Acute oral toxicity test: Okada Biovectrol 20EM 1
Original Report

REPORT ON ACUTE ORAL TOXICITY TEST: FIXED DOSE PROCEDURE -
Biovectrol 20EM
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Manufacture Date: 27/06/2005

Sponsor: OKADA ECOTECH PTE LTD, Blk 1 Pasir Panjang Road #07-15/17,
Alexandra Distripark, Singapore 118478.

Tel (65) 68723515, Fax (65) 68726558

Materials and Methods

Test substance: Biovectrol 20EM, Batch no: BN2005062701.

Manufacture Date: 27/06/2005

Test was conducted from 27 Dec to11 Jan 2006

Sample received was a concentrate brownish in colour viscous solution, with a
characteristic aroma. Test was conducted on the undiluted liquid

The procedure was a modification of the OECD 420, GUIDELINE FOR
TESTING OF CHEMICALS - Acute Oral Toxicity — Fixed Dose Procedure.
Adopted 17" December 2001,

A dose of 2mlikg (approx 2000 mg/kg) body weight was used for oral
administration,

1.
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Nine female Sprague Dawley (SD) rats, 8-12 weeks old, were
obtained from the Laboratory Animals Centre, NUS and acclimatized
at Animal Holding Unit, Kent Ridge, for 5 days. Animals were caged
individually. Room was kept at 22-26°C, humidity at 40-70% with 12
hour light and 12 hour dark cycle. They were fed a conventional
labaratory diet with unlimited supply of drinking water. Before test
substance was orally administered, food was withheld overnight.

Initial Sighting test with 1 female rat was carried out on 20 Dec 2006
with a gavage of 2mi/kg rat of Biovectrol 20EM. For this Main study, 6
female rats were randomly chosen and allocated as treatment group.
Body weights were recorded just before dosing. They were dosed by
gavage with Biovectrol 20EM at a dose of 2ml/kg rat.

The other 3 female rats were used as Control and dosed with water, at
2ml/kg rat.

All animals were observed over 2 hours in the first instance after
dosincaNanGll henlieven llncligh ol iclnc XM clir SN Sieaie
observations were made at least once daily during working days until
day 15/16. Body weights, feed and water consumption were also
monitored.

At day 15/16, body weights were recorded and the rats euthanised.
Post mortem was performed and gross pathology observations made.

ilts - for details, please refer to tables below.
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Observations: After oral administration of Biovectrol 20EM, rats were slightly
subdued and some were gasping for 1-2 hours before they recovered. No other
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Raw Data: Weight gain and food and water consumption were reduced in the
first 3 days after dosing of Biovectrol 20EM when compared to control. Final
weight gain at Day 16 was comparable between the test group and the control.

Necropsy: All rats survived to Day 16. Euthanasia was carried out by overdose
of CO; inhalation. No abnormality was observed during gross necropsy of all
rats.

Conclusion

The LDso for Biovectrol 20EM in rats cannot be determined accurately from this

method but is considered to be much greater than 2 mikg (approximately
equivalent to 2000 mg/kg) body weight.

Biovectrol 20EM /s considered to have acute oral toxicity of the Jeast hazard
category, category 5/Unclassified in the Globally Harmonised System (GHS)
classification of chemicals to cause acute toxicity.

“TESTING AT DOSES ABOVE 2000 MG/KG

2. Exceptionally, and only when justified by specific regulatory needs, the use of
an additional upper fixed dose level of 5000 mg/kg may be considered.
Recognising the need fo protect animal weffare, testing of 5000 mg/kg is
discouraged and should only be considered when there is a strong likelihood
that the results of such a test would have a direct relevance for protecting animal
orhuman health.” (OECD 420 Annex 4, page 13/14)

Acute oral toxicity tests on animal species do not provide information on chronic

mx«uty or other adverse effects of the chemical in other SDECIGS and human.
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Acute Oral Toxicity Test of Biovetrol 20EM

Summary
Dosage: 2 ml/kg

Date: Start 27/12/2005; End 11/01/2006
Route of administration: Oral gavage
Animals used: Female SD rats (8-12 weeks)

Operators: JL, LEY, TYQ

w

Weight
Rats Body Dose on Observations
Weight
(9) (ml) | 16 day (g) 1st Day 2-16th day
Controi
(water)
All slightly

C1 | 219 | 044 269 subdued All normal

c2 | 206 | 0.41 B 242

c3 | 211 042 267

Test i

{Biovetrol 20EM) |

20EM1 | 232 | 046 257

20EM2 222 | 044 253 All subdued Did not feed well
| 20EM3 221 | 044 265 | and some gasping | for 2 days

20EM4 210 . 0.42 254 | for 1-2 hour, but | but became normal

20EMS 214 | 043 252 recovered later after that

20EM6 211 0.42 249

Mean for Control 212 | 042 259

Mean for 20EM 218 | 0.44 255
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