GTTTTAG GGTGGT A TTGG _TYGGTTATGAGTTAT
11101%‘111{'}85%@%%??88%\% i b1 E’M%‘f@'g 5,090- 37,275,427 chr21:37,274,765-
37,275,074 chr21:37,274,651- 37,275,063| chr21:25,856,246- 25,856,455 cant( NT_011512.10:
24015427- 24015090 NT b& rsathoroefaignsh mbersinm Ahestaypf detesmning: the methylation

status of a CpG-containing genomic sequence is performed by methylation-specific PCR.

8. A method for detecting trisomy 21 in a fetus carried by a pregnant

woman, comprising the steps of;

{(a) obtaining DNA in a biological sample obtained from the woman, wherein the
sample is whole bicod, serum, or plasma;

(b) treating the DNA from step (a) with bisulfite; and

(¢) performing an amplification reaction using the DNA from step (b) and two
primers to amplify a CpG-containing genomic sequence, wherein the genomic sequence is at
least 15 nucleotides in iength, comprises at least one cytosine, and is within genomic locus

Holocarboxylase Synthetase (HLCS) on chromosome 21;

and wherein at least-one of the two primers binds differentially to the genomic
sequence from the fetus; and

(d) comparing the amount of the amplified portion of the genomic sequence from
step (c) with a standard control, wherein an increase from the standard control indicates the

presence frisomy 21.

Q. The method of claim 8, wherein the amplification reaction is a polymerase
chain reaction (PCR).

10. The method of claim 8, wherein the amplification reaction is a
methylation-specific PCR.

11. The method of claim 8, wherein the amplification reaction is a nucleic acid
sequence based amplification.

12. The method of claim 8, wherein the amplification reaction is a strand
displacement reaction.
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24015063-24014651 NT_011512.10: 12596248- 12596458 esztaEz-agt tau 114-91911.0-IN WAITE-
. FILCS region A HLGS region B1 HLCS region E32 600100 MATERIALS AND METHODS 10126]
Combined bisulfite restriction analysis (COBRA). One ug DNA was subjected to bisulfite conversion by
EZ DNA 1VlethylatiopsKit (FpemB6s68f i 8nase SRS SHEIRgdRmAMSagiuLer s nsiragtions.
Forty n@@%grarn_sﬁgsuIftte-co_nverted DNA (based on original unconverted DNA input) was then

subjected t&PRIFCAIAPIRAESHRH as was described in Example 1, with some modifications. Reagents
supplied in the HotStar Tag DNA Polymerase Kit (Qiagen, Bilden, Germany) were used. Reagent
compositions for eacttPCRAarethethfied fteThbdelishmy git ilg, fRiCRomaeposferpredriar final reaction
volume,ah2 Vit MaknbnBriagEsfotStar Tag, IX PCR Buffer, 50 p.M of each dNTP, and 2X PCRXx
Enhancer (Invitrogen, Carlsbad, CA). The thermal profile consisted of an initial denaturation step of

95C for 15 min, followearbyrfity B cyatem o IbCHor2hereni iR {eqdéhsesnZawtodithl 72C for

1.5 min a gpal eadfensi n of 72C for. 3 min,, PCR prpducts were then subjected to restriction
) ) )
oy L o B e e R A cCluE W Been for s

ability Whersimiiadepeiieepatrneadtralitaest ARduriantidssdreraibuesroprisiterabicaliitormonversion. In

essenGRe#RAistiantsine AR NIPIRRMLIA B IhaIhe mstbdaipk o synmeitvdaigdssayence but not
both, sq that one of the sequences would be digested while the other would remain intact gTabIe 12).
RestiIBR ERRIR R GRE GRS RS aMAEAT A A T PR SHOTRRAB 205aN AR SUTPER

producigiengéiapproprisdediintierirendaiiier desinctibindinzign éhéopreeasciooitdadigestion), under the
manufacturer's recommended temperatures for 2 hr. All enzymes were purchased from New England

Biolabs (Beverly, MA); Digegiesptasuistciuier amanal/aes fyos! elesiarhgrerisiniahiesta Result
predict&,?8 for COBRA analkgis Locus name En%g[ne c_uttin%status methylation status products with

completR AigELREIS B R CSSRAMBACR BEE PROTGRING Hsthpisasnizadhe dlagd sARRREY 285, 53
HLCS regrient8iaE gtk texbadiy troodiffestnydéttpgld 88 Gand utnmethylateti S22 176, 30, 37 HLCS region 6
asiU | No cut un-methylated 413 o

16. The method of claim 15, wherein the reagent comprises bisulfite.

17 . The method of claim 15, wherein the reagent comprises one or more
enzymes that preferentially cleave DNA comprising methylated cytosine.

18. The method of claim 15, wherein the reagent comprises one or more

enzymes that preferentially cleave DNA comprising unmethylated cytosine.

19. The method of claim 14, wherein the step of determining the amount of a

CpG-containing genomic sequence comprises an ampiification reaction.

20. The method of claim 19, wherein the ampiification reaction is a
polymerase chain reaction (PCR).

21. The method of claim 20, wherein the PCR is a methylation-specific PCR.
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cut methylated 34, 22, 175, 30, 151 CGIOD9 Bstt) | No cut un-methylated 211 cut methylated 82, 63,
51,15 031132 BstU | No cut un-methylated 210 cut methylated 60, 49, 56, 45 [0127] Cloning and
bisulfite sequencing. DNA from the same PCR amplification reaction as described in "Combined
bisulfite restriction analysis (COBRA)" session shown above was used for cloning and bisulfite
sequencing. To analyze methylation status at the resolution of a single molecule, the PCR product was
TA-cloned into a plasmid vector using the pGEM-T Easy Vector System (Promega, Madison, WI). The

inserts from the positive reeoRBiRANL¢I9N8% eI, ANALERT P GrRImesANEIRg TN the BigDye
Terminator Cycle Sequencing v1.1 kit (Applied Biosystems) as per the manufacturer's instructions.

After pOHHRIBGFB\SEMHETSIHPEsRRATORIIFE W ples were resuspended by 10 ill of Hi-Di formamide
and run on a 3100 DNA Analyzer (Applied Biosystems), RESULTS AND CONCLUSION [0128]
Holocarboxylase SynthetasehéHhehpdlbechethyhatiohepeofiléeaiti@ifraatvegronoter zegion of HLCS
from 2 maternal bziOOd cell samples were compared with those of 2 first-trimester and 2 third-trimester
placenﬁilrﬁggdis ?ﬁ;ﬁl@? %torllaeac‘?garﬁom normal pregnancies, as well as 2 first-trimester placental

tissue samples from trisomy 21 pregnancies. COBRA assay was performed and the gel
electrophoresis dataZér regite Mgegio®Lairand reyisreisharasRbiFR I Ti§FEL142214B, and
14C, reﬁ&ﬁﬁh’@@?@ﬁgﬁﬂﬁfﬁcgﬂ%ﬁwﬁéﬁs hypermethylated when compared to maternal blood cells.
Cloning and bisulfite sequencing experiment was performed on region 132 to further analyze
methylation status at the resolution of a single m Aec le, and the result sk%c%vn in r'fi uireP'lI\YAconfirmed
that the methylation AHLC %5'3 'd @Eﬁicf fo‘flégﬁ% %6%@%}& ﬁa{iﬁ)noprgﬁ es of C0I009
from 2 medeenaldloedkethsanpesiwetepbopaied with those of 2 first-trimester and 2 third-trimester
placental tissue samples collected from normal pregnancies, as well as 2 first-trimester placental
tissue samples from isomy31 pregnangies. FORRARSSAY e pRiiprBethandisgebna
electrophoresis data are shown in Figure 15. In general, the placenta is hypermethylated when
compareedieanegdmasisoiesiia tolysotiedidsbyPrdFaéMYyIation profiles of CGI1132 from 2
maternal blood cell samples were compared with those of 2 first-trimester and 2 third-trimester
placental tissue samples coffeeteckiram BogRahpregnanciesyaswelltas aditstriripesterpacental
tissue samples from trisomy 21 pregnancies. COBRA assay was performed and the gel
electropﬁ&ggésé%‘?g'are shown in Figure 16. In general, the placenta is hypermethylated when
compared to maternal blood cells. Example 4 [0131] Based on the differential methylation feature of
the identified markers in placental tissues and maternal blood cells, an alternative method using
methylation sensitive restriction enzyme digestion followed by real time quantitative PCR was
developed to quantitatively analyze the differential methylation of the genomic sequence of [ILCS
region B2 (Table 11) between DNA from placentas and maternal blood cells. MATERIALS AND
METHODS [01321 Methylation sensitive restriction enzyme digestion. DNA was extracted from the
placental tissues using the QIA.amp DNA Mini Kit (Qiagen, Bilden, Germany). DNA from the maternal
huffy coat and plasma was extracted by the QlAamp DNA Blood Mini Kit (Qiagen, Bilden, Germany)
according to the manufacturer's instructions. For each placental and buffy coat DNA sample, 100 ng
DNA was subjected to methylation sensitive restriction enzyme digestion. Restriction enzyme
digestions were performed in a final reaction volume of 50 p.1, with DNA, IX appropriate buffer, and
25U of Hpa Il and 50U of Bs/U I (or none for mock digestion), under the manufacturer's recommended
temperatures for at least 16 hr. For each maternal plasma sample, 1.6 ml plasma was used for DNA
extraction, and was eluted in 50 ul of deionized water, 21 [Il of which was subjected to restriction
enzyme digestion. Enzyme digestions were performed in a final reaction volume of 30 p.1, with DNA,
IX appropriate buffer, and 2013 of Hpa Il and 30U of BstU | (or none for mock digestion), under the
manufacturer's recommended temperatures for at least 16 hr. All enzymes were purchased from New
England Biolabs (Beverly, MA). Digested products were then analyzed by real time quantitative PCR.
The selected restriction enzymes only digest the unmethylated DNA but not the methylated DNA.
Since the data from Example 3 has shown that FMCS is hypermethylated in placental tissues and
hypomethylated in maternal blood cells, we expect a proportion of DNA from placental tissues would
remain detectable while most DNA from maternal blood cells would be digested and thus not
detectable after restriction enzyme treatment. [0133) Real time quantitative PCR Real time PCR assay
was developed for quantitative analysis of HLCS genomic DNA with and without restriction enzyme
digestion. 4 ul of restriction enzyme treated DNA or mock digestion sample was used in the real time
PCR assay. Each reaction contains Ix TagMan Uniygrsal P-CR Master Mix (Applied Biosystems,
Foster City, CA), 300 nM of forward primer (5-CCGTGTGGCCAGAGGTG-3'), 300 nM of reverse
primer (5-TGGGAGCCGGAACCTACC-3'), and 100 riM of TagMan probe (5'- 6FAM-
TCCCGACCTGGCCCTTTGCC-TAMRA-3"). The thermal profile was 50C for 2 min, 95 C for 10 min,
50 cycles of 95 C for 15 sec, and 60C for! min. All reactions were rim in duplicate, and the mean

guantity was taken. Serially diluted human genomic DNA originally quantified by optical density
maeaciirament wace riced ac the Ariantitativive ectandard for the acceav Ac the detectabhle HI C< DNA aftar




determining the amount of the methylated genomic sequence from the fetus; and comparing
the amount of the methylated genomic sequence from the fetus with a standard control, wherein an
increase from the standard control indicates the presence of trisomy 21. 2. The method of
claim 1, wherein the genomic sequence from the woman is unmethylated and the genomic sequence
from the fetus is methylated. 3. The method of claim 1, wherein the step of determining the
methylation status of a CpG-containing genomic sequence is performed by treating the sample with a
reagent that differentially modifies methylated and unmethylated DNA. 4. The method of claim
3, wherein W‘f@&g@ﬁ?é&wﬁg@ggﬁﬁlgﬁg PRENATATHRINGNOD Y 4B MAMdERINE reagent
comprises one or more enzymes that preferentially cleave methylated DNA. 6.The method of claim 3,
wherein the reagent comprises one or more enzymes that preferentially cleave unmethylated DNA.
7.The method of claim 1, wherein the step ofAd#$8iaidily the methylation status of a CpG-containing
genomic sequence is performed by methylation-specific PCR. 8.A method for detecting trisomy 21 in a
fetus carried by a pregnant woman, comprising the steps of: (a) obtaining DNA in a biological
sample.gbtained from the woman, wherein t mple is whole blood, serum, or,plasma; (b)
reating T8 BRACHAM e o A e g morees KO O e e ne oion sing
the DNAeftemm ptegn b} andaed primiigisto BivplifpaiGp@yccheainirg tgenoyike seg ubn désomreyein the
genomi nce. leoti | [ S tOSI |s within
aenomi e e e e o s
one of teltsagirerdaindshdifferentanying heCyshodsdosetpdencedtomatvdufangsomed 1. This  (d)
comparingthe;amaunt ofihesanelitied Rorian. of e-9eRnR s 8RAURRSE BRARIGR (¢) with a standard
control, wherein an increase from the standard control indicates the presence trisomy 21. 9.The
method(bigctadn 8, wherein the amplification reaction is a polymerase chain reaction (PCR). 10.The
method of claim 8, wherein the amplification reaction is a methylation-specific PCR. 11.The method of
claim 8, wherein the amplification reaction is a nucleic acid sequence based amplification. 12.The
method of claim 8, wherein the amplification reaction is a strand displacement reaction. 13.
The method of claim 8, wherein the amplification reaction is a branched DNA amplification reaction.
14. A method for detecting trisomy 21 in a fetus carried by a pregnant woman, comprising the steps of:
determining the amount of a CpG-containing genomic sequence in a biological sample obtained from
the woman, wherein the sample is whole blood, serum, or plasma, wherein the genomic sequence is
at least 15 nucleotides in length, comprises at least one methylated cytosine, and is within genomic
locus Holocarboxylase Synthetase (HLCS) on chromosome 21; and comparing the amount of the
genomic sequence with a standard control, wherein an increase from the standard control indicates
the presence of trisomy 21. 15. The method of claim 14, wherein the step of determining the
amount of a CpG-containing genomic sequence comprises treating DNA present in the blood sample
with a reagent that differentially modifies methylated and unmethylated cytosine. 16. The
method of claim 15, wherein the reagent comprises bisulfite. 17. The method of claim 15,
wherein the reagent comprises one or more enzymes that preferentially cleave DNA comprising
methylated cytosine. 18. The method of claim 15, wherein the reagent comprises one or more
enzymes that preferentially cleave DNA comprising unmethylated cytosine. 19. The method of
claim 14, wherein the step of determining the amount of a CpG-containing genomic sequence
comprises an amplification reaction. 20. The method of claim 19, wherein the amplification
reaction is a polymerase chain reaction (PCR). 21.The method of claim 20, wherein the PCR is a
methylation-specific PCR. 22. The method of claim 19, wherein the amplification reaction is a
nucleic acid sequence based amplification. 23. The method of claim 19, wherein the
amplification reaction is a strand displacement reaction. 24. The method of claim 19, wherein
the amplification reaction is a branched DNA amplification reaction. 25. The method of claim
14, wherein the amount of the genomic DNA sequence is determined by electrophoresis. 26,The
method of claim 14, wherein the amount of the genomic DNA sequence is determined by
polynucleotide hybridization. 27.The method of claim 1, 8, Or 14, wherein the genomic sequence IS a
CoG island. NOVEL FETAL MARKERS FOR PRENATAL DIAGNOSIS AND MONITORING
ABSTRACT This application provides the use of novel fetal markers for prenatal diagnosis and
monitoring of certain pregnancy-related conditions. Mgre specifically, the invention resides in the
discovery that certain CpG islands located on fetal chromosome 21 demonstrate a methylation profile
that is distinct from that of the corresponding CpG islands located on maternal chromosome 21. This
application also provides kits for diagnosing or monitoring of the relevant conditions. (Fig. 'lA)



