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Accumulation of Group I Mite Allergen in the Cultured Medium of

Dermatophagoides farinae Hughes {Acari : Pyroglyphidae) and Stability of the Allergenicity
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Mix 100mg mite medium in
2ml PBS-T (pHT7.4)
!

Shake overnight at 4°C
| )
Centrifuge for 10min at 2000xg *
|

Stock supernatant
(store -20°C until use)

Fig. 1 Mite allergen extraction.
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Incubate for 60 min at 25°C with

for 60min

Incubate for 60min. with 100 ¢ L of

in PRS-T-BSA)
Add 100 4L of substrate solution
0.1M phosphate buffer, pH4.5)

4

Measure absorbance at 410nm

Coat microplate wells with 100 2L, crude mite extract
{protein concentration= 0.08- 20 ug, ml), overnight at 4°C
} Wash wells 3 times, with PBS-T

100 L PBS-T- 1% BSA (PBS-T-BSA)
4 Wash wells 3 times, with PBS-T
Add 100 ¢ L tannic acid solution (0.0032- 10% w.”w)
: Wash wells 3 times, with PBS.T

rabbit anti- Df serum {(1: 10,000 in PBS-T-BSA)

! Wash wells 3 times, with PBS-T
Incubsate for 60min with 100 4L of goat anti- rabbit IgG
(conjugated with horseradish peroxidase,l: 2,000

i Wash wells 3 times, with PBS-T

(0.04% ABTS, 0.02% H202 in 0.05M citrate-

[Coating]

[Blocking]

{Denaturation]

[1st antibody]

[2nd antibody]

Fig.2 ELISA protocol for tannic acid denaturation.
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Fig. 3 Changes of mite population and allergen in the medium of Dermatophagoides farinae.
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Table. 1 Quantity of Der | in house dust kept
under room condition for 2-8 weeks.

Stock Der I
period (weeks) (ng/g)
2 10.10

4 7.03

8 10. 07
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Fig.4 Reduction of crude antigen absorbance with tannic acid.

Table2 Effect of tannic acid ATA) on Dermatophagoides fainae crude antigen.

Conc. TA Residual amount of antigen vs control in %
(%) 0.078 0. 31 1.25 5u g/ml*
10.0 77.6 61.3 45.3 11.0
2.0 77.1 61.7 52.1 10. 4
0.4 95.0 77.5 64. 6 24.1
0.08 95. 8 96.1 88.3 67.3
0.016 96.9 99.8 20. 4 - 64.6

0. 0032 95.8 98.1 91. 4 85.2

'Crude antigen coated on microplate.
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Table3 Effect of heat treatment on Der |,

Heating Heating Residual amount™
condition® time 40°C 60°C 8O°C
Dry 10min 100 100 96

60 82 100 95
360 100 99 100
Wet — 97 100 83

"Dry : in oven, Wet: in PBS-T at each temprature.

*" ! antigen vs control in percent,

Control amounts of Der I in dry and wet condition were

174 and 2759 ug/g medium, respectively,
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Summary

Amount of dust mite allergen in the cultured
medium of Dermatophagoides farinae
increased with the mite population, and kept
the high level density (Der I > 2000 xg/g
medium) even though the population
decreased. House dust also maintained the
allergenicity for 8 weeks at least In a
residential condition (25-38°C, >70%RH).

Heat treatment (mix with 80°C PBS-Tween)
occured only 17% reduction of the allergenicity
in the medium. However, tannic acid C0.4%)
treatment clearly interfered the antigen-
antibody reaction in ELISA. From these
results, 1t was supposed thatthe Der I allergen
was stable under high temperature (even 80
°C) but sensitive with tannic acid.




