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FOR EGFR-MUTANT NON-SMALL CELL LUNG CANCER
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(57) Abstract: Provided is a method for early predicting the therapeutic efficacy of an EGFR inhibitor drug for non-small
cell lung cancer, said method comprising a step for confirming the presence or absence of mutation of EGFR gene in
DNA derived from a blood sample of a non-small cell lung cancer patient after the administration of the EGFR inhibitor
drug. Also provided is a kit for early predicting the therapeutic efficacy of an EGFR inhibitor drug for non-small cell lung
cancer, said kit comprising a primer set for amplifying a DNA fragment containing mutation of EGFR gene.

G EW : AFEEE., JEDHEEMIPAESEOLBERARNBRERODNAICS WTEGFREGTFOEENEET D
DPENEEGFRIEERR SR ICHESET 2 LEEZ2ET. EGFRIAZEFRICK 2IFNMBEMMNA DRESHHED
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R M =

FHEEDOZR :

EGF RE&EFNMNIBHAAICSITZEGFRFOY Yy FF—EHEAD

BRENE DTG E
AT 2

[0001] AFEAIX. FE/NEREAMANA BE O MRS HEDDNAIC H W TEGFREGRZ T D
EEINFET D2HDED ZECFREERZSRICHR I 2 TR 2=, EGFREESE
RHICL BN A OEBRSINEORITRAEICET 5, AFAIRE
7=. EGFREGZFDEEZEZCINAMIF I8R5 751 v —t v hEEE. EG
FREEEZIC &L IR A DERESED R T AR F v MIBET 5,
s R

[0002] SENMAREFTASAICH T DEGFRER ZHRE T DO ICERITHEEZ B VWTO
BRENMTITON TERD, REB8ZEE L TRERAFBZBUWREESRIEAR X
N7 GEREFX@E1) o LALANS, REERIZEGFREESZEHIIC L 53480
BEHDOAE %Y T 272D DAITAV LN, AERDROFAPCHRHEICS
[THZMBRRICDOWTCEARBATH o/, T HICIE. MBICH T 59 FEERESE
MNERORRFTMAERKNERS L O¢/FiE &Y RBOBDEOFTMORE
FERICHRY D DZHODENMMIDODVWTERETH > 7,
SeAT AT AR
FERFEFCHR

[0003] FE4FEFCEA1 : Karlovich C et al. Assessment of EGFR Mutation Status in
Matched Plasma and Tumor Tissue of NSCLC Patients from a Phase I Stu
dy of Rociletinib (C0-1686). Clin Cancer Res. 2016 May 15;22(10):2386
-95.

FEADOHE
FEANBRLED &ETHRE
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[0004]

[0005]

[0006]

AFEBOBERIF. FE/NBREMMA A B O MRS RS R ODNAIC &5\ TEGFRE
CTFOEENFET Z2NEMNZECFREERIGSRICHIR I 2ITREEZEL. EGF
REEEZEIC & B3NN A OEBRENMORIBFRIAEZEZIRHTSZ & T
HB, AEHORDOEMIL., EGFREGTFOEEZAZSTINAMTF ZBIET 5275
1 <—+tv &5, EGFREAEZRRIC & 2 IENMABEA A OBEERINME DRI
TRIRFY gt 9252 & TH D,

AR T BIODFE

AFAESIE, MEBHOEGFREZ N EMHTH 2 /MRS AZEICT 7
1 F=T7 %S L. MITWONADEGFREZIC D W TH FBIE¥MNEEM (CMR)
DHEREINALBER. 2 THVWEEIYHRAOEIEEREEZE TS &
E=RH LU,

LLEDRMRBICE DI, AFEBENTEHRI N,

BB, AFEBITTFEROEBY THD,

[ 11 FE/NHREAm A A BE DO MKRER BEFEDINAICE W TEGFRER FOEEN
BEIEST 2N EDAEGFRIBEXRIRSRICHER T 2 TE42 5. EGFREAZEZHRIC L
5 IR A A DA O R E TR %,

[ 2] EGFREESEZR% Sr1DIE/NMERRANAY A BE O MK #}EH 3 DDNAAEGFRE
EFOEEEET. [1] ICEBEBEORIFRIAE,

[ 3] EGFRIBZFDEEMEGFREIR T Dc. 2673T>6F /= IFEGFREZ T D 1 9
FEEIFVOREKDODVGLSES 1 D2, [1] A& [2] (CEHED
BHAFRAIAEE,

[4] #EET DITRED. BEIBES 1 TRINDZ T4 —BLUVEINES2
TRINDZTSAT—DHIHRDZTZ4Av—ty b EHWTEGREMEL T Dc. 257
IT>CESOUDINATH ZIBIE T 22 228, [3] ICEEEHORIFRITGE,

[5] #EEE 9 5 TN, BB S N/=EGFRE{E FMDc.2573T>G% =L DNART F %
BB S 8 CRINDIEZEHIN/AATO—TTHRHETZEEZILSICST. [
4] ICERORHFRIFG X,

[6] FBER 9 B2 ITRED. BB S I TRIND IS/ v —BLUVBINES4
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TRINDTSAT—HIhS5RBTS5A4AT—1y NEFAWTEFREERFD1 9
FHEEHIXFVIULREKLNAT R ZIBIET 22 &%220. [3] ~ [5] ow
TN DICEREOREFRITEE,

[7] HESE T 2N, BIRBIN/AEFREEFD1 9FBHIFY UHREL
7-DNABT A #ECFES 1 O THRINDE#R I N/ O—-TTHRHI B &5
SICET. [6] ICEBEDRIAFRIAE

[8] #ERd 5 TiEN. EGFREEERKLSZ2EBLEICTHON S, [1]1 ~ [
7] OWIFNN DICEEE DRI FRISG A,

[ 9] EGFREEEZFRIX 5% ICIE/NAAEIA A BE DO MR E I DDNAIC HSWT
EGFREMGFOEEDHEEIHEIRE I N WES, EGFRIAEZRIC & % FE/N IR
DADEBRSHENH D EHET HDIREILICEL., [1] ~ [8]1 ow
T DICEEEORIEFRIAE,

[10] EGFREZEEAT7 77 F=7TH2D. [1]1 ~[9] OWwWThMIDIC
SCE DRI T RTGIE,

[1 1] EGFRREETFOEE42SLINATF EZIBIBT 527517 —ty b2EE
. EGFRPEEZIC X 3 IE/NMEREMAS A OEEENMEORIBFARF Y b,

[ 1 2] EGFRREEZEIE SRID MAEE S BRKOINALEGFRBELEFDEEE*EA T
W IENEREfSAZRED/ZOHD, [1 1] ICRBEEORBAFRABFxY

[ 1 3] EGFRIBIZFDEEHEGFRERF Dc. 2573T>6FH 7 IXEGFRIEBZF D 1
OBEHIFXFY VDORKODDHLLEHT1DTHD, [11] FE [12] I
SEORBATAAF Y b

[1 4] EGFRE&{EF MDc. 2573T>6% 2 UDNAKTH #1883 2 FS/4 v —t v k
M. BBIEFES 1 TRINDTZAT—BLUVEBRIIBE2TRINDITSM4~<
—WORBTSAT—ty bTHD. [13] ICEBEBEOEHEFRBF Y b~

[15] BBABES S8 TRINDIZHRINATTO—TE2ILICEG. [14]
ICEEE DO EHIFRIAF Y b

[16] EGFREGZFD 1 9BBI XY UHNRK LIDNAKTH 2180B9 5 S5 1
v—tv b, BIBEBS I TRIND S T—BLUEIES 4 TERIN
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[0007]

[0008]

2754 —hr6RB2TZ4Av—ty bTHB. [13] ~[15] owd
NMDICEEHDOREAFRIAF v b,

[17] BEEFBES 10O TRINDIEEREINALTO—TE2ILICEL., [16
] ICEEHORIAFRABF Y b

[18] EGFRREEFENT 7 7F=7TH3. [11] ~[17] OWVWFThdI
DICEEEHOREATAAF Y b

FEHDRR

AFBAIX. EGFREAE X S5#& O IF/NHMREMD A BF O MR IR DDNAIC
BWTECFREGFOEENTFET 2HEIEHRET D &ICL > T, RHIICE
GFREEZBZIC & 2 IE/NMEREANA DERSHMEEZ FRITET 2L DAY, /K
FELYBVWERETARAEDOERETREICT 5,

i) o RAN T

[B1]1EQ1 (%, {EZEEEZIFTLWARL, EGFREASMEERE%2HF T 5 #EITMHENSCL
CREICHT 27 77 FZTRFEEROMEZ NI TH D,

[B2] 2 &, T IPCREDFIRZ "I HTH D, (AZENREZSOEB
A ULICRBD EDICT v AR ERE L. B4 700 GFy 7% B
WT., 7yt REEASTHB 58005 DE % OSpLOEHEICHEIL. FRD
RIS 1 DIEITENSTFIEET 5L DIC L7, (C)PCRIBIRIC K > THRE
DOEINEZECEBICERNSEFEAI T, DFEHIMY Fv LDV 7 ORE
FrURIMBTZL—F—ZARy MIERFEE 1 2T o@BIEDZ &IC
Lo TENL TFIBEEEHAL =,

[E3]E3 %, 777 F - 7BAEEEEZII/ECFRREASUER BT D HETHE
NSCLCEREZEDFHERTRTH S,

[M41B4 &, 77 7 F=7HRESFICH T 2 MBAEGFREZ DM BE S B
BEOHEIEERABAIEMPFS) 2RI TH D,

[BA5IEAE (M)ik. 77 7F =7 5%, Z2BEBBETICT7 77 F27HE%2H+
IEL7BEBZRIEONRDN SRV LT, 2BETIMRE Q> 72 BE L, 218
TCMRELR SN oI BEELERTPFSAERICEN 2/ & ERIHTH D
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[0009]

[0010]

[0011]

[0012]

[0013]

s S5 BE. 777 F-THER. AEEBETICT 77 F =G EHIE
LAEBELARBRIIOTRMN SRV ET, HEBTCIMRE > 7cBEE ., 4B
B TCMRE L SN > e BEELERTPFSABRICEN 2/ EARIHTH
%,

FHAZXRMT DD DFRE

AFEERIE. FENMBRERR AN A B E O MR AR ODNAIC 3\ CTEGFRER T D
EENFHET 2O EHDZEGFREEERIE SR ICHESR T 52 TR EZ2. EGFREEE
R &L DIE/NEREIMD A OBBREHMEORIAFALZEEZRMH TS (T Ik
FEADFE] EEBBTIIEENDHD) .

KFEBBOAEE. FNMREMD A BE O MRS R DDNAIZ & UL TEGFRE
CFOEENGFEET I2HIEMNZECFREERIGSRICHERTI2IREEZST (M
T ITRRPAORERETLRE] EEBBT2HE1HB) .

AEBDOFEICH T DIENHEIA AL, BRAA. BRIELENA. KiHE
BAREDNESEN., TOWTNTH>TH LU,

AFEBBOFEICH T DIENEREIMA A EBE IS, FE/NREANAICERLT
W5 EREZHIN/BEBETHNITFFICHIRIE AW, FENEREBAA DT
—JVRMEBDAT =V TH>TLIWH, AF—VIIL, AF—VINCHDHE
ICARFBBOFENL YA EE T 5, AFRPOFEICS T BIEFNEEMMD
ABEIIMERR LLBETHo>TH LW, T/, AFRBOAERICE TSI
NEREA AN A BE L, EGFREAERICK 2EFEEZZITTWARVWEETHD &
PEFFE LW, EGFREAEERE LTI, F74F =7, TOF=T. I X)L
F=T. PI7F2THEFTLNZIN. TNOHICHIRI NG,

ARFERDFEICH T 2 MRER I, FENMERANA BEZEH SEELL 7=, DNA
2R T H2MEAB THNIFEFICHIRIEA<, FIAIE. MR, mEFEm
FWRENBIF LN D, MKREIEMFICIEAMERAEOR F{E L7=4 ./ LDNA
MBALTWADAREEN S D8, MEBEEFIBET 5 EHIFFE L. DNAG.
M. MESLCMBEBNrSAMOFETERMT 2 &N TE. HIAE. QIAmp
Circulating Nucleic Acid KitiR EDOHIRGEEZBWTHEEI D &N TE S
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[0014]

[0015]

[0016]

AFEPBOFEICS T 2 MRES EBRODNAL, HfEH S AR 1 ERE L 7=DNA
WL, BPABREICEVWTIE. BEMED SERES W S 1ERESDNA (ctDNA
) 280, BRINADREIZDPABETERLTVWD I AL, DA
HREOT7R =R BIEFXLIENAMMENSDOD MWL > TMAHITHET
5EBALNTHY., ERROIEL—HZE, BLFERE. EFXFILE
ERIL TWB I ENHREINT WD, > T EGFREBEZEIRSRIDIE/NE
fafm At A BE OMKE A BHRDODNAIL, EGFREGFDEEEZZTATWE I EN
FE LW,

ARBOTEICH T BECFREGTFOREL. EGFROMENEEILINDE
BETHNEEDIDBEETH>TH L, ZDFRTEH, EGFREGFD19%E
BIFfV>YORE (RTICEBHINATI /BBORK) . EGFROSBEFD 7
T/BTHDLeuNArgIilBRINDERE 1D &L D LEGFREGFDERE % D
R EH 1D, 19FBEIFY UNRKEKLEZEGFREEREFELTE, F1IC
EHENIREBRIIDORENZEIT 5ND, EGFROBBEBE DT I /B TH SLe
UDArgIC BRI I N AR EMRD L D RECGFREGTOERE & L Tk, EGFRER
FDc. 2573T>CHEITF 5N D, Fe. ARBADHFEICE T HEGFRELGTFDE
23, LERUADEGFREGFODEETH > TH L. Lindeman NI et al., M
olecular testing guideline for selection of lung cancer patients for
EGFR and ALK tyrosine kinase inhibitors: guideline from the College o
f American Pathologists, International Association for the Study of L
ung Cancer, and Association for Molecular Pathology., Journal of Thor
acic Oncology, Volume 8, Number 7, page 823-859, July 2013l ZE T
ICERE I N/ZEGFREG FOEENINEINTHEY., TNLHTH>TH LWL,
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[Z=1]

X7 VHAFR T cosmic 1ID
2235-2249 dellb E746_A750del 6223
2236-2250 dellb E746_AT750del 62256
2240 - 2257 dell8 1.747_PT5h3>S 12370

2239-2248TTAAGAGAAG L747_AT750>P 12382
>C(complex)
2240 - 2254 dellb L747_T751del 12369
/2239-2253 dellb /6254
2237-2255>T (complex) BE746_ST7T52>V 12384
2239-2256 dell8 L747_S752del 6255
2239-2251 >C (complex) L7A7_T751>P 12383
2237-2251 dellb E746_T751>A 12878
2239-2247 del9 L747_E749del 6218
2240-2251 deliAZ“ L747_T751>S 6210
2239-2258 > CA (complex) L747_P753>Q 12387
22b4_2277del24 S752_1759del 6256
2253_2276del24 S752_1759del 13556
2238-2248 >GC (complex) L747_AT50>P 12422
2237-2254 dell8 E746_STH2>A 12367
2238-2255 dell8 E746_S752>D 6220
2236-2253 dell8 E746_T751del 12728
2238-2252>>GCA (complex) L747_T751>Q 12419
2235-2252>AAT (complex) E746_T751>1 1356561

[0017]

[0018]

(o}

J4F=7, T)AQF=J, AT AILF=T,

5, TEOHRTH, FPI7FZTHFFE L,

AFEEOFERETIZIX. FE/NHEMA A 2F ICEGFREIEERIG 5% ICTHND
EGFREEEZ & L Tld. EGFROMEEEEZFHETENIL & K ICHIBRIEZARWA, &

TI7F7FZTRERHITLN

F7/-. EGFRIEEEE D5 E(d. EGFRIEEZEEDTEE. H5RHK. [EDEm
HRE ERGEICESTEAQY —BIICHRETE VWD, 8%, RODFS
IKIERATTI HHEYESROEE LT, Bmg~2 giZE, FFELLIE5
mg~+mgBEZ.

TH1~HENCHITTRET DI ENTE D, E5
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[0019]

[0020]

DBEICIFRATEYIRSEE LTHO. 1Tmg~HW500mg%ik5dh
&<, THOHRSEZ 1 HFARBHACICHITTIRSTEIEDNTES, &
ICTF77F=7DFE. #OHKSTIHILB40mgiRE5T25IENTES

AFEBAOETIZIE. FENHAERE A A BE O MR FH R DODNAIC 35 W TEG
FREGFOEEEZMRHT DI EANTEDIHETHNITHFICHRINT., HlX
(&, RFLPj&. PCR-SSCPik. ASONA JYFAEL—2av ML hY—0T
v XL, ARMSIE, ZEMFIRE QA7 /L EXIKENA. RNaseAtJETA, {LF IR
s%. DOLi%. TagMan PCRi%E, o v ~—4'—3%k, MALDI-TOF/MS3%, TDIs%., EL
Fao— - E—OQVE Y1 FTIvT - TFLILARI D490 - NnNATNE
1 E—avik /ROy - FO—7%%, UCANA. DNAF v FF /= IdDNAY
A7 LA RN/ N1 T)TAE—2 3 ik ECAAR. TV 4 JLPCR
FREILFIYERT DI EMNTEZD, EGFREGTFDERE %= SUDNAKT A %18
B3 2ITRESLHENTFE LV, EGFREGFODERE % ST DNAKT A #1818
2TRE=2LHZEE LTEPCREZRIA LAFENEITF LN, PCREFIF LR
EORTETIYIPRENTFE L BIFb5N 5,

AFRPFOHBIRICEWT, EGFREGFOER %= ZUDNART % 18189 5 LT
BEEUAZIEAVSHE. ECFREGTOEE S SUDNART A #1818Y 5728
DTS4 —ty hBBVWLNDE, 753147 —ty ME. AFBOERIE
IKEWTHREHTRIEGFREGTOEEESCINART 21818 L1825 & D ICE&E
INEHEDTHNIEWHIRZEDTH>THELWL, HlXIE ZTZ7M1<v—€
v ME. EGFREEGEFOEMEEREEI TH> T, MEHITRIZEERMNLI UL Al
DOHEBEHEEID—EBICNA TNV F A XI5, WIG~HL0EE. FF L < (FH1
5~MIEEDIEERINZSUKEE L, ZEEUDIEEL YIS RAIODBESID
— BRSNS T US4 XS B, #15~F50iEE. 7F L < I3#15~#301&ED
BEmRINAZSURKEBE DHEAEHLETHY. TNSHICK > THEIEI N S8
DB FRAHI50~#91, 00018 E., #7F L < I3#950~#5001EH, L WEFE L <
IEHI50~H#200BE TH D, — W OKBHIET SN D,
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[0021]

[0022]

[0023]

RFEPRDHEICH T BDECFREEFDODEEDEGFRER F Dc. 2573T>6TdH 5
BE. EGFREEF Dc. 2573T>6% ST DNART A 1. BCFIHES 1 TRIND TS
AIT—BLVEINEFES2TERIND T SZAT—DIoRDTS4Av—1y %
FAWTIBIBY 22 &N TED, . AREADAFEICE T DEGFRRETTFOE
EH. EGFREGEFD 1 9BHIF YV VHNRETHBZIEA. EGFREEFD 1 9
EEIXYVUNRREKLULNAETAIZ, BEITFES I TRINDITSAIT—BLT
BRAES 4 TRINDZ SSAT—DSRDTSMAv—Ey NEBWVWTIBIEY
5IENTE S,

AFEA DR TIZICHS WV TBIEI NAEFREGEFOEE % S GDNAKT H 1.
NEOFETHRETZZENTE, flZL. EGFREGTOEE 4 SCIEER
FNCHEANGIEERIN ZSUEREIN/AZ7O0—T THHEIT B ENTE S,
Z7O—T71d, TD5 FKIEHAFAMPTETA X OEMEERET., FRMAEWS X
imASZENXSIABKF/ E DV T F v — (CEMME) TEhETIhEHEINTSY
 FOFFEOREBTRIIVF v —DNEMAIRILF—ZRINT S7=HENIF
BmHEINAWL, 7O—TIEE4EREGFRS L UEEREGFROWNAE D 7 L ILICD
WTEHEE L., —FREDOEDICEWCERSEROEA S HREEE (FIA L.
—HBDT LILEFAN fiA%ATET) TEET I EMTFELW, £ JTO—
TH5DPCRERRIGDE SV I3 KRimid) YEBEIhTWwWa, 7
O—T&NATYIA XS BEEESEY / LINADOERZECS Z1BIEY 5 £ D

[CEREt SN/ TSA T —BLUTag DNAZR ) X S—HE & & HICPCREITD &
TO—THEEEDNAE NA T ) F A XL, ARFICPCRT S A4 T —HhoDHRK
AN BH, HERKRIEHED &Tag DNARY XS —ED5 XL 7—EF
MICEUNATIVITAIL27a—TH I h, BEXERSAEMLTIT
VFv—ODOREEZITRLARY, BINRHEING, FEROEBIEIC LY EY
PR ISR RIANICIE R T B,

AFEAOMBIRICSWT, BEIEI N/EGFRIEEF Dc. 25673T>6% &¢DNA
BT ISECIIBES 8 CRINDEHE INA S O—T THRHI B2 ENTE D,
Fro. BIEBINKEGFRIBEFD 1 9FB IV U HRK L /DNART FIZECFE
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[0024]

[0025]

[0026]

[0027]

S10TRINDIEEINAZATO—TTHHITZIENTE S,
AFRADOHEZETIEIL. EGFRIAEROEESRTHNITEDRKRTERINT
H L WA, EGFREEEZERDIHSEZR 2 EEBLUBETH DI I &MNFF LU,
AFBBDAEIZ. EGFREEZERDIES%. EGFREEERILSRIMDNAIZ I W TEG
FREGFOEEDHEEINERINAWIES. EGFREEEZR(IC & 2 3/l A
ADBEENELH D EHIBTT D ENTESD, K> T AFEBEDOFEIE E
GFREEE 2 51 (ICIE/ MMM A A BE O MRE S B3R DDNAIC &S\ TEGFRIE
CTFOEEDOFENERINAVWEGEE. EGFRIAZEZRIC L I/ EREMA A D
SBEENMAH B EHET DI IREISICSL, T I T, EGFRIAEXEES%
DIENREER A A BE OMEAR HFEODNAIC B W THRH I N 2 EREGFRER
FOSEED., BEAOMKRRRAZDOINAICE W TRBMESE L THREINZE
REGFREGFOHEE (Bv bFTE) REICARZHE. EGFREGFOERED
FESERINGW (FLEDFELCFEMNTEERACMR)) CHIET DI &N
TE%5%, MHINDZEREGFREGF & LTE, 19BBIF Y VU MRELAEGF
R:EBf=F. EGFRDBBEFEB D7 I /EETH DHLeuMArgIil BRI NDFREAD
& D REGFREETFHEIFOLN D, 19FBBHIF YV UHARKLULEFREETE L
T, RTICBEINAEREINORENZEF SN S, EGFRODSBERD 7 =
JEETH BLeuDPArgICERI NS EREWD L D REGFREGFOEEE LT
&, EGFRIEE T Dc.2673T>6GHZEEF o2, hy A J7EE LTI, 1 9F
BIFXY DREILSL events, c.2573T>GIE2 eventsHAEEIFSLN BN, <h
SICHIR I /iy,

AFEAIEF /. EGFREGCTFOEERZSUDNATR #1813 52 7514w —t v
N %= 2. EGFREEEZRIC L I/ N MM A DEESHEO R TFRAAF v
hERHT D (UF TARFRBOF v b BB ITIHEDNHD) .
AFEBAOF Y MIHIT 2. ECFREERETOEE A STDNAKH & 1818T 5 75
A7—ty hELTE. ZFEBOAECAVWLNETTSAI—1y b ThHo
TEW, SYEBEEWICIK, BIIEFES1 TRINDS ST —BLV0EINES
2TRINDTZAX—DLRDTSM47v—ty b BEBIES3ITRIND
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[0028]

[0029]

[0030]

[0031]

T34 —BLUVBRINBFS 4 TRINDTSAT—DHoRBDZTSA<T—1Y

(NFaE=15 5% (RN

AEBEDOFv M. LTS A~v—ty NEBRWTIEBIRERI N SEFREMEF
DEEZZSTUINAIFZ, SRET. EENICKRET S EHNTE S, ZIBIE
BTREARDX T LA F REIICHEFWNARAX VLA F RENEZEB L. BRHEEES
DOEEICT 57O DEBMETEHEINEB IO —T%, ISIKEL
EMNFFE LW, BIZIF. AFEBADF v MME. BIEI N/ZEGFRIEEF Dc. 2573T
>GESODNAMTH 2R T 500 O—7& LT, BHIES8TERIND
ERINTO—TE2ILICEGCIENTES, T, AFBOF Y ME.
BIEXN/ZEGFREGTFD 1 9FBBH I XV U ARELADNART T 5728
D7AO—7& LT, BIES1 0 TRINDIEHINAZTO—TE2ILICE
LI ENTED,

AFEBREADOF Y MIAWLNEZ S —ty hBLUTFO—TiF. 25D
BEERIERICESTWVWT., ZEBEEIIS LT FIEEOEBEELSO—ER
H LI 2EZ T ERODNA/RNAB BN EABEZ W TIEERICERT 5 2 & IC
Ko TEBBENTEDL, ZTS5AY—ky LU TO—-T22LFv b
. BB LIRS LKIE 7N O—IILEBORET, BFE L TRIT S 2
EHETEB L. KELLIZELSGEENR (§ - TEREIRS) FICAF LK
TR IDICEETE D,

AFEBHOFX v ME, LRBOTSA3—ty hBLUTFO—TICMA T, EGF
REGFDEEASUDINAKT A ORED 7O DORIBICE W T HELMOMET
Ho>T, HERETERET DI LICIYRBICEZEZRIFIDWVWVYPEZ X
SICEETDIENTED, HDWE, ARBEDOF v ME, YZthOWES
. FROTFSAT—ty hBLOTO—TESOAEEEBMEDOEFES LT
S0, ARX Y FPELTRHEINTE LV, BEMBOWES L TE. FIZEFE
. RISIBER. dNTPs, THEMDNAR Y X S —EHEARIFELN S,

LLFOERBRAICKE Y AFRAE L Y EAFEMICERIAY 25, EREGISAFEEAD
BRLHIRICTET,. AFEBOHEEZMASRET 25 D TIERL,
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[0032]

[0033]

[0034]

ErEfl

b FE (EGFR-TKI) ZZ(FTWaL, EGFRREAZMER ZH T S EITIMENSC
LCEE L., MBEEPD) FARFEMERLEITIHIEY 7 7 F= T HEAEE (40
mg/body) =¥/ (K1) . #56KEF (0H) . 2:BFE. 4:8ME. 8iBME
1 2iBE. 24:BE. 4 8:BES L UPDEICH T 2 BEHRDMEEINAL S
T=o BFEDERARBIICFHEE D H HEGFRZE (exon 19 deletion, exon 20 T790ME
&£ Wexon 21 L858R) Amultiplexed, pico-droplet digital PCR77 vtz 1 (Rai
nDrop(R) system, RainDance Technologies, Billerica, MA) %A [MZEFDNA% A
WTHET LAE(E2), 2FEGFHNTEREAE(CMR) 2 TEGFREEFRIESHKRDIE
INRBERH A A B D IR R RS DDNAIC B WL THRH S W 3 ZEEEGFREE F D
SEEA. BEAOMKBABHFEDINAIZE WTEEESE L THHEIN D2 ZEEEG
FRELGFODHEE (By b T7{E) RBICADBE] cEHELE, By bt T
& LTI, exon 19 deletionld4 events, exon 21 L858RIZ2 events, exon
20 T7901%3 eventsz W=, AREFRABICESEHDHILIZUMIN (ID: 000015847
JICEBEZRINTWD,
HEBBLUTHE

S RHE X

ShERE A 5BD Biosciences®Vacutainer EDTARRINE ICLIN A FREX L /=,
ZIME %4 CTI0NME, 1500XgTEDODREL., MEREE (2~3.5 mL) % 50mL
O=HIFa—7(BD Falcon)iIC#E L. A T-80CTHREL /=, MIRDNAZ
SUETDIERICHEL. QIAmp Circulating Nucleic Acid Kit (Qiagen, Hilde
n, Germany)Z A WT, HEEEL A, MEWDNAZAVE/Ny T 7 —(45 uL)ITEREL
7=, I[MZEDNA#J20 L% SpeedVac (Thermo Scientific)lZ &k > TH10 wLICEHE
L7,

TILFTL vy O RABRICH T HEGFREEZEH

SODHIBEGFREE S L UW T 5RFHEMINZRET 272DICTILF
TLy OV RT7vEA ERAFE L, BRICIE. TagMan Genotyping Master Mix
(Life Technologies) 20.0ulL&10uMD 7+ T— KRB LI N—XSS54 <
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[0035]

[0036]

—2.0ml, 4uM FAMB L OTETAES, 7 O0— 72.0uL, Droplet Stabilizer (Ra
inDance Technologies, Billerica, MA) 4.0uL, DNaseds & U'RNase R ZiHE
KAaOulz2L 7y A HEEREL L, HRRIGEIZZBEHFRREODMEEDNAGK
BBuLEzEL40ulZ>7, 7547 —. 7O0—TBLTIV IV F v—DES
. EDRBEEEHICR2BIURIICTY,

[5R2]

% 2 droplet digital PCR (ddPCR) CEH &N F A ~—

RS 2 I — WS

L858R Forward 5’ ~GCAGCATGTCAAGATCACAGATT-3’
Reverse 5’ —CCTCCTTCTGCATGGTATTCTTTCT-3’

Exonl9 del Forward 5" —GCACCATCTCACAATTGCCAG-3’
Reverse 5° —CACAGCAAAGCAGAAACTCACA-3’

T790M Forward 5’ —GCAGCATGTCAAGATCACAGATT—3’
Reverse 5’ —CCTCCTTCTGCATGGTATTCTTTCT-3’
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[33]
23 droplet digital PCR (ddPCR) CEH ShAa7mn—7
B B LR — X —1h, .
RS S —7 % T F iyl BE (oM
Wild—type 5’ —AGTTTGGCCA
.858R TET 7EN/TABKFQ , 200
(2573T) GCCCAA-3
L858R
5’ —AGTTTGGCCC
mutant TET ZEN/IABKFQ , 40
GCCCAA-3
(2573T>G)
L858R
5’ —AGTTTGGCCC
mutant FAM ZEN/IABKFQ 200
GCCCAA-3’
(2573T>6)
5)
Exonl9 del Wild-type TET ZEN/IABKFQ —TATGTTGCTICTC 200
TTAATTCC-3’
5’ —CAGAAGGTGA
Reference  FAM ZEN/IABKFQ , 200
GAAAGTT-3
5
Wild—type
TT790M TET ZEN/TABKFQ —T+CATC+A+C+GC 200
(2369C) ;
A+GCTC-3
T790M 5’
mutant FAM ZEN/TABKFQ —T+CATCH+A+T+GC 200
(2369C>T) A+GCHTC-3’

NN A T, CERIZTOIX

BE T DI RICHEL.

MRS —YA4 ZOKEBEOER (TP ay) #=FEELL,

Locked Nucleic Acid (LNA) #7R9,

IRTEVESL~Y A4 7 O {EF v S (Souse chip, RainDanc
e Technologies) THRMANEMRENNRICKL Y., MINDINAGB ASL T vt

8 Dm0, 2

ML =—HIEPCRF 2 —TAEZELPCRFa—T X MY v F(Axygen, Tewksbury
, MM avEED-, ITTILarvBsiU0XFvy ) TFAAILERBETS
ULEEHGPCRF 2 —T R MY w F%8-Strip Dome Cap (Axygen) T L »H Y &
O, BEEHAILDY—<IY A9 S>5—(Proflex PCR system, Life Technolog
ies) CRRB LA, IXRILYaVvEaERAICERLAEAZHETH —<ILTAIILL

7=o



WO 2018/212247 15 PCT/JP2018/018967

[0038] [3=4]

F4 PCR &F
Duplex: EGFR L858R Duplex: EGFR exon1$8 deistion
Hof HAY s
s BEEC) B Lz RECO) B

B

Dupiex: EGFR T/90M Muiltiplex

Tr A

R RE{C) T S0 RBEEC) BFE
g S

15 sec 45 a5 30 sec

80 45 seg 80 75 sec

10 = 10 o

[0039] H—<IHBA 0 LTINS arvEaE2ve4 o0 EF y 7 (Souse chip,
RainDance Technologies)C# L., HETTOIEBRICKEWL., TV RRA > MK
M TFILEEHRIL =

[0040] T — % f&AT

WEANRY NF—9 %8GO RICHEVRaInDrop AnalystY 7 b = 77 (

RainDance Technologies) Tt L 7=, fRICIE. BT —F 2R\ Y 1 X7
— b5 > 7L — K~ (RainDance Technologies) TA— K L7, R¥F 4« 7OV
hO—IEREHBEKDOF—4 %BUWT, RainDrop AnalystY 7 b = 7RICH
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[0041]

[0042]

EX MYV REER LI, BIEY M) 7 2 2K&BEABAFXKOT—4ICEBL. T
ETE K CFAMEHXA D FHLLD IV AR =08 A TFILERW, RET1 7
A2 bO—IVICBIT2BFERIALARBEEVN SRS -3 TOFENRE
A > THERSSIVEREV TS — b O A ZEMBERE L £,

ERMEBHTDWTIE, PCREZERE A N> NORERZTS—MRTHD > b
L BT — FADARY O ERVIBREORBEZRWNT, FyvtaAZ
EDANY NOBUCE# L7, BBREBZMETT 2184, EBEMICSITSE
GFREEZERX T — 9 RDOER%Z. MEANHDEFREER T —& ADFRIEN
52F TR L,

RS
KEBEHITIESSEZDBELWRIELA(F3), 777 F= 7 DAL
DIME L RARETHo7- (2EHEEK - 78.6%, HIEZHIRIH R(E(mPFS) : 14,2

7 B) . BEEBFICEWNT. BED62.5%(35/56) 2 S\ TR DEGFRZE
ENBMETH o7z, MEERDEGFRERMGMEREIL. BHEREELY LT HIC
WPFSEB LA, BETIEAA>7(p = 0.24, log-rank) (H4), %569
PRBFICBS W TR DEGFREEN BFMTH > B ED DB, 60.6%H 2B T
. 81.5% 4B TENENCMRICELZ(HM5), 2BEBEETCICT7 77 F =7
BE5EFLELIBEZRIEOTRN SRV ET, 2BFE TIMRE R > EE
&, BRI TCMRICA S > BEELERTPFSABREICEN 27/(13.6 vers
us 7.5 8, p = 0.0001), 4EEBETIC7 77 F=J#HS55R L LELEE
ERIIOHERMN SRV LT, SBETIMRE R > 728EE /. HBETCMR
ICRSAD 2 ERBEEIERTPFSABERICRA 57/ (13.6 versus 5,14 8, p
< 0.0001), BB FE TICCMREZR>/2BED I B, CMRISET 2 £ TORMEILP
FSICREAE S Z A >7=(p = 0.59),
EX T OF AN

AFEARIF. EGFRPAEZIR 5% DIE/NEAANH A BE O MiKRERIE SR DDNAIC
BWTEGFREGTFOEENFET 2HOEN TR T 5 &ICL > T, BHIICE
GFREEZZFRIC & 2 I/ NEEMMDNA DBBREHEEZ FRITE DL DICARY, K
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TELY BV THRITEDRIRZAREICT 5,
ARERRIX. KERFFEFHEZFZFS62/507, 0102 B FEE LTHY., TOAREIE
IRTABHEEICEEINDIEDET D,
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[E5KIR1]

[E5KIR2]

[E53KIR3]

[EER1R4]

[E53KIR5]

[E53KTR6]

[EEKIR7]

[E53KIRE]

[E53KIRI]

5m K D EFH

FENFRRE R AY A B D MKRE B B DDINAIC B W TEGFREZFDE
ENGFERET D2HED ZEGFREEERLSRICHEEE T S5 TIEZ2E. EGFR
FHE#RIC & 23/ MR A A DEBEENE D REEFAI A A,

EGFRFEE 248 S a1 D IE/ MR AT A° A B3 O ISR R S S D DNAAEGF
REGFOEEZSL. BKIE 1 ICEBEHOREFRIAE

EGFRIE(E F D ZEE MNEGFREIE F De. 2573T>GEK /= IZEGFRIBEF D 1
IBBEIFVYVDORRKDDHRLKEH1DZFEL, BKRKET1FLIF2(C
SEHE DR TRIG

RTBZIEDN BEBHINES 1 TRINDITISAT—BLVEINES
2TRINDTSAT—DORDBTS5A4<T—ty MEHAWTEGRER
FDc.2573T>6E2UDNART 218189 5 2 & 228, BKIA 3 ICEE
D EHTRITGE,

Y2 TR, HEIES N/-EGFRIEE F Dc. 2573T>G% = T DNAKT
FEBRIEFESS8 TRINDIEHRIN/ATTO—TTHREITDZIIEEIS
(L&, BRE4 ICEHOERPF AL,

R BIREN BINESI TRIND S SAY—BLVEINES
4 TRIND T4 —D522T54<v—ty hEFHWTEGRER
FD19BBIXY UDNRERLADNABTHA2IBIET 2 & 558, 3
KIE3 ~50WVWTFhMIBICEBHOBRHFRIAE,

g BAILIRED, EIEBINAEGFREEZTD 1 9OBBHIFY UHREK
L 7ZDNAlTH ZE23E S 1 O THRINIEHE I N7 O—TTHEY
22 "ILICET, BRIBOICEEHO R F ARG E,

29 DTN, EGFRIEEXRIESHR2ERBUREICITHON S, FKIE
1~70WTFhAMIEICEEE ORI FAIS A,

EGFRAEE 3% 5% (ICFE/N AR AY A B O MRS SR DDNAIC &
WTCEGFREGFOEEDFEIERINMRWIESE, EGFREEERICEL S
FENHHREA DN A DBBEEINMEDNH D EHIET H2IRE=ILICET., B
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[E5KIR10]

[EEKIE11]

[EEKk1|12]

[EERIR13]

—i

FRIR14]

|

FEKIH16]

—i

FRIF16]

—i

ARKIR17]

[E53K1E18]

KIBT1T~9DOWIFIMIRICEEEHORRTRIAE,

EGFREEEEMN 7 7 7 F =7 TH 3. @BXRKE1~9DWVWThMIRIC
sCEN D R ER T RIT50E.

EGFREG TODEEASUINA A A218IRT 2 754 v—ty &S
4. EGFREEEZIC & 2 IE/NABRAA A OBBESIHEOREEFRIEF v
ko

EGFRIEE K% 581D MR BB ODNAAEGFREGEFDEE 4 S A
TWRIMARRRTA A REDDHD, FRIE 1 ICEHORE TR
Fv b,

EGFRE(E F D ZE R A EGFREIE F Dc. 2573T>GE /= IFEGFREIE F D 1
IBBIFYVVORKDDHZLLEET1DTHD, BHERE11F£1FE1
2 ICEEEHORHTFRAAF v ~

EGFRIE{EF Dc. 2573T>64 S DNABT A A 18I 2 S A v — 1 v
kA%, BEFIB/S 1 TRIND TSAT—HLIVBAUBS 2 TRINDS
TSAR—DLRZTSAIT—Ey hTHBD, BFKE IICTHDR
HFRAAF Y b

BRAES 8 CRINZEZEHRINATO—T42ISICEL. BXRIE1
4 (CEEEHORHBFRIAF v b,

EGFREEZFD 1 9FEBEI XYV UARKLADNATRE 21BIRY 5 />
A1<T—tzy b, BBIIBE I TRIND TSI IT—BLVERINES4S
TRINDTSAT— oD TSS54A3T—ty hThHD, EKE3
~15D0VWTFhMNMIBICEEHOREHEFRAF v

BEFE S 1 O TRINZEHRINAZTO—TZ2ILICEE. BXRIE
1 6ICEEHOREFRAFx Y b,

EGFREEEFEMN 7 7 7 F 7 THDH. BEXRE11~1700WThH
HICEEHORHBFRBF Y b,






