215504

~ a P Y < 4 4 @
#MIT ¥aNId 2551: MINAERAI TR DULU IS ABAs v T 105
lusansTaglfmataduy TulasnInns i YSygyinenmansumiinda

A A =y %)
(naTuTaBFamwnuas) arvunalulagynmneas TasemsanIngimsseau
o =4 o’c; 8 a =Y S a 3 1 dw ot
Hudindne1 919158NUTnuINetINUTHEN: AFemans 18Tyl aalszes,

Ph.D. 80 ¥i1h

Wanngaasnaeunuus s emainsuy Tulasi Inns ¥ @y Tuaasil) e
¥
mansndeude hialusmaung Mueudved 3 xiia laun Tululnausausuduoduay
3

Tnwalnausauoudusdaae 15alua1uas (MAb-CMV, PAb-CMV) laz Ina Inauea
ueuAveAreduy TuTnayduvesnyhd (RAM) 111 MAb-CMV 1nWNAU8YNANBILIND
Hudvuueudnuiusin conjugate release pad (CRP) Ufji5enszninuaumaunay

_ 4 J o 1 A
weuAvoRsmnasuiore luSauriuluTnswag Taduuiusu (Prima 40) Sagniadoudae
PAb-CMV az RAM avIududu 1 ladniudoladans 1uu31n test line 1oz control line

o . g ! . .
mudey 1933 glass fiber 118% 470 cotton linter 1lud U0 sample application pad (SAP)
1ag wicking pad (WP) mufiszy Tneustmduan duy Tuaasiiivnig 0.5 x 6.0 a5

¥y 9 ]

ruAuas Minareulszaninmusigaasnden Tashngisnfmnhaulunguinay
.i’ o Y =3 o u’l a’/’ o % L4 1 A
o hsaluauas nSsuisusumhnulunguinfuaziiviies wud ganssvaeui
o g { U o/ T o A 1] £ AN L oy :" a
Wannyuianulinsedv 0.048 Tulnsasudeiiadans Taglulldgnsodmduiauisilng

o o £ ] Y aaa oy o 1 Y
wazlivles msnsvaeu g 6-15 il Fanududvelgpseniludadiulaoas i

anututuves hialudiedia

a q = YR ] e
asfnenses ouduy Tu'la T Tsuie Idudsdnaunueyniansaluys
asvden wsonldnnadau asamaoioa uazveavharawenusaiulusasidiu

8:10:1 18wy Tula T Tnannardurugudnatanie 256 urluwas Taoussyd

~

¥
Sulforhodamine B (SRB) agnelu nagamnsailgasoduie hialudaunaiqns
TusAureduoymansanazduy Iulnaydudenyhd lasmsasnao Aot

Dot immunobinding assay (DIBA )
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A rapid immunochromatographic assay (immunostrip) was developed for the detection
of Cucumber mosaic virus (CMV). The system employed three antibodies including anti-CMV
monoclonal and polyclonal antibodies (MAb-CMV, PAb-CMYV) and rabbit anti-mouse
polyclonal antibody (RAM). MAb-CMV was conjugated with colloidal gold particles for
antigen capture at the conjugate release pad (CRP). The antigen-antibody complex was
capillarily transported onto the Prima 40 nitrocellulose membrane where PAb-CMV and RAM
were immobilized at the concentration of 1 mg/ml on test line and control line, respectively. A
33 glass fiber and 470 cotton linter were used as sample absorption pad (SAP) and wicking pad
(WP) according to the manufacturer. The strip size was 0.5 x 6 cm’. The efficiency test of the
developed immunostrip was assessed by testing with CMV-contaminated tobacco sap. The
sensitivity at 0.048 pg/ml showed clear test line and no cross reaction to healthy sap or
extraction buffer was observed. This assay can be completed in 6-15 min and the intensity of the

reaction was proportional to virus concentration in the sample.

The possibility to replace gold particles with dye-entrapped liposome as a detection
reagent in the strip was studied. The liposome was prepared from lecithin, cholesterol and
phophatidylethanolamine in a molar ratio of 8: 10: 1. Sulforhodamine B (SRB) fluorescence dye
was entrapped. Transmission electron micrograph showed an average size at 256 nanometer in
diameter of the SRB-sntrapped liposome. The reaction of immunoliposome was determined by
Dot immunobinding assay (DIBA) with purified CMV, CMV coat protein and rabbit anti-mouse
IgG.





