3 4% : DOH99-DC-2026

ITHREAEZ BERE R AT FEMBARER S E

HE LA

g 11 AP AR sA B YL PP B & & % #t(Real-time RT-PCRL#H4¢

HATHAE © =R EH B
FEEHAHBET ARE

MREANR CHES -~ BEA

HATHA 1 994% 01 A 01 BE 994 12 A 31
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o EHR
PXEER
BloEs : Bpmar (1A, %9% & 7R Rl gkt

BmELNFRZBEFEMATE ~ 6% ~ Motk ~ %R~ EREEFHH
WE AR A ERHABE 0 AP B AR F 0 2% (5 R E) R
% 0 e 2009 FA4n 0 ABIE AT — S0 HEER 0 BB BIRERF 0 BEL R L
75%/8 » B % % 71 A (Enterovirus 71, EVIRL% & - mES 2 9B m 541 A
1998 FHEHHESH > CRRSRBREMPERATHESL > MIAREREE LB
GRBERN BB LR AR HA—REFTADARNFZFRIEERE B L
EARMRBHMGEHE BRAR) - RAMKRRKRERBET EVIL TRAZR
BREMBENEZR T mBAEZBA AL TRAR BT TR &G
Fe o My EVIL 2 eBarix ¥ BERERBRENTRETHEETEARRM
FHERHRE R BARBREE TR AN ¥RE TBRE 71 A 58 IgM
PR AR BRI A

"Brma 71 AR IgM Bk ARERIRE] | X FHE R S %R R AT AR B HAT
(immunochromatographic test, ICE) » 14 %% Capture ELISAZ %3R3 > 2L
anti-human IgM B bk B it m B hid P4 IgM > TR FE 7 B/TEMH AT
z EV71-VP1E@ & GMARME » ARFIA Protein G/AMEZmEAE 2 2 &
RE » 4o b M8 2 RBAE A » T R B4R SR B 2 5 B EHUE © KR
TR PR FAET BT » ERIFH AN ZE T LERASHRBARXFME > %
B FE > AEHRRE BREMRE - EASE FRERFEANR  RER
F1(20 % 48) M BP T TR FISE &R > TREE — R B A B SR B 677 W s
BRI 40 BB F R OB RASH A% 2 EBELE 2R BEE 71 A AR
o RPRRBEBEERABEBRARZISSY > BAX ERIEH RS - L%
KB AR & B A o



EXHE:

keywords: Enterovirus71, ICT

Enterovirusinfections occurs frequently in China, Taiwan, Singapore, Korea,
and Malaysia for the last two years, especially in Mainlanch&ith significant
high number of fatal caseb Taiwan, EV71 infection has resulted in thousand of
sever cases and many mortality ever since the major outbreakndffoot mouth
disease in 1998.

The high risk group for the severe and fatal cases of EV iafedsi children
under age 5. Therefore it causes panic among parents with yolorgrcland brings
instability among our society. After suffering and ordeal fors¢hgears, more
experience in medical care and preventive measures are gamedvét, there are
still no vaccines or antiviral drugs available specific agakgt 71 infection. In
addition, detection of EV71 infection still needs to be processed in adivance
laboratory and operated by experience & well-trained workingsstatt usually will
take days to get the final result for the whole process. Tdrerefve propose to
develop a rapid test to quick screen for EV71 infection.

Immunochromatographic test (ICT) is the most used platform tbeloapid test.
Anti-human IgM and protein A/G conjugation with colloidal gold was spodiei
two conjugate pads separativly. EV71-VP1 expressed protein and anti-
immunoglobulin IgM monoclonal antibody was put onto the test and controbfine
the membrane pad. Strip of Sample pad, two conjugated pads, membrane and
absorbent pad were all organized together on a backing card and getarcassette
to become a rapid test. The ICT need no reading machine andanedldtipersonnel
to perform the test in the first line when facing suspectedscakherefore, it can
proved preliminary data for health care worker and public health waookedapt

appropriate medical support and preventive measure to stop th@omfieemediately.
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R-stER%E
— ~HEHN
W5 9% & 717 (Enterovirus 71, EV71) A & F R A B R €5l — ALK
T RBEALEESE L =R BB TAB H kT F&AK © FDE -~ T8
B AERRFETIAEE T RSB 6 BAR 0 B B RR F 7R PR Ak
B o
BTl B e B R ALLC9F LR i b — A X L X BB AnRE + o
BELR X BAELBRAL - fRmAlE - BER-FH - HBREE - §8RAN
EWErEEM oy ah[1] 0 B3R ERERBEITAT o 68 £1998F 0% - R
THRFTL ARAT » FHT8 L E T » H1% 4 2000F #1200 1F 69 AT IR &
Rt E=Z+ LT RHY > T AE2002% 20054 M b A AT 0 12 H B H L AER
89 3t T R ] B 5 1998F i 2V 3F % [2] - #2008 2 F i@ 3k £ JE 7 ] 3k 3t A 522
] > R H3T06]  EF FLA L ERT[3] - R FEEATAECEE
ERBANEIRATALE » TR EFTRAA FoE ~ PLHE L 645 66 S Wk Ao
#® 0 &% o, F & vz (Hand-foot-mouth disease, HFMBE) &4 2 £ "B sk %
(herpangina) E& ik JE 4k 82 28 5 %, 70 1 % 2 (Coxsackie virushe | ; Bk 5 713
R & Bk 4 OF 5 E O % R & AP 48 M % 9% (acute neurologic diseaseyLis | A A B
X &% ¥ (poliomyelitis-like paralysis) A % (encephalitisiz & & 1+ B4 52 % (aseptic
meningitisy¥ & & Hf £ [4] © H LAt A2 5 — R4 H F R 0 E RS Rk X 8
ERAERRT B GRETIR AR > HeRRBEDRIT O HERG T
B o
B 3 718 % \RNA & & #F(Picornavirida ~ % % % /& (Enterovirug » i1
FRRBERFFI DA ERENGFH > » AABEBHHA - B~ C» D(Human
enterovirusA ~ B~ C -~ D)& » 2 & £ 71 4k 630 AR B 7% 5 A A [5]
(Pallansch MA and Roo0S) 5% 7% # & & A /s 4 20~30nm> R B 4 & & (non-

envelopeR I B HME — T @2 &4 ARA A KDY 7.5Kb2 £k E G

-4 -



RNA[6] (Pallansch MA and Ro0S) 85 & # %84 & o 9 3% % & (capsidys & H 8 %
RNA > 4p 3B a2 & VP1- VP2 VP3giVPAm# & & % £ Bl 4 % > VP4 R &
RNAwy & Z A B » MVPL~ VP2 R VP38| & i tm i3 B RIUBRE A A
HAPVPIRER PR BERZFRAER  TRAEARFI PHILBERZIES > I
T EAT B By 6 F 2 f F R AT B (7] -
BATER NN RFNERESE > MRBRAREFT EETRFLRD

B BEHMERKKROBFESE > G3REURARE  H4HBRFTLR > 4
EV71 RT-PCRy T 4 4% 4% B MR 3R MR 7 0k o1 JE 124 N0 P9 2k 38 2 36 R 2 By
HmETIA8, 9] AIARTHER T HAEAETL AIgM 8 % %% 5 47 (EV7L IgM
capture ELISA}:ik 45 4[10] > LA RIR A F A E A BmE71 AIgM > Rz

RREHRFIL A2 ZHRAER=—B1K) > TRENEFENFLER - LR
B EEENRENERERME RROGBMA R FTHIT - HEERREG K
FIA G RRBBRRBEZ T ZHEREMUG KR E IR RCE R EZHER > Bk
R ERBREZNI S WA R TIA PR Bk A AR R R 9 (20
DEEN)BP IR RERRARS CBERE R E REREARH
MER > TRUE-RBRAF SRR EERD  HEAPREEZEHER
BB IRARZ S TRBROE B -

W}

BATEBRE QBT E 4 4(real-time RT-PCRY) ik & H 818 Rl 82
b 2 B #(Pan EV): st % A & 4 Taq —Mark 3 47 $2ABI PrismwI 75002, 7900
BPEF - FER A 4 0 BB MHASRRE -~ & —M > LI EZRER K E5 %
non-coding regionkt & % B & # & & % 7 (high-conservedg 3%) 3% 3t 5] -+ L & —
% B (one-stepyy RT-PCR 18 i 145bpsh £ - [ B B4 4 3 6 4% 52 69 DNA IR 4t
(probe¥zAmpliTag DNA% 4885 — 3'nucleolytic activitygy45+E » AR B A 45 2
M2 PCRZ # 3t 7T $1 €40 & 6942 g M tb 8 M Rl 4848 0] W % 5 = [11] > 12 R F

R kREIPEsEHERFARS > FRALBYORRYG TR - T ek



DAL R % HBRETL AREEMMTOZAN  BRBEZRKESE - BLE
B2 ENRI R ETIR 2 B3 2 2 4 #(real-time RT-PCR) ## # ey B & & %
7 #5 3non-coding regiodk % R R F Bk B A F R B ey b B0 e FALA F
EnohRraARAYGVPLAR KCIAREdty > #EHRFTIANFEE A HK

(real-time RT-PCR# & 3 » AEf BRAF R AR AR AL BN BT 9 BP AEAT S0 R BR 66 R



R Ead ¥R
Tk R o A 0 R R
AP AL A 2k FAR R B 20088 AT 6 B 0 BE B REHHRR T

AR S dm B 38 R o B ROAE S RE SR Z Bk 3 T 1AV BS A R 28 ALk Ak o

e 3R A B R ] R SR A 21005 o 75 A 3 15 K5 A% D 3% 2009 & B [ix, Sk M7 A A7 3@
AR EE 3D E R X A SRR 0 F B R AR A AO-SRATIA - 6-
105 15A ~ 11-20% 7T A ~ 205k sA L 11N 5 R4 RIAL-15KR A 72A > ISR A L H
28N 0 &P S F B E A E FIATHEARBREVTL IgM capture ELISAE X & & A %7
FIIRPFHEZERERA °
% #ERNA & F B

A7 #1e£ 4 QlAamp® Viral RNA Mini Kit (Cat. No. 52906 QIAGEN) i&
479 % RNA 2% H[12] - % EV71 7% % &4 2% 140ul £ 560ul 2~ RNA carrier %
Bk AVL 349846 wERBEEMR 10 442 » Ao 560ul 46 1009 &
B BIZVEBRA ISH o B LA R A ZE QIAmp spin columng ik &
14 0 EEIE Bk 0 3t ek Buffer AW &% columns & 24 50ul 4 #77% AVE &
column ¥ 2 7% % RNA » f&77#-20C &-80C > =T A #> R34k B 5 BB F 42 4
R & (Reverse Transcription Polymerase Chain Reaction)

VRIS N Y L VY

(Reverse Transcription Polymerase Chain Reaction ; RT-PCR)

1. R #%4% & JE(Reverse Transcription)

¥HA EV71 2 RNA A4 & R#85%8515 A A cCONA » F T —F 3|+
BB REAREETHRTEEZ DNA K & - B 5ul % RNA mA
RT R JERA& T » 2544 5X buffer mix(75mM KCI~ 50mM Tris-HCI~ 3mM
MgCl, ~ 10mM DTT ~ 0.5mM dNTP mixture} RNasin 40U/uléz antisense primer
50 pmolext & 100 units reverse transcriptasex J& i & 7% & 5 %] & 42°C : 50 4
480 95C : 10 548 » 2% B 4C R-20CHRAFHER -

-7-



2. I 4Eg4% 44 R JE(Polymerase Chain Reaction, PCR)

AR 845 R & F P& 45 2 CDNA Z4F#pr 47 PCR RJE © B 1ul cDNA jm
N2 A 2X buffer Mix(50mM KCI~ 10mM Tris-HCI~ 1.5mM MgCb ~ 0.1% Triton-
X 100~ dNTP mixture 1mM)- 5 units Taq polymerase & sense#i antisense
primer(& —)%& 50pmole &4 K R A7& ¥ > % 94C % M (denature)105-484% > =X
94C : 304 ~60C : 30 # ~72C : 1 542 » 47 30 RRJE » & T2CHERM
10 548 - & PCR 4338 i@MK Az VPL- VP2 -VP3 & VP4 ik » AL
DNA & k#3384 A4 %] & 891bp-~ 762bp~ 726bp~ 207bp-
mESHEGTAEARRSIL

# RT-PCR3g g K4y VPL~ VP2~ VP3~ VP4 % DNA 5% h &% » & &3]

TR R B R by B4kt 0 EBAN pETATb(+)E 8% £ - 3 A4k 3 (heat-
shockyy &, Transformationi# A E coli TOP10 (Invitrogen¥ - 32 %% LB/Amp(s&
“IERE A 100ug/m)= E B3z & R o 4 Colony PCRz F XA E A K
VP1-VP2- VP3~ VP4 = & #% - #ErE0 487 iR oh 2 5 % % H Transformation
% E.coliBL21B E#F > X IPTG(R&RE A 1mM) # 5% G H &5 WMRE
B EHE 0 B Lysis buffer(100mM NaH2PO4 10mM Tris~ 8M Urea
pH 8.0)F R ¥ L HIT A » B CREEFR > T X EANSWEES NI-NTA
&4 451t 4t &5 (Qiagen, hikden, Germany) > s 4 Lysis buffer i# &% 4 » B4 A
Elution buffer(100mM NaH2PO4 10mM Tris~ 300mM Imidazoler 8M Urea> pH
8.0)i¥ 7t i 4 His-tag = & & & > A F /™ X 84 B% %t B E 7k (Sodium dodecyl
sulfatepolyacrylamide gel electrophoresis (SDS-PAGER 7 & 2k 7% (Western blot)
BATRGH AR B4R EVTL 8B B S B B Rm A iF R
Je 3k = [13, 14]-

%, 7% J& ¥ ¥ R] .45 (immunochromatogr aphic test, ICT)

L E B AAY L =88 %% > #77% (sandwich immunosorbent assay} & 32

AR AR —E S mfe ) 0 L& w3 (capillary attraction) f#

-8-



4584 '8 7eNitrocellulose i (NCRE) 7 # 8 > &AZ T 4-BB 82 £ 09 B8 &4 A AR
A[15-19] -
1. B %% 4 (Colloids Gold, CGCx. # #

BReEEAERRMAA  ERFRIAIREEPEREER |
V5 B 4% 20094 Zhou & A% & 2 XEK[19] - # 1000ml & # s 2 — kK P 4F

LRIBFE M BOR A3 4 0.01% Gold chloride solutiogiz 195 Sodium citrate solution

~

EAS  RTFAN) XIBBENFTEAPHEE > s2ih8k 0 BN ACHEEFE

3

2. LB R e &5
TZBWABIEES LB 4 (Ab-CGC) it # B 4 4% A (Conjugate
pad)l » 4 A K B B A H R 47 (Test linez i 4] 4z (Control line)t 28 &, - &
100mL B 4% 4 F A i@ F B B 2 32 (Mouse anti-human IgM Monoclonal
antibody gz Protein G) » R F#HRH R4 Y LR URBHRECERLF
#& 0 3k Au sucroseR trehalosefs € BB 48 &5k 0 2 KA A 2 -
3. HAE
#| A & BE 4% 25 (XYZ 3000 dispenser with BioJets and AirJé§sk # £ 4% &
BALRE B R EWARBIG ~ EH R M ERE SRR L BREFZIRETEK
C BRI R AD-CGC R BT Bk st X el Al - 2 Al 2 AR RIS ~ 24
SRR X EF L2 NC B REAS A (AheBRAtRE) Lo B
HEBESE o B 1E1% 2% NC blocking bufferd 30 4-4% » #4% NC membranek
| Z FUIR ~ AR B M A RO & proteiniE M K -
PR AR BRI T X K
ek b NC gt buffer RIZiEL 2 X FERF 25 BIRFME > R
7K# R (Absorption padii & 3) ~ B 42 43 ; (Conjugate padif & 2)L R Ak 52 #
k (Sample pady & 1) ZER5IEAFw B — @ BRk¥Eh 2 HAFEH €4 2+1mm>
HEBARFEEE o L B F e KT (B =) » RR&K W (CM 4000
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Guillotine Cutter}g 473k t7 > it 48 % R4 A4x 2B T FER -
By 71 B2 Bpey & § 4% 4i(Real-time RT-PCR)
. &3 3] F(primers) 4% £t (probe)

BRRANZGRFRARFIGERE AR 1A F K23 74
#¥R 4t > L PRIMER EXPRESSk #8343t 3] + EV71-F/ EV71-Ré1ix EV71-Probe
TRERKL -

2. # 42 £ ¢ 47 (Standard curve)

M EVT71-FIEV71-R% 3] F » @A RT-PCRY F ke A d BRI AR
R& > ABELARR &&ILE > & A T4%: 4 85 3 3 pGEM-T Easy Vector
(Promega)t > ## 78 % AIM1098 X #5472 & (E.coli)¥ » K2R R BA%L » F IR
B DNA - 82 0.DE » # & % Fcopies number #5;& & 3% % 10°~10F copies
numberfl » it sireal-time RT-PCRE 342 # gh 44 o
3. #1 RT-PCR~ 1% 4% # ba BL 38 B AF B — M SR E X b
(1) & — - »-#7 (specific analysis)

B &R FERATHR  ARFE TLARRSEE A SL0H @ B {F e
M3t f ~ RT-PCRIER —Modr - LA B R F 11 A0 F—

(2)84 B 1 5 #7 (sensitivity analysis)
hr s 11 R 58tk BARRENEEHE > UK E 71 ARPRFRE
BAS S B4k i RT-PCRA LK 247 9 SR &
4. ta i3tk R

RELUAREZKRFEERRAIBREZIRBHUEEMHIE > U RD iz icn
g6well ¥ » 18 well ¥ o 50ul % f 4 B3k A & 1000 %% %k (5x10
mp ) E 36C 5%CQ Ak NE 4~5 RB Bl nr %

CPE(cytopathic effect) it :+ & H TCIDso #25% % & °

-10 -



=-&X%
EV71H 881 gM dr i 4 5 3R A < S5 E & B

W5 7 3 1 17 U A% IgM B s M B 3X | 14 2 # capture ELISAz %3t R 32 » planti-
Human IgMz ¥ ¢k #8 F 3 432k & i FIgM AL i SLEV71-VP1E & a R
J& > eAProtein GuiREB 2 e RE(B=a) P AREL FHE A81% #E
P A66% REEE BTA%  HARJABZE-MAFHE  TREEHRES
R R M EEART F A R ERA X R AR AR RAIE > BUER
Protein Agxf%,Protein GE =.b ) - M 4 £ 3845 218 2 3R 3] 24 ke T TR
I ESOR PR M B BT AR - BRRERBA T MAS EAIRBKELZER
R~Z2EaBRAL > TTESGHEARERBERKRER) 0 LR AE ~ ##
BRAFTR > REREALRIFRAY > £ d REGMPI g & 4 & # 15004
(4) » THECECLBERRABEAREERGRFRLST R EF R &~

PG RB 2 R FHE -

BE R % s & o E X AR
MRS FHEREEERFERARE  ERERKAARRTRBR LT RET]L

RAINHEFREZME > MERRSFRBARZ BT BARSFHFERATR
T2 EFRBEA2M  BRETSABLZIAB L EAE A% HEKLA
71%- f BB RAR B B & 3B A% > SR AT2009F 2 B R RE R S F A FHE A
81% 45 B A66%  HASKF LS EE BB TSR EZBRAE
RN ERR S8R > Gh B TREAERRNR LG RETIAZ 5
B B FAREE 0 AR G AR B 2 By R B i E AR 0 3B R B A Rl 2
EATHRBKE Z > AR i — B3R % 5 71 FU a8 IgM b i A B 3k Bl 2

HEEREMR -
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Bk & 71R Pp ey 2 § % 4(Real-time RT-PCR) 2 51 8

EREHERFEHE Y MATZIEVIIAR A 5]-C2, C4, C5, B4, B5 i 44
VP1E 2 5 5] » % # 20004 Pallansch A = % & Xk [20] & #4TEV71 RT-PCR
1 Az 3] F » % HEVT71 real-time RT-PCR.3| FEV71 F/ FV71 Bz4g 4+ EV71
probe & —) » &R T AR R F 68§ AT EVILA R A 5]-C2, C4, C5, B4,
BS > mAfiEwlaAmmREBRW) mAyRIRELLL  FTREARNEAEVTL

B5z P1& 5% ( 4 VP1, VP2, VP3, VP4 2 48+ » #|FHE. colik = &R G5 > &

N

TARBEE IR 0 B R ARBE A 0 4 HLR B A 5 #4 210°~10F copies numbel > 5%

i — B3R EE 3 R AEVT1 real-time RT-PCRE £ dh 42 -

-12 -



W~

R E R T IR B B A B e R B H B TR A R AR S
# X BATATLZAM  EVTL VPIR SRR P ER B AVPlEa% g
B R R BT 7 SRR R T A R AR @ FAEVT1[21-26] LT R E B 4T
EEHMEREVIL VPIEW &G > &Western DIOFEREH N A X i &4
fir > MAF Btk B AR

AT E R 2R T IR U IgM R A B 3K A (EV71 Ab-IgM Rapid test)
% #capture ELISAZ B 32 » planti-Human IgMz 3 k5082 B 35 R AR fn iF
IgM$i8% R EVT71-VP1E ek & R JE > it LAProtein GuigRXE 2 & RJE > Tiréd
RHEBHEA AVPLE fo & FHAEIOM R E > KE R AR EARHUEE #4203 7 IgM
ZICTRA AR ERE - MARSGKE X F—HEFHE > AR ERKE R A E
MEMHBAFTEANE  EREREFABAIMHEFERT ZE  TREARMK
-~ BRI hAE ~ BIRA R B B BT 2 Protein ABfX Protein Ge H 3 F| 44
A EHZARERBET > KB X HERREERR TR FTE S HHEHA
R ERAE M E SRS HEREFULREA RS > &X B R
GMP /2 4 & 415008 () > feh S FRERAG N > BB R EEZE
BE 5 5] By 1645]  # AR A20106F- AT 2 AR B8 A £ 0 R B S5 (99)F 114 258 3
AR HERRENNEFEE > BAHTEL - RRMADHBR LI RABELELT
(i

R+ E A48 R 2 EV71 Ab-IgM Rapid test 3 A 2 #4814 & s 7 (Serumk
B BEAT RAEBBREAINEE SRS THATAR AN SRR MR
TTRFT R B SR TR GV EILRBI X HENS AT RE CHE
— SR RBATHE R X R ieb AR > AR R R EERA20ZEVIL Ab-IgM
Rapid test s 4z X B Alir R BR SR A B A BAR > BITHRZ -

R B & & % 4 (Real-time RT-PCRY 7 ik R A EARE ¥ 2 Bk H
(Pan EV) FEATREFTREILAER EHHASEKRERSE—MH[11] 12

-13 -



S AR RE LB 5 R e AL A 0 F A EB A R R 6 TR AR R
Z o WA R 1A R A2 AT & et 0 BB EHEVT7L Real-time RT-PCR
Z A b @kt H 3] FEVTL F/ FV71 BRIRSTEVTL prober {45 f& ik Rag i
3110°~10 copies numbenl 2 42 # #:35) 42 (Standard curve) B &7 B 7% X 2
R 9 B MR AE S 0 I8 438 BB T 4T 40 DA RSP HEVT IR 2 5] F IR
4H[27-30] > % B T4 1LEV71 Real-time RT-PCRAHI X4 R > Bk B THE
ABBATRARR A B AT S A2 5] FHIRE BRI BIHEHERF MK

Z U Bk 3 71R Bp 05 2 F 4 4t(real-time RT-PCR) -

-14 -



Z-kH

&= 3 FEBRIFT

Primer Name

Sequence (5'to 3)

VP1-F-B AGTCGGATCCGGGAGATAGGGTGGCAGATGT
VP1-R-S AGTCGTCGACAAGGGTAGTAATGGCGGTAC
VP2-F-N ATGCGTCGACATGTCTCCATCCGCTGAAGCT
VP2-R-N AGTCCTCGAGAAGGGTAGTAATGGCGGTACG
VP3-F-B AGTCGGATGCGGGCTTTCCCACTGAGCCAAA
VP3-R-S AGTCGTCGACCTGAATAGAGGCTGTCTGTAA
VP4-F-N TGCGTCGACATGGGCTCACAGGTG

VP4-R-N AGTCCTCGAGCTTTAGAGGGGCAGCCATTTC
EV71F ATGGTTATGCIAAYTGGGAYATAG

EV71R ACAAACATRTAYTGRAGIARYTG

EV71 probe

6FAM-TTYGAYGCIGARTTYACITTYGT-BHQ1
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B — ~ R RERAB A LR EE

%% 7k # | (Absorption padjh &k & -2

NC g (Nitrocellulose membrang) g5 & -1

B¢ 4% K (Conjugate pad a5 /& -3

g4 B (Sample padj 8k & -4

B = ~ kA O

L

3

Sample pad

Conjugate pad  Result line

! F .I
e

Control ling

Absarption pad

—

sample pad

Conjugate pad
Membrane

Plastic backing

-16 -
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B =~ (a) Bm 71 A LA IgM Bk i s X B AV - 15 54 capture ELISAZ 3%
R > anti-Human IgVie 8 4k 5u a8 B 2 925 & 7 F IgM 3L A8 2

EV71-VP1£ 4% & R JE > it LAProtein Guig X 5| 2 & R JE ©

1. Colloidal Gold: Mouse anti-Human Ighl monoclonal Ab

..................... Peanny

: : 2. Colloidal Gold: Protein & Control line: Rabbit anti-Ilouse IgG Polyclonal Ab
»+» Sample: Sertim

J ; Test line: VP1 protein

i

: | I |
Sample e Absorbent pad

Backing

VP! protein

(b) LA EME ~ BraREhAE ~ BEIKAR S S B B B4F 2 Protein ABR X,

Protein Ga ¥ % B 7% % 7 1A $L 32 1gM B i A B 3R B A2 A

1. Colloidal Gold: Mouse anti-Human Igsh monoclonal Ab-CGC

f """""""""""" ' 2. Colloidal Gald: Frotein A-CGC Control line: Rahbit anti-Mouse Igi5 Polyclonal Ab
oot Sample: Sertim
: - l : Test line: VP1 protein
Pl ! | [ Absorbent pad
E Sample g pad e morane SRR
it : acking
A % T c
: P :

Movse ati-Haman
Ighl MAL-COC

V21 protein
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EV71 probe :a|3X{4 8 & 5 &

B B5z &% o

N

% % R 472 EVT1IR B A4 %]-C2, C4, C5, B4

Bvo ~ & B FE T % 2EVTL real-time RT-PCR. 3| FEV71 F/ FV71 RiaiE4t

|18

TSBELRLER T B Ly AL RRR
e TTTT 5-1;"".-‘ SEEEEStEs var 1 .,..--'j‘,"_---:-: T i
S L
oA ! F il
1 - A
iR Rl
[l /A0 68 o
g | i iR i
E | il 4 AR =
& T & e
e e
LI o
j Himker ekt Ny Ly P
Lot P ke DB e - T ez e
i - - i
P ==t i g
i PR
o | g
W i i
H i &
3 [ i
i i d
iz i
T tary
it Humher kil il Cyla bl
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