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Study of Interferon Assay by HEp-2 . VSV system.
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A rapid assay for interferon based on reduction of cytopathic effect was developed with HEp-2 and Vesicular
Stomatitis Virus. The number of manipulations and the lengths of the various incubation steps were reduced
to minimum. The assay is simple to perform and can be completed with 22-24 hr. Moreover, it was precise
method than CPE-reading method.
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Table 1. Established cell lines and virus.

Cell Source  ATCC No. Deviation

& virus .

FL human CCL 62 normal amnion

WISH human CCL 25 normal amnion

HEp- 2 human CCL 23 Epidermal carcinoma,
larynx

Vero Monkey CCL 82 African green monkey
kidney

VSV Indian VR 158 Chick embryo cell

strain cultured.
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Fig. 1.

Morphologies of FL, WISH, and HEp- 2
cells A, B,C; Uninfected cells.
D,E,F; Cells infected by VSV.
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Fig. 2. Sensitity test of target cells by VSV.
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Fig.3. Time course of HEp- 2 cell growth.
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Table. 2. Effect of time of virus challenge.

VSV activity Time required for 100%CPE (hr)
63 TCID s, 17

125 TCID s, 17

250 TCID s, 15

500 TCID, 14

1000 TCID, 14

The number of cells per well was 5X10°.

Table 3. Effect of cell concentration.

Number of cell Time required for

Lol e (cells/ml) 100% CPE.
1 x10° 12
2 x10° 12
HEp- 2 .
5 %10 16
1 x10° 20

Cells were challenged with 200 TCID;, of VSV

per well after S5hr of incubation.
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IFN sample dilution (2 fold) : 0. 05ml
cell suspension (5X10° cell/ml) : 0. 1ml
5 hr incubation (37C,5% CO,)

add the virus suspension (200TCID) : 0. 05ml

17-19hr incubation (37C,5% CO,)
remove media in the plate
staining (0. 02% neutral red; 5% FBS) : 0. 1Iml

l —————30min incubation (37C,5% CO,)

washing with PBS solution (2 times)

disinfection

|

extraction (0. Iml, 0. 001N HC1/30% EtoH)

absorbance (570 nm)

IFN activity calculation

Fig. 4. Flow chart IFN activity measurement
using HEp-2: VSV system.
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Fig. 5. Photograph of 96 well microplate for
dye- binding interferon assay by CPE-
FL/VSYV system.

Rows 1 to 9 (horizontal line) contained
various dilution of standard IFN and ot-
her samples. Vertical lines were standard

IFN and samples.
C. C;cell control, V. C;virus control.
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Fig. 6. Effect of the dye uptake IFN assay IFN
assay usying HEp-2: VSV system.

Table 4. Comparison of the semsitivity of CPE-
reading method with that of HEp-2:

VSV system.

Samples IFN units (I. U. /ml)
HEp- 2 : VSV CPE-reading
assay method method

St* 1000 1000

Sa-1 256 . 250

Sa-2 1946 2000

Sa-3 4520 4500

Sa-4 1540 1500

Sa-5 1100 1000

Sa-6 1403 1500

Sa-7 467 500

Sa-8 337 250

Sa-9 14 0

St* : Lymphoblastoid IFN (1 X10*)
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Fig.7. Incidence of particular values for the

activity of a standard Human IFN(Leu-

coferon) preparation obtained by the IFN

assay.

A:CPE-reading method

B:assay method using HEp-2: VSV system.
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