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AIFA HEALTH GROUP OF COMPANIES:
REPORT ON ESULIN
ACUTE TOXICITY TEST

11 Test Method: Limit test

The purpose of this test is to examine what happen when the test
substances “ Esulin " is absorbed into the body . The aim is to find out if
Esulin has toxic effect. For  this purpose, we used limit test method.

2 1 Testing animals

SPF species mice —40 numbers ehalf Male and half female éBody weight
are between 18g to 22g érandomly spill into two group, 20 num bers
each — Group A(non medicine) and Group B (With E  sulin  mixture.
31 Testing Step 6

Dil uted E sulin mixture preparation 0 Add 10g of E sulin into 30ml of

reverse osmosis water, mix thoroughly  ; top up reverse osmosis water
until 50 ml, shake and mix well ( Total mixture thickness is to be
0.2g/ml)

Test anima Is is put under fasting for 6 hours, weight them, then
give group A 1 ml of diluted salt solution for each mice. For group B,
each mice are given 1 ml  (10g/kg) of diluted E sulin Mixture. After that,
feed both group as normal, observe for 14 days their growth changes
( Body weight, Food, Urine, F eaces) and even death situation.

aTest limit 6 For low toxic test substances, used 5 and above small

mice, fasting for 4 -6 hours, Feed them with the test substances ( 5g or
ml /kg) , then take the test animals body weight and observed for 14
days, if no casualty, there is no need to pursue f urther test using
stronger dosage.

TEST RECORD

Test Subject 6 Esulin acute toxicity test

Test method 6 Limit test



Testlocation  6Guangzhou University of Traditional Chinese Medicine’s
animal lab centre i

Testanimal 6SPF grade mic ea 18~22 g &0 numbers ehalf male and half
female i Supplied by Guangzhou University of Traditional Chinese
Medicine’s animal centre i Test animals birth certificate no 0 SCXK-

2003 -001, subno: 2007A013 + approval no © 0028408

Animals rearing location 6 Guangzhou Uni versity of Traditional
Chinese Medicine’s animal centre.( room temperature 23~25 +
Humidity 55~60% &

Lab Personnel 6 Kok Hai Ching 1 Chang Yon Whu

LAB TEST RECORD

Test date 68t January 2008 Temperature 69~25 i

Test medicine preparation 0 10g of Esulin éadd into 3 Oml of reverse
osmosis water é fully diluted e continue add in reverse osmosis water to
further dilute the mixture until total is 5 Oml éshake well and make sure
the thickness of the mixture is O .2g/ml  of Esulin dilution i

Animals grouping 640 numbers of mic e is divided into two group ( A-
non medicine and B- Given E sulin ). Each group is 20 numbers, Fasting

for 6 hours, and weight each of them 1
Method © Randomly choose method

Randomly chose method chart & Using double number for any

chosen 20 male mice, weigh them according from lightest to  heavier .
Repeat this process to the balance 20 female mice. Separate last digit



odd number mice into Group A and Even number into group B and the
Finished chart are as below : -

Randomly | o | 47 | 43 | 73 | 86 | 36 | 96 | 47 | 36 | 61
group 1
Male mice
body 18. | 18. | 18. | 18. | 18. | 18. | 18. 19 19. | 19.
. .| 3 4 5 6 7 8 8 2 5
weight (g a
Designate |\ | A | A | A | B |B|B|A|B]| A
d gruop
Randomly | /o | o5 | 63 | 70 | 62 | 23 | 26 | 16 | 80 | 45
group 1
Male mice
body 19. 20 20. | 20. | 20. | 20. | 20. | 20. | 21. | 21.
. .| 6 2 3 5 7 8 8 2 2
weight (g a
Designate | 5 | 5 | A | A | B | A |B|B|B | A
d gruop
Randomly | 97 74 24 67 62 42 81 14 57 20
group 2
Female 18. | 18. | 18. | 18. | 18. | 18. 19 19 19. | 19.
mice body 4 5 6 6 7 9 1 8
weight (g &
Designate A B B A B B A B A B
d gruop
Randomly | 42 53 32 37 32 27 07 36 7 51
group 2
Female 19. | 19. | 19. | 20 | 20. | 20. | 20. | 20. | 20. | 21.
mice body 8 9 9 1 4 4 7 9 2
weight (g &
Designate B A B A B A A B A A
d gruop

Method of medication 6 After group separation ethe group A mice are
given a single dose of 1 ml salt diluted solution directly in to their
stomach through mouth e However, for group B mice each animal s will
be given a single dose of 1 ml diluted E  sulin mixture solution directly

into their stomach (Medicine dosage:  10g/kg of mice body weight & After




this exercise, these mice been place under observation

TestDate 6 9t January 2008

Both group s recorded well condition, no death

Temperature

chang es in food and drink consumption, Movement
normal, shining skin, urine and faeces are

Test Date 6 10t January 2008

Both group s live normal, no casualty
and drink consumption are normal. Both

differences in behavior .

Test Date 6 11t™ January 2008

normal.

Temperature

Temperature

Both groups do not see any differences in te

color, movement, food consumption

Test Date 612t January 2008

Two groups behave normal, no
normal, shining skin, movement, food con

are normal as well

Test Date 6 13t™ January 2008

Two groups behave normal, no

are normal as well.

Test Date 614t January 2008

Temperature

Temperature

Temperature

e

symptom, no big
and activities are

6 18~26 (, Cloudy

Two groups behave normal, no casualty, both group
normal, shining skin, movement, food consumption, urine and faeces

symptoms, movement,
groups do not see any

616~26 (, Clear sky

e

food

613~22 (, Cloudy i

620~26 (, Raining i

rm o f well be ing, skin
, urine and faeces

620~26 (, Raining i

casualty , both group appetites are
sumption , urin e and faeces

casualty , both group appetites are
normal, shining skin , movement, food co nsumption , urine and faeces

69~15 (, Clearsky i

appetites are

are normal as well. At 11am, both groups are weighted and the results
are as follow.
Grouping Body weight aga
GroupA( Female) |27.1 | 24.6 |27.6 | 285 |27.4 |25.6 |27.4 |28.7 | 245 |29.4
Group A (Male) |31.5 |30.8 {315 |30.2 | 31 |30.9 |29.2 |29.5 |31.8 |31.7
Group B(Female) |30.6 | 29.1 |30.5 | 285 |31.6 |23.6 |27.3 | 28.6 | 26.5 | 24.2
Group B (Male) 28.4 314 | 315 |28.6 |31.6 |28.2 |24.1 | 27.6 | 25.7 | 26.7
Group A = No n Medicine Group B =With E sulin




Test Date 6 15t January 2008 Temperature 69~17 (, Cloudy i

Both groups do not see any differences in term of well be  ing, skin
color, movement, food consumption, urine and faeces.

Test Date 6 16t January 2008 Temperature 68~17 (, Cloudy i

Two groups behave normal, no casualty, both group appetites are
normal, Shining skin, movement, food consumption, urine and faeces
are normal as well.

Test Date 617t January 2008 Temperature 6 6~13 (, Dizziling i

Two groups behave normal, no casualty, both group appetites are
normal, shining skin, movement, food consumption, urine and faeces
are normal as well.

Test Date ¢ 18t January 2 008 Temperature & 7~15 (, Cloudy i

Two groups behave normal, no casualty , both group appetites are
normal, shining skin, movement, food con  sumption , urine and faeces
are normal as well.

Test Date 619t January 2008 Temperature 6 11~19 (, Cloudy i

Two group s behave normal, no casualty, both group appetites are
normal, shining skin, movement, food consumption, urine and faeces
are normal as well.

Test Date 620t January 2008 Temperature 6 14~22 (, Cloudy i

Two groups behave normal, no casualty, both group appetites are
normal, shining skin, movement, food consumption, urine and faeces
are normal as well.

Test Date 621t January 2008 Temperature 6 15~21 (, Cloudy i

Two group s behave normal, no casualty, both group appetite are
normal, shining skin, movement, food consumption, urine and faeces
are normal as well.

Test Date 622t January 2008 Temperature 6 10~18 (, Cloudy i



Two group s behave normal, no casualty , both group appetite are
normal, skin are shining and bright, movement, food con sumption
urine and faeces are very good. At 11am, When wei ghted, the results

are as follow :-

Grouping Body weight 4%a!U 6g &
GroupA( Female) | 27.3 | 29.3 [29.9 | 33.3 |34.4 | 295 |32.8 | 26.8 | 32.3 | 31.9
Group A (Male) 36.3 | 339 [36.7 |34.7 | 33 |35.2 (37.7 | 36.4 |35.7 | 36.5
Group B(Female) |30.1 | 27.5 |27.1 |33.4 | 325 |30.7 | 29.3 | 28.9 |29.4 | 26.4
Group B (Male) 38 |37.2 |38.2 |34.3 |36.4 |33.6 |{36.3 | 32.8 | 36.8 | 36.9
Test result analysis o]
During testing period, both group body weight changes comparison
analysis 0
Body weight aga
Before test At 7 days At 15 day s
Group A 19.63+1.00 28.95+2.32 33.18+3.21
Group B 19.62+0.86 28.22+2.55 32.79+3.9
CONCLUSION:
After 2 weeks observation, thereis  no casualty forgroup B (With E sulin),
However both group display healthy shape, skin texture, food
consumption , faeces and urine are normal, movement activities are

pretty good. At the same time, through SPSS11.5 software t
examination discovers , both group body weights are almost the same
when weighted at 3 different  times during the test period. Thus, the
conclusion is that, the test Me dicine “E sulin” is not poisons medicine
(Poisoning measurement >10g/kg animal body weight




