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Popliteal lymph Node Assay (PLNA)

Direct PLNA — summary —
+ Cheap
- Simple
*+ Rapid
- Indicates immunostimulaing capacity

Can be used to grade immunostimulating potential of related compounds

itfalls
+ Immunoactive metabolites
* Primary irritants
Limitations

- Docs not prove T cell involvement

- Specificity of response unknown — possibilities for mechanistic studies limited
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Characteristics of different populations of rat mast cells

Property CTMC MMC BMMC RBL-2H3 ccll
Histochemistry safranin+ safranin- safranin- safranin-
T-cell factor dependence No Yes Yes No(tumor cell)
Secretory granule electron density b+ +++++ ++ +
Major proteoglycan heparin ChS-diB ChS-diB ChS-diB
Serine protease RMCP-1 RMCP-11 RMCP-Ti RMCP-11
Histamine(pg/10° cells) 10~30 0.1~1 1~2 ~0.1

IgE receptor Yes Yes Yes Yes
Arachidonic acid metabolite PGD2 LTC4>PGD2 LTC4=PGD2 LTC4>PGD2
Activation by 48/80 Yes No No No

CTMC:connccetive tissue mast cells, MMC:mucosal mast cells , BMMC:bone-marrow derived mast cells
RBL-2H3:sccreting subline of rat basophilic leukemia cclls
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OH OH OH
OH OH OH
2,5-Di(tert-butyl)- 2,5-Di(tert-amyl)- 2-tert-butyl-
1,4-hydroquinone 1,4-hydroquinone 1,4-hydroquinone
(DTBHQ) (DTAHQ) (MTBHQ)

Methods
Cell: RBL-2H3 cells (FceRI+)

Stimulation: antigen (DNP7-BSA) or
12-O-tetradecanoylphorbol 13-acetate (TPA) (protein kinase C activator)

Functional Analysis:

o Ca?t signals— examining the change of fluorescence intensity of fura-2-loaded cells
(Ex at 335 nm and 362 nm, Em at 495 nm)

* degranulation— determined by measuring the activity of B-hexosaminidase
* Release of LTC4 and TNF-& ---- quantified by enzyme immunoassay

A74 K56
The Effects of Three Compounds on Intracellular Free Ca2+
Concentration ([Caz+]i) in Fura-2-loaded RBL-2H3 Cells
a. DTBHQ b. DTAHQ ¢. MTBHQ
200 sec
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RBL-2H3 cells (6 x 105 cells/ml) were loaded with Fura-2 AM (6 uM), and illuminated allernately at two excitation wave length
(335 and 362 nm) with stirting at 37°C. Fluorescence at 495 nm was measured. and the ratio of the fluorescence strength obtained

at these two wave length was calculated and used as an indication of [an*]i.
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A74 N7

Effects of Three Antioxidants with TPA on B-Hexosaminidase
Release from RBL-2H3 Cells

release of B-hexosaminidase (%)
w
o
1

TPA(-)

erses
control

DTBHQ DTAHQ MTBHQ

Compound

The cells were incubated with each compound (10 pM) for 30 min with TPA or buffer, and the activity of 8-
hexosaminidase released was determined. The total (released and residual) amounts of 8-hexosaminidase were
taken as 100%. Each bar represents the mean £ 8.D. (n = 2~6). Significantly different from the control at
*P<0.05 and **P<0.01 (by Student’s t test). TPA: 12-O-tetradecanoylphorbol 13-acetate, a protein kinase C

activator.
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Effect of three hydroquinon-antioxidants
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Dose 1esponses for TNF-a release from RBL-2H3 cells induced by DTAHQ,DTBHQ,and, MTBHQ in the presence or absence of TPA

were examined.
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