TRUNG TAM CHAN POAN CONG HOA XA HQI CHU NGHIA VIET NAM
THU Y TRUNG UONG Dic 1ap — Ty do — Hanh phiic
Sé: b2 /CP-VR

V/v: Bdo cdo thir nghiém chat sdt

trung Greenscept
BAO CAO PHAN TiCH KET QUA THU NGHIEM TAC DUNG CUA

CHAT SAT TRUNG GREENSCEPT
POI VOI VIRUS DICH TA LQON CHAU PHI

Ha Néi, ngay 12 thang 8 nam 2020

1. Noi dung
Panh gi4 tac dung cua chit sat tring GREENSCEPT, san xuét va phan phéi
boi Cong ty TNHH Cong nghé sinh hoc Tenabio Viét Puc (TENABIO
LLC),trong vi€c ti€u diét virus gdy bénh Dich ta lon Chau Phi dé ap dung
trong phong chong dich bénh. Chat sat tring sir dung & nong do 100 ppm
v6i thoi gian tiép xtc 5 phat, 15 phat; 30 phit va ty 1é thé tich tiép xuc 5
phan st tring/ 1 phén virus.

2. Nguyén vit li¢u:

- Chét sat tring GREENSCEPT véi ndng do 100 ppm. Thanh phan chinh cua
chat sat trungla HCIO.

- Té bao PAM (Té bao dai thuc bao phdi lon).

- Hon dich chira virus gdy bénh Dich ta lon Chau Phic6 ndng d¢ virus dat 10°
HADS50/ml.
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3. Phuong phap thir nghi¢m:

- Chét sét tring thir nghiém duoc cung cap & ndng d6 100 ppm

- Tron dung dich sat tring véi hdn dich virus ASF theo ty 1& thé tich 5 phén
dung dich sat tring/1 phan hén dich virus(vi du:500 ul dung dich sat tring /
100 ul hdn dich virus), cho tac dung trong thoi gian 5 phut, 15 phutva 30
phut rdi chuyen toan by vao giéng nudi té bao PAM (Pi c6 sin 1.4 ml
MEM). Nong do chét sat trung khi tiép xtc véi virus ASF 1a 100 ppm va khi
tiép xuc voi té bao PAM la 25 ppm.

- Bb sung hong cau lon theo quy trinh thuc hién phan tmg HAD (hdp phu
héng cau lgn).

- Nudi cdy té bao trong 7 ngdy tiép theo & 37°C trong tu 4m CO,. Kiém tra dia
nudi hang ngay dé phat hién HAD trong céc giéng.

- Thu hoach dich nudi ngay sau khi géy nhiém va ngay thir 7 sau giy nhiém
dé xét nghiém dinh lugng virus ASF bing Realtime PCR.

4. Tiéu chi danh gia:

- Danh gia kha nang nhan Ién cia virus sau khi chiu tic dung cua chat sat
tring & cac nong do trong cac khoang thoi gian thong qua vige xuét hién
bénh tich dic trung (HAD — hdp phu hong cau)
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Péanh glé tdc dung cua chét st trung qua so sénh nong do DNA cua virus
trong giéng trude va sau khi nudi céy (phan tng Realtime PCR x4c chén).

. Két qua thir nghiém.

Tdc dpng ciia chit sdt trung lén té bao PAM:
Sau 7 ngdy nudi cdy, té bao PAM va té bao hdng cu trong cdc gleng d01
ching c6 chat sat tring van & trang | thai binh thubng Piéu nay cho thay chét
sdt trung & ndng d¢ 25 ppm khi tiép xic v6i té bao khong lam anh huéng
dén té bao.
Tdc dpng ciia chdt sdt tring Ién sw phdt trién ctia virus ASF:

Bang 1: Két qua nudi cy té bao:

Tiép xuc 5 phut | Tiép xuc 15 phat | Tiép xuc 30 phut
ST+ VR Am tinh Am tinh Am tinh
D6i chimg ST TB binh thuong | TB binh thuong | TB binh thuong
Déi chimg VR Duong tinh

(ST = chat sdt tring; VR = virus)

- Sau 7 ngay nuodi céy, cac giéng chira hdn hop chét sét tring — virus khong
xuit hién bénh tich té bao dic trung cua virus Dich ta lon Chau Phi.
Trong khi gleng doi chimg virus ¢6 bénh tich hép phu hong cau dic trung,
chimg t6 virus nhén 1én t6t trong cac gleng khéng c6 chat sat tring.

Bang 2: Két qua dinh lugng virus bang Realtime PCR:

Tiép xtc 5 phat | Tiép xtc 15 phat | Tiép xtc 30 phut
ST+VR ngay 0 26.85 27.00 27.46
ST+VR ngay 7 32.47 31.31 33.12
Péi chimg VR ngay 0 26.98
Péi chimg VR ngay 7 18.94
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(ST = chat sdt tring; VR = virus)

- Két qua dinh lugng virus ASF bing phan ung Realtime PCR cho thdy &

ngay 0 (ngay sau khi nhiém virus) gla tri Ct cia cdc miu hdn hop sat
trung — virus twong duong vdi mau virus ddi chimg & cung thoi diém.
Diéu nay chimg té chit sat tring khong c6 tic dung phé huy DNA cua
virus ASF.

- Sau 7 ngy nudi cdy. ham lugng DNA trong céc giéng sét trung — virus

khong tang 1én ma con giam di (gia tri Ct trong khoang 31 — 33), cho thay
virus khong thé nhén 1én dugc trong cac giéng nay. Trong khi d6, gia tri
Ct ctia miu dbi ching virus giam xuong con 18.94, tirc 1a lugng virus da
tdng 1én khoang 2% 1an so voi ban dau

- So sanh gitra cac khoang thoi gian tiép xuc, gia tri Ct tuong duong nhau &

cé 2 thoi diém 14y mAu. Piéu nay cho thdy chét sat tring c6 kha nang vo
hoat virus & mirc do nhu nhau khi tiép xtc véi virus trong 5 phit, 15 phut
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hodc 30 phut. Hay n6i cach khac, 5 phut 13 thoi gian tiép xuc tdi thiéu dé
chét st tring c¢6 thé v6 hoat virus ASF.

6. Két luén:
- Chat sat trung Greenscept ¢6 kha néng v6 hoat virus ASF khi sir dung &
nong do 100 ppm véi ty 18 tiép xtc 5 phdn sét tring / 1 phan virus.

; - Chiét st trung Greenscept khong gy anh hudng 1én te bao PAM va té bao
- hong cau lon khi tiép xuc v6i cac loai té bao nay & ndng do 25 ppm.

i - Chit sat trung Greenscept c6 thé v6 hoat virus ASF trong thoi gian tiép

1 xuc tdi thiéu 1a 5 phut.

| - Chét sét trang Greenscept khong thé hién kha ning pha huy DNA cua

; virus ASF.
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CUCTHU Y ] CONG HOA XA HQI CHU NGHIA VIET NAM
TRUNG TAM CHAN DOAN Poc lap - T do - Hanh phic
THU Y TRUNG UONG
S6:505YCP-XN Ha Ngi, ngay 12 thang 8 ndm 2020

PHIEU TRA LOI KET QUA XET NGHIEM

(Két qua chi cé gid tri v6i mau xét nghiém)
Kinh giri: Cong ty TNHH Cong nghé sinh hoc Tenabio Viét Dirc

L Thongtm chung:

- Loai mau: Dung dich chat sét tring; Dich nuéi te bao

-Sé lugng mau: 10 mau lam Realtime PCR; 10 mau phan lap virus

- Loai bénh phdm: Dung dich chét sat tring; Dich nudi té bao

- Loai vacxin da dung:

- Ngay lay mau 03 —10/8/2020

- Ngay nhén mau: 03 — 10/8/2020

- Noi guri mau Cong ty TNHH Cong nghé sinh hoc Tenabio Viét Dirc

- Noi lay méu: Trung tdm lay mau_

- Tinh trang bénh pham: Pat yéu ciu xét nghiém
IL. Chi tiéu va phwong phap xét nghiém:

- Chi tiéu xét nghiém: Phan 14p virus (10 mau); Phét hién virus ASF (10 mau)

- Phuong phép xét nghiém: Phan 14p virus trén té bao; Phat hién virus ASF bing phuong
phap Realtime PCR

- Ngay xét nghiém: 03 - 10/8/2020

~ KETQUA

(4.1.1) Phat hién virus ASF bang phuong phéap Realtime PCR: Duong tinh 10/10

mau xét nghiém

(4.1. 18) Phén 1ap virus ASF trén té bao: Duong tinh 03/10 mau xét nghiém

II1. Két ludn: (Chi tiét xem Bao cdo phan tich két qua dinh keém)

S201662A

Noi nhgn: Q.G GIAM pOC
- Nhu trén; :
- Luu TH.

Q. GIAM POC

Ng6 Vi Biss

Tru s¢ chinh: Thon Tan Trung Chia - xa Hién Ninh - Séc Son - Ha N¢i. Tel: 0243.2012.481

Viin phong giao djch: S6 11-Ngé 78-Giai Phéng-Péng Pa-Ha - Ngi. Tel: (024) 38686083

Hotline: 0866650255; Fax: (024) 3868 6813; Email: tiepnhanmau@gmail.com hodc benhlykysinhtrung@gmail.com
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NATIONAL CENTER FOR SOCIAL REPUBLIC OF VIETNAM
VETERINARY DIAGNOSIS

No.: [b2 /CDP-VR

Ref.: Efficacy of disinfectant on )
ASF virus. Ha Noi,

Independence — Freedom - Happiness

August 2020

REPORT ON EFFICACY TEST OF GREENSCEPT DISINFECTANT

AGAINST AFRICAN SWINE FEVER VIRUS

. Content:

Evaluation of the disinfectant efficacy (named as GREENSCEPT) in
inactivating African Swine Fever Virus for application in disease
prevention. Disinfectants used at concentration of 100 ppm.

Evaluation of the efficacy of disinfectant when exposed to virus for 5
minutes, 15 minutes and 30 minutes at 25°C. The treated mixture
followed the volumetric ratio of 5 part of disinfection and 1 part of virus
suspension.

. Materials:

Disinfectants manufactured and distributed by Viet Duc Tenabio
Biotechnology Co. Ltd (TENABIO LLC), using at the concentration of
100 ppm.Main active ingredient of disinfectant is Hypochlorous acid
(HCIO)

PAM cell (Porcine alveolar macrophages).

The ASF virus suspensionwhichwas titrated at 10° HADs¢/ml.

. Test methods:

The disinfectant were used at the concentration of 100 ppm when
exposure to ASF virus..

ASF virus suspension was treated with the volumetric ratio of 5 part of
disinfection solution and 1 part of virus suspension (500 ul and 100 ul,
respectively), kept for exposure in different periodsof 5 minutes; 15
minutes and 30 minutes at 25°C and then transferredall to PAM culture
well-plate (with 1.4 ml MEM in well). The final concentration of
disinfectant when exposed to PAM was 25 ppm.

Pig red blood cells suspension was added to cells following HAD
(Heamadsorption) procedure.

Cell culture for next 7 days at 37°C in 5% CO2 incubator. Check the
culture plate daily for HAD in wells.

Harvest MEM in wellsatt Day O(immediately after inoculation) and Day 7
to quantify the amount of ASF virus by Realtime PCR.

. Evaluation criteria:
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- Evaluation of the viral multiplying after being treated by the
disinfectantsas in protocol, through the appearance of specific cytopathic
effects (HAD - Heamadsorption).

- Evaluation the effect of disinfectants by comparing the DNA
concentration of ASF virus before and after culture (Realtime PCR
method).

5. Test results:

a. The effect of disinfectant on PAM cells:

After 7 days of culture, in the well of disinfectant control, PAM and pig
RBCs were normally. There was nophenomenon of abnormal dead cells
or morphological changes due to the activeness of disinfectant. It meant
that Greenscept disinfectant did not affect to cell culture when exposure
with the final concentration of 25 ppm.
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/ b. The effect of disinfectant on the ASF virus replication:

: Table 1: Results of cell culture:

4 Result of cell 5 mins of 15 mins of 30 mins of
z culture exposure exposure exposure

4 Disinfectant + Virus | HAD negative HAD negative HAD negative
$§ Disinfectant control Cells grew Cells grew Cells grew
? normally normally normally

3 Virus control HAD positive

- After 7 days of incubation, no HAD was observed in wells which

inoculated by treated virus, indicating that the virus did not replicate after
A exposure with the disinfectant. While the virus control (without treatment)
formedthe specific cytopathic effects ofmultiplied ASF virus.
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7 Table 2: Results of virus quantitation by Realtime PCR:

3 HA Results of quantitative Sminsof | 15 minsof | 30 mins of
',; ,Zgb Realtime PCR (Ct value) exposure exposure exposure
;fj }:”/ Disinfectant + Virus (Day 0) 26.85 27.00 27.46
/ s Disinfectant + Virus (Day 7) | 3247 3131 33.12
/; Virus control (Day 0) 26.98

]
A Virus control (Day 7) 18.94

- The result of virus quantitative by Realtime PCR showed that:

At Day 0 (immediately after inoculation), the Ct value of the mixtures of
virus — disinfectant was equivalent to the Ct value of virus control. This
suggested that the disinfectant may not decompose the DNA of the virus.
At 7 days after inoculation, the amount of viral DNA in disinfectant —
virus wells did not increase (Ct values in range of 31-33). This
demonstrated that the virus did not replicate in wells with disinfectant. In
comparison to virus control, Ct value was 18.94, meant that the amount of
virus increasedabout 2* times.
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Disinfection exposure time of 5 minutes or 15 minutes or 30 minutes gave
the same results. That meant the minimum exposure time was 5 minutes
(in this test) for disinfectant to inactivate the virus.

Conclusions:

Greenscept disinfectant (used at 100 ppm) could inactivate ASF virus
when mixed with the volumetric ratio of 5 part of disinfectant solution
and 1 part of virus suspension.

The disinfectant could not give the effectiveness to PAMs and pig RBCs
when exposed to cells at final concentration of 25 ppm.

The minimum exposure time (in this test) for disinfectant to inactivate the
ASF virus was 5 minutes. The results were similar when the exposure
time increased to 15 minutes or 30 minutes.

The disinfectant could not decompose DNA of ASF virus.
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