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TOM TAT
Dt vin dé: Chanh day (Passiflora edulis Sims., Passifloraceae) la duoc li¢u phéj bién tai
Viét Nam va da dwoc sw dung voi nhiéu tac dung nhw an than, khang viém, khang khuan,... Tuy
nhién, hién nay chuwa cé nhiéu nghién ciru vé Chanh ddy dwoc cong bo tai Viét Nam. Do dé, dé cé
co s¢ danh gid tiém ndng ung dung cua duoc lieu Chanh day trong diéu tri va hé tro diéu tri bénh
trén nguoi trong tuwong lai, cdc dit liéu vé d an toan cua duwoc ligu ndy can dwoc nghién ciiu day
di. Muc tiéu nghién ciru: Banh gia doc tinh cdp va déc tinh ban truong dién ciia cao chiét
methanol toan phan toan than Chanh déy trén chugt nhdt trding. Doi tugng va phwong phdp
nghién cieu: Quy trinh thir nghzem doc tinh cap va déc tinh ban truong dién dugc tién hanh theo
quy dinh hién hanh. Xac dinh gid tri LDso bang phuwong phdp Behrens va phuong phap Miller-
Tainter. So sanh thé trong, hoat tinh vin dong tw nhién, cdc chi s6 huyét hoc (s6 lwong hong cau,
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bach cau, tiéu cau, hemoglobin, hematocrit), sinh hoa (hoat do ALT, AST, gia tri ure mdu,
creatinin madu), hinh anh dai thé, vi thé gan, thdn chudt giita cdc 16 uéng cao chiét toan than
Chanh ddy va 16 chitng dé danh gia djc tinh ban truong dién cia cao chiét Chanh ddy. Két qu:
Khong xac dinh duoc gida tri LDso cua cao chiét toan phdn toan than Chanh ddy khi cho chugdt
uong déen liéu 5000mg/Kg. Cao chiét toan than Chanh dady liéu 250mg/Kg va 500mg/Kg khong lam
thay doi thé trong, hoat tinh vin ddng tw nhién, chitc ndng tao mdu, chirc ndng gan, thin ca
chudt khi ding thoi gian dai. Két ludn: Cao chiét toan than Chanh ddy khong gay doc tinh cdp o
lieu 5000mg/Kg va khong thé hién déc tinh ban truong dién khi cho chudt uong liéu 250mg/Kg va
500mg/Kg trong 28 ngay.
Tir khéa: Chanh day, Passiflora edulis, déc tinh cdp, doc tinh ban truong dién.

ABSTRACT

EVALUATION ACUTE AND SUBCHRONIC ORAL TOXICITY OF
PASSIFLORA EDULIS EXTRACT IN MICE
Tran Hoang Yen*, Nguyen Hang Thao Nhi, Lam Quang Duc,
Phan Thi Tuyet Nhi, Duong Xuan Chu
Can Tho University of Medicine and Pharmacy
Background: Passiflora edulis Sims. (Passifloraceae), a popular herbal medicine in
Vietnam, has been used with sedation, anti-inflammatory and antibacterial effects. However, little
toxicity data is available regarding its safety. Thus, to evaluate the potential application of
Passiflora edulis in health care and treatment, acute and subchronic toxicity data need to be fully
studied. Objectives: Evaluation of acute and subchronic oral toxicities of total Passiflora edulis
methanolic extract in mice. Materials and methods: The experiment procedures were conducted
according to recent toxicity evaluation guidelines. Results: Passiflora edulis extract did not show
acute toxicity with the maximum dose of 5000mg/kg. The subchronic toxicity study was studied for
28 days at oral doses of 250mg/kg and 500mg/kg. The results showed that Passiflora edulis extract
at doses of 250mg/kg and 500mg/kg being used in 28 days did not have the effects on body weight,
locomotor activity, hematopoietic organs, haematological parameters, hepatic and renal function
of mice. Histopathological examination of vital organs showed normal architecture suggesting no
morphological alterations. Conclusion: Passiflora edulis extract does not cause acute toxicity at
the dose of 5000mg/kg and Passiflora edulis extract at doses of 250mg/kg and 500mg/kg being
used in 28 days do not show subchronic toxicity.

Keywords: Passiflora edulis Sims, acute toxicity, subchronic toxicity, LDso.

I. PAT VAN PE

Ngay nay, viéc nghién ctu va phét trién cac ché pham tir duoc liéu dé phuc vu
cham soc sic khoe con ngudi rat phé bién. Vi ngudn nguyén liéu phong phi va da dang,
Viét Nam la quéc gia c6 tiém nang rat Ion trong linh vuc nay.

Chanh day (Passiflora edulis Sims., Passifloraceae) 1a duoc liéu phé bién tai Viét
Nam va trén thé gioi. Tir 1au, Chanh day da dugc str dung trong céc bai thudc dan gian cua
Viét Nam véi nhiéu tac dung nhu an than, khang viém, khang khuan,....[13]. P4 c6 nhiéu
nghién cttu chiing minh tac dung duoc ly cua loai duoc liéu nay nhu khang viém, khang
ung thu, an than, ting huyét 4p, ha cholesterol mau, khang nam, khéng khuan, chdng oxy
héa [2], [6], [8], [9]. Bén canh d6, dit liéu vé doc tinh cia Chanh day la thdng so quan
trong dé danh gia tinh an toan cua duoc liéu nay va 1a budc dau tién bat budc trong nghién
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ctru phét trién thuéc mai. Tuy nhién, hién tai ¢ Viét Nam va trén thé giéi van chua co
nhiéu nghién ctru hoan chinh va ddy du vé doc tinh cap ciing nhu doc tinh ban trudng dién
ciia Chanh day trén dong vat thi nghiém. Xuét phét tr nhitng ly do trén, chdng tdi tién
hanh nghién ciru doc tinh cép va doc tinh ban truong dién cua cao chiét methanol toan
phan toan than Chanh day trén chudt nhit tring lam co s danh gia tac dung sinh hoc va
tiém ning (ng dung cua Chanh day trong cac nghién cau tiép theo ciing nhu tao tién dé
cho viéc phét trién duoc liéu nay trong twong lai.

IL. POI TUQNG VA PHUONG PHAP NGHIEN CUU

2.1. Péi twong nghién ciru va ddng vat thir nghiém
Déi tugng nghién ciru: cao chiét methanol toan phan toan than cua cdy Chanh day
(CCD).
Pong vat thir nghiém: Chudt nhat trang chung Swiss albino, khoe manh, gidng duc,
5-6 tuan tuoi, 20-25 gram do Vién Vaccin va Sinh pham Y té Nha Trang cung cap. Chuot
duoc nudi gitr trong diéu kién thir nghiém va ché do dinh dudng dong déu gitra cac 16. Bé
chudt 6n dinh 5 ngay trude khi tién hanh thir nghiém.
2.2. Héa chat va thiét bi nghién ciru
Hoéa chat: methanol (Chemsol, Viét Nam); Tween 80 (Delta Chemsol, An Dg).
Thiét bi: bép cach thiy Memmert (Duc); can ky thuat OHAUS Voyager Pro, P =
0,01g, max = 210g (Thyy Si); mdy si€u &m Grant, Dtrc; may sinh hoa Roche Cobas C311
(Roche-Hitachi, Nhat); may xét nghiém huyet hoc Cell Dyn 3200 (Abbott, My), may xt ly
mod tu dong Tissue Tek Rotary (Sakura Seiki, Nhat), may cat md Cut 4050 Low Profile
(MicroTec, Buc).
2.3. Phwong phap nghién ciu
2.3.1. Chuin bi cao chiét toan than Chanh day

Toan than trén cay Chanh ddy sau khi thu hai dugc rira sach, cat nho, phoi kho
dué6i anh niang mit troi trong 7 ngay va sau do nghién nho. Bot than trén cua cay sau khi
nghlen dugc chiét voi methanol bang phuong phap ngdm kiét. Loai bo dung moi chiét
bang may ¢ quay chan khong, sdy dén khéi lwong khong doi thu duge cao chiét methanol
toan phan toan than trén cua cay Chanh day [2].

2.3.2. Nghién ciru ddc tinh cap caa cao chiét toan than Chanh day

Quy trinh danh gia dc tinh cap cua CCD dugc thuc hién theo quy dinh va quy
ché hién hanh vé danh gia doc tinh cap trén dong vat thir nghiém [1], [3], [10], [11].

CCD dugc pha trong hdn hop dung méi gom nudc cat va Tween 80 thanh dang
hén dich véi ti 16 Tween 80 la 3% thé tich.

Thtr nghiém dugc chia 2 giai doan:

- Giai doan tham do: xac dinh dugc liéu tdi da dung nap ma khong lam chudt
chét va liu t6i thiéu 1am chét tit ca cac con chudt thir nghiém.

- Giai doan xac dinh: chudt duoc chia ngéu nhién thanh cac 16, mdi 16 10 con

L6 ching: udng nudc cat.

L6 dung mdi: udng hén hop dung mdi pha CCD.

L6 thir: ubng CCD pha trong hdn hop dung méi ¢ céc liéu khac nhau.
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Theo doi tinh trang chung, hanh vi, hoat dong, an uong, bai tiét, cac biéu hién
bat thuong (neu c6) cua chudt va ghi nhan sb luong chudt chét & mbi 16 trong 72 gio sau
khi dung chét thu nghi¢m. Sau thi nghi€m, tién hanh md va quan sat dai thé gan, than
chudt dé danh gia doc tinh cép ctia CCD trén cic co quan nay.

Xéc dinh gia tri LDso bang phuong phap Behrens va phuong phap Miller- Tainter [1], [3].
2.3.3. Nghién ctru dgc tinh ban truong dién ciia cao chiét toan than Chanh day

Quy trinh danh gia ddc tinh cap cia CCD dugc thuc hién theo quy dinh va quy
ché hién hanh vé danh gia doc tinh ban trudng didn cua chat thir nghiém [1], [3], [4].

CCD @duogc pha trong h6n hop dung m6i nhu quy trinh 2.3.2. Khao sat doc tinh ban truong
dién ctia CCD duoc tlen hanh trong 28 ngay trén 4 16 chudt thir nghiém, mdi 16 20 con.

L6 chung: uong nudc cat.

L6 dung moi: uéng hdn hop dung méi.

Lo thi: udng CCD pha trong hdn hgp dung méi véi lidu 250mg/kg va
500mg/kg.

Chu¢t dugc cho uéng nude cat, hdn hop dung mo61 hodc CCD pha trong hdn hop
dung moi 1 1an/ngay vao budi sang trong 28 ngay voi thé tich 0,1mL/10g thé trong. Theo
doi tinh trang chung cta chudt vé thé trong, muc tiéu thy thirc n, kha ning hoat dong,
tinh trang phan, nudc tiéu, 16ng,...

Sau 28 ngay, tién hanh mé va ldy mau chudt dé danh gia chiic niang tao mau
thong qua xét nghiém huyét hoc (sd lugng hong cau, bach ciu, tiéu ciu, hemoglobin,
hematocrit) va xét nghiém sinh hoa (hoat d0 ALT, AST, gia tri ure mau, creatinin mau);
boc tach gan va than dé danh gia anh huong ciia CCD trén cac co quan gan, than cta chudt
thi nghiém & mirc d6 dai thé va vi thé [17, [3], [4].

So sanh cac thong s6 khao sat giita cac 16 udng dung méi va CCD véi 16 ching
nuée dé danh gia doc tinh ban trudng dién ctia chat thir nghiém.

2.3.4. Phuong phap xir Iy s6 liéu

Dir liéu duoc trinh bay & dang s6 trung binh = SEM. S6 liéu dugc thong ké va do
thi duogc vé béng phﬁn mém Microsoft Excel 2013. Su khac biét gitra céc 16 thir nghiém duoc
so sanh bang phép kiém T-test. Khac biét dugc xem 1a c¢6 y nghia théng ké khi p < 0,05.

III. KET QUA NGHIEN CUU

3.1. Panh gia ddc tinh cip ciia cao chiét toan thin Chanh day CCD
Bang 1. Két qua thir nghiém doc tinh cap cia CCD ¢ giai doan tham do

L6 thir nghiém (n=6) Chit thir nghiém S6 chudt chét (con)

1 CCD 2500mg/kg 0

2 CCD 3000mg/kg 0

3 CCD 3500mg/kg 0

4 CCD 4000mg/kg 0

5 CCD 4500mg/kg 0

6 CCD 5000mg/kg 0

Bang 2. Két qua thir nghiém doc tinh cdp caa CCD ¢ giai doan xac dinh

Lo thir nghiém (n=10) Chit thir nghiém S6 chudt chét (con)

1 Nude cat 0

2 Dung moi 0
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L6 thir nghiém (n=10) Chit thir nghiém S6 chudt chét (con)

3 CCD 5000mg/kg 0

Qua giai doan tham do va giai doan xac dinh, nhan théy da do liéu CCD tir
2500mg/kg dén lidu toi da co thé cho chudt ubng 1a 5000mg/kg, két qua khong co chudt
chét. Dong thoi, cac 16 ching ubng nude cat va 16 uéng hdn hop dung méi ciing khong cd
chudt chét.

Quan sét trong 72 gio sau khi cho chudt udng cac chat thir nghiém, khdng ghi nhan
dugc céc diu hiéu bat thuong caa doc tinh cip, chudt van in udng va hoat dong binh
thudng va khdng c6 chudt chét o tat ca céc 16 th nghiém, do d6 chua xac dinh duoc LDso
cua CCD.

Lo thi nghiém Nuéc cat Hon hop dung méi CCD 5000mg/Kg

Théan

- & &
£ - »

Trén tat ca cac chudt thir nghiém, khdng ghi nhan c6 su thay dbi hinh théi dai thé
gan, than so véi 16 ching nude. Cac co quan gan va than mau do6 tuoi, bé mat lang min,
khéng phii né hay sung huyét, khéng phat hién c6 dau hiéu bat thuong hay ton thuong.

3.2. Panh gia dgc tinh ban truang dién cia cao chiét toan than Chanh day
3.2.1. Két qua vé trong lweng chudt

—e—NUGOC —®— TWEEN —#&—250 ——500

Ngay 1 Ngay 7 Ngay 16 Ngay 28

|
Hinh 1: Trong luwong chudt (gam) trong thir nghiém doc tinh

ban truong dién caa CCD
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Trong lwong chudt & cac 16 déu ting sau 28 ngay thir nghiém doc tinh ban truong
dién cua CCD.

Tai ngay thar 28, 16 chudt uéng hdn hop dung mai cé trong lugng thip hon 16 CCD
va 16 nuéc véi sy khac biét co ¥ nghia thdng ké (p < 0,05). Bong thai, trong luong cua 16
nuéc khong khac biét véi 16 CCD 250mg/kg nhung thdp hon va khac biét co6 y nghia
théng ké véi 16 CCD 500mg/kg (p < 0,05).

3.2.2. Két qua vé hoat tinh van ddng tw nhién cia chudt

Bang 3. S6 6 di chuyén va sé 1an van dong bat thuong ctaa chudt trong thir nghiém doc
tinh ban truong dién cia CCD

L6 thir nghiém | Nuéc cat ‘ Hén hep dung moi | CCD 250mg/kg | CCD 500mg/kg

S6 6 chudt di chuyén

Trudc thir nghiém 406,83+25,06 423,8+40,79 389,6+33,2 423,9+27,97

Ngay thu 14 356,8+51,73 374,8+25,86 372,22+30,68 365,29+35,21

Ngay thir 28 230,2+£23,84 250,2+£22,87 247+12,65 254,43+21,79
S6 1an van dong bat thuong

Trudc thir nghiém 32,6+2,8 34,2+3,57 31,4+3,03 32,8+4,34

Ngay thir 14 25,212,25 31,412 47 29,66x0,92 33,4246,13

Ngay thir 28 15+2,2 18,2+2,21 19+2,18 19,71£1,57

Sau 14 ngay va 28 ngay thur nghiém, tong s 6 di chuyén va sb lan van dong bat
thuong cua tat ca cac 16 chudt déu giam so véi thoi diém trude khi thir nghiém. Tuy nhién,
su khéc biét nay khong c6 y nghia thong ké.

3.2.3. Két qua xét nghiém huyét hoc va sinh héa
Bang 4. Két qua xét nghiém huyét hoc va sinh héa cua cac 16 trong thir nghiém doc tinh
ban truong dién caa CCD

L6 thir nghiém Nuéc cat H&n hep dung mdi |CCD 250mg/kg | CCD 500mg/kg
Hemoglobin (g/L) 15,12+0,33 15,33+0,26 14,71+0,31 14,76+0,4
Hematocrit (%) 42+0,72 43,6+0,71 43,28+0,88 41,5+1,82
Hdng cau (10'4/L) 8,96%0,15 8,59+0,08 9,05+0,2 8,69+0,29
Bach cau (10%L) 8,6+0,47 5,83+0,42 7,740,52 8,36+0,38
Tiéu cau (10%L) 1157,4+64,21 845,66+25,45 885,77+39,2 1028,67+41,63
Hoat &6 ALT (U/L) 146+15,71 108,7+6,4 128,3+10,5 138+26,28
Hoat d6 AST (U/L) 188+6,84 86,67+7,07 175,1+17,36 148,7+34,42
Ure mau (mmol/L) 4,94+0,3 6,3+0,74 5,57+0,36 4+0,41
Creatinin (umol/L) 44,2422 43,13+0,6 44,16+0,93 41,16+1,03

Céc chi s huyét hoc gom hemoglobin, hematocrit, s6 lwong hong cau, bach cau,
tiéu cAu va céc chi s6 sinh hda gébm hoat do ALT, AST, ure, creatinin ¢ c4c 16 thir nghiém
déu nam trong gidi han binh thudng cua chudt [4], [7] va cac chi sé nay khong khéc biét
¢6 y nghia thdng ké so véi 16 ching sau 28 ngay chudt sir dung CCD.
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3.2.4. Két qua giai phau md hec gan va than

L6 thir nghiém Nuére cat Hon hop dung méi | CCD 250mg/kg | CCD 500mg/kg

- > ® & @
" - ® @ W

Hinh 2: Hinh anh dai thé gan va than chuét & céc 16 trong thir nghiém doc tinh ban trudng
dién cia CCD
Trén tat ca cac chudt thir nghiém, nhan thay khong c6 su thay doi hinh thai dai thé
gan, than so véi 16 chimg. Cac co quan gan va than mau do6 tuoi, b& mat lang min, khéng
phl né hay sung huyét, khdng c6 dau hiéu bat thuong hay bi ton thuong.
Lo thir nghiém Nudc cat Hon hop dung méi | CCD 250mg/kg | CCD 500mg/kg

Gan

Théan

Hinh 3: Hinh anh vi thé gan va than chudt ¢ cac 16 trong thtr nghiém doc tinh ban truong
dién cia CCD

Hinh anh vi thé gan cho thiy sau 28 ngay, cac té bao gan déu binh thuong, céc té
bao tiéu thly, khoang cira gan c6 hinh thai binh thuang, khdng sung huyét, khong co hién
tugng viém, xo hay hoat tir t& bao gan. Hinh anh vi thé than ciing cho thay vi cau than,
6ng than, mo ké& & cac 16 chudt thir nghiém c6 hinh thai binh thuong, khéng cé hién tuong
viém, xo, dng than khéng c6 tén thuong, khong sung huyét.
IV. BAN LUAN

4.1. Panh gia doc tinh cip ciaa cao chiét toan than Chanh day
Trong thir nghiém nay, nhan thiy da thir dén liéu téi da CCD c6 thé pha dugc vao

hdn hop dung moi va cho chudt uong 1a 5000mg/kg nhung van khdng ¢ chuot chét.
Trong 3 gio dau sau khi dung thuoc khéng ghi nhan céac dau hiéu bat thuong cua doc tinh
cap trén chuot nhu co giat, tho gip, rung l6ng,..., chudt van an uong va hoat dong binh
thuong. Tiép tuc theo ddi trong 72 gid, nhan thiy tat ca chuot con sdng, khoe manh va co
c4c biéu hién binh thuong. Theo phan loai doc tinh cia GHS va huéng dan caa OECD thi
nhitng chat ¢ gia tri LDso > 5000mg/kg dugc coi l1a chat gan nhu khong doc [10], [14],
[12]. Két qua nay cho thiy CCD an toan cho dong vat & mac lidu khao sat 1a 5000mg/kg.
Quan sat dai thé dé danh gia chung vé tinh trang ton thuong ctia cac co quan. Két qua
quan sat dai thé gan, than chudt ¢ cac 16 thir va chiing khong thiy c6 sy bat thuong hay
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tén thwong ndo. Hinh dang, mau sic gan, than ¢ céc 16 thi nghiém déu binh thuong va
khong c6 su khac biét. Qua d6 chiing to CCD lidu 5000mg/Kg thé trong khong 1am anh
huong dén dai thé cia cac co quan gan va than caa chudt thi nghiém.

4.2. Panh gia doc tinh ban truwong dién cia cao chiét toan than Chanh day

Liéu thu nghiém doc tinh ban truong dién thuong tir 1/20-1/5 gid tri LD50, vi vay

chat thir nghiém CCD duoc sir dung véi 2 muc liéu 1a 250mg/kg va 500mg/kg [3].
Trong luong & cac 16 déu ting sau 28 ngay, tuy nhién trong lugng cua chudt ¢ cac 10 thu
nghiém khdng khac biét cé ¥ nghia théng ké so véi 16 ching. Viéce ting can cta chudt pha
hop Véi giai doan phét trién, dong thoi ching to chét thir nghiém chwa anh huéng dén sy
phat trién chung cua chudt & céc lidu khao sét.

Khong c6 su khéc biét co ¥ nghia thong ké gitra 16 thir va 16 udng hdn hop dung méi voi
16 chimg vé s6 6 di chuyén ciing nhu s6 1an van dong bat thuong. Viéc giam s lan di chuyén
cua chudt sau 28 ngay khao sat ¢ thé 1a do thir nghiém dugc I3p lai nhiéu lan, chudt tro nén
quen thudc voi méi trudng, it c6 xu hudng khdm pha, tim kiém nhu giai doan dau tiép xdc. Tir
d6 c6 thé thady CCD khong anh hudng dén hoat tinh van dong tu nhién caa chudt.

Két qua xét nghiém huyét hoc cho thay chi s cia cac 16 thir nghiém déu nam trong
khoang tri s6 sinh ly binh thuong cua chudt [4], [7]. CCD ¢ 2 Ileu 250mg/kg va 500mg/kg
khong 1am thay d6i s6 lwong bach cau, hong cau va tiéu cau trong 28 ngay. Diéu nay
chting t6 CCD khdng anh huong dén chirc nang tao mau khi dung trong thoi gian dai.

Két qua xét nghiém sinh héa cho thay hoat do AST, ALT va nong do ure mau va
creatinin trong huyét thanh & céc 16 chugt 6n dinh va déu nam trong khoang gia tri binh
thuong [4], [7], khdng c6 sy thay dbi co ¥ nghia duoc thdy & tat ca cac 16 thir va cling nhu
16 chiring sau 28 ngay ubng CCD. Két qua thi nghiém chting to CCD khdng anh huong dén
chie ning gan va than cua chudt thir nghiém khi udng lién tuc CCD trong 28 ngay.

Sau 28 ngay, chua ghi nhan bat thuong vé dai thé va vi thé gan, than chuot thu
nghiém, tir d6 cho thiy CCD khong gay t6n thuong gan, than chudt.

Cac két qua thu dugc da thé hién su twong dong véi cac nghién cau trén thé gidi.
Chiét xuat methanol tir hat Chanh day liéu 5000mg/kg hay dich chiét 14 Chanh day liéu
2000mg/kg khong gay doc tinh cap trén chudt nhat trang, chudt khdng co cac dau higu bat
thuong vé than kinh va hanh vi [5], [6]. Bén canh do, dich chiét nudc 14 Chanh day lidu
400mg/kg ciing thé hién tinh an toan trén chuc ning tao mau va khong gy doc cho gan,
than chudt khi st dung trong 7 ngay [6].

V. KET LUAN

Poc tinh cap: CCD an toan vai chudt khi cho udng lidu t6i da c6 thé dua vao da
day chuot 1a 5000mg/kg. CCD 5000mg/kg khong gay chét chuot va khéng anh huong dén
dai thé gan, than caa chuot thir nghiém.

Poc tinh ban trwdong dién: CCD lidu 250mg/kg va liéu 500mg/kg udng lién tuc
trong 28 ngay khéng anh huong dén thé trang chung, trong lwong, hoat tinh van dong tu
nhién, chirc nang tao méu, chirc ning gan, than va mod bénh hoc (mirc d6 dai thé va vi thé)
cua chudt thu nghiém.
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