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3% Glutamyll%, G418 380ug/ml, biograncetina50U/ml.

25
Method:

2.2.15 <cell culture: Added 0.25% pancreatic enzyme into
culture box with full of 2.2.15 cell, digest at 37°C for 3
minutes, and add culture medium to stop digest and disturb it

30 to disperse the cells, reproduce with ratio of 1:3. They will
reach full growth in 10 days.

Medicine toxicity test: In this test, set groups of different
medicine concentrations and a control group in which cell is
35 not acted on with medicine. Digest cell, and dispense to a
100,000 cell/ml solution. Inoculate to 96-well culture board,
200ul each well, culture at 37°C for 24h with 5% CO,. Test

when simple cell layer grows.
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3 is 3 times lower than that of Solution 2, etc.)
25 4.5x10%IU0/ml, 1.5x10°IU0/ml, 0.5x10°IU/ml, 0.17x10°1U/ml, and
0.056x10°1U/ml, 1 well per concentration, culture at 37°C for
24h with 5% CO,. Change solutions every 4 days using the same
solution. Collect all culture medium on the 8" day. Preserve
at -20°C Repeat test 3 times to estimate HBsAg and HBeAg with
30 solid-phase radioimmunocassay box (Northward Reagent Institute
of Chinese Isotope Ltd.). Estimate cpm value of each well

with a y- accounting machine.

Medicinal effects calculation: Calculate cpm mean value of
35 contrast groups and different-concentration groups and their
standard deviation, P/N value such as inhibition rate, IC50

and SI.
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ajc alc culture medium by means of draining the culture medium.). Add

lysis buffer to break cells, then extract 2 times with a

20 mixture of phenol, chloroform and isocamyl alcohol (1:1:1),

10,000g centrifuge. Collect the supernatant adding anhydrous

alcohol to deposit nucleic acid. Vacuum draw, re-dissolve

into 20plTE buffer. (2) Electrophoresis: Add 6XDNA loading

buffer, electrophoresis on 1.5% agarose gel, IV/cm, at fixed

25 pressure for 14-18h. (3) Denaturation and hybridization:

respectively dip gel into HCl, denaturaion buffer and

neutralization buffer. (4) Transmembrane: Make an orderly

transfer of DNA to Hybond-N membrane. Bake, hybridize and

expose with dot blot hybridization. Scan and analyze relative

30 density with gel-pro software. Calculate inhibition rate and
IC50.

Results
Results from Tables 1, 2 and 3 show: After maximum innocuous
35 concentration exponent culturing for 8 days with 2.2.15 cell,

the maxima is 9.040x10°IU/ml and the average inhibition rate
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