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PAT VAN BE

Ung thu da va dang dugc xem la can bénh cta xa hdi thoi hién dai.
Cung véi cac yéu td di truyén, céc loai hoa chét doc hai tir cac san phém
gia dung, tia cyc tim, khoi bui cong nghiép, méi truong sdng bi 6 nhiém,
théi quen sinh hoat thiéu khoa hoc, udng nhiéu bia ruou, hit thudc 14...
da day nhanh sd ca mic bénh ung thu trén toan thé giéi. Dé didu tri ung
thu, Y hoc hién dai (YHHD) c6 nhiéu phuong phap hi¢u qua. Nhiéu vi
thude, bai thudc YHCT c6 tac dung hd trg diéu tri ung thu & 2 khia
canh: ting cuong dap tng mién dich cua co thé va trc ché sy phat trién
ctia khéi u. Su két hop gitta YHHD va Y hoc ¢6 truyén (YHCT) trong
diéu tri ung thu da phat huy duoc thé manh cua cac thubc YHCT va
han ché dugc t6i da cac tac dung khong mong mudn cua cac phuong
phap YHHD. Mot trong nhirng hudng nghién ctru hién nay cua YHCT
la tim cac chit thao dugc ngudn gbc thién nhién cé tac dung ting
cudng mién dich va wc ché su phat trién cua té bao ung thu. Cay soi
rimng 12 moét vi thuéc nam sin c6 & cac ving mién ndi cua Viét Nam,
duoc céc tai liéu nudc ngoai ghi nhan ¢ tac dung hd tro diéu tri mot sb
loai hinh ung thu. O Viét Nam, cho dén nay chwa c6 nghién ciru day
du nao vé tic dung nay cua ciy. Liéu cdy soi rimg Viét Nam c6 tac
dung nhu cdy so6i rimg & nude ngoai hay khong? Dé tra 101 dugc phan
nao ciu hoi trén, ching toi tién hanh nghién ctu vé cay soéi rimg véi
cac muc tiéu sau:

1. Xdc dinh dic tinh cdp va ban trwong dién ciia com cdy soi rirng.

2. Ddnh gid tic dung khdng u rin sarcoma 180 ciia com cdy séi rirng
trén chugt nhit.

3. Khdo sdt dnh hwéng ciia com cdy séi rieng trén ty Ié té bao TCD3,
TCD4, TCDS, néng do IL-2 va TNF a cua chudt mang u Fin
sarcoma 180.
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NHUNG PONG GOP MOI CUA LUAN AN

Y nghia khoa hoc

Lan du tién tai Viét Nam, nghién ctru tic dung cua ciy soi rimg trén
mo hinh ung thu thyc nghiém dugc tién hanh, la tién dé cho cac nghién
ctru tiép theo theo hudng tim hiéu co ché chong ung thu cua thude.

Y nghia thye tién

Dé tai da cung cap nhitng chimg ctr khoa hoc vé doc tinh, tic dung
khang u sarcoma 180, ting cudng mién dich cta cém ciy séi rimg trén
dong vat thuc nghiém, 1a co s& cho cac img dung thuc tién ciia cly soi
rung tai Viét Nam, tranh hién tuong chay mau duoc ligu.

Nhirng dong gép méi
= V& djc tinh ciia com cay soi ring

- Poc tinh cap: Pa xac dinh dugc LDs, bang dwong ubng cia cdm cay
s6i rirng 1a 72,090 (65,018 — 75,626)g duoc liéu/kg trén chudt nhit.

- Poc tinh ban truong dién: so v6i nhom chimg, cdm cay soi rimg lidu
0,69 va 3g/kg thé trong udng trong 8 tudn gy bién doi hinh thai vi thé cua
gan tho voi cac mirc d§ khac nhau, 1am ting hoat d0 AST, ALT trong
huyét thanh (p < 0,05) nhung khong anh hudong dén chirc ning khac cua
gan, chirc ning tao mau, chtrc nang va hinh thai dai thé, vi thé than tho
(p > 0,05).

» V¢ tic dung khdng u rin sarcoma 180 ciia com cdy séi rieng trén
chugt nhit

- Cbm cay soi ring voi cac lidu Sg/kg, 10g/kg va 20g/kg thé trong
chudt c6 tac dung trc ché sy phat trién khéi u thyc nghiém. Thoi gian séng
thém ciia chudt mang khoi u sarcoma 180 di ting 1én so vai 16 chimg (p
< 0,05 ) khi uéng cém cay soi ring liéu 5g/kg thé trong.
= Vé tic dung ciia com cdy s6i rieng déi véi 1y 1¢ té bao TCD3, TCDA,

TCDS8, IL-2va TNF-a trén chuit nhiit mang u rin sarcoma 180:

- COm cay so6i rimg lidu 5g/kg thé trong 1am tang trong lugng tuyén e
tuong ddi, trong luong lach twong ddi, ting sinh té bao lympho trén vi
thé tuyén trc, lach so véi 16 chimg (p < 0,05).



3

- Ty 1 té bao lympho TCD3, TCDS, nong d6 IL-2, TNF-o cia chudt
ubng cdm cay soi rimg 5g/kg thé trong ting co y nghia thong ké so véi 16
ching (p < 0,05), ty 18 té bao TCD4 c6 xu huéng giam so voi voi 16
ching nhung khong c¢6 ¥ nghia thong ké (p > 0,05).

CAU TRUC LUAN AN

Luan an gom 128 trang, trong d6 dat vin dé 2 trang; Chuong 1. Tong
quan 33 trang; Chuong 2. Nguyén liéu, ddi twong va phuong phap nghién
ctru 17 trang; Chuong 3. Két qua nghién ctru 39 trang; Chuong 4. Ban
luan 34 trang; Két luan 2 trang; bé xuét 1 trang. Co6 205 tai liéu tham
khao da dugc st dung, trong do 84 tai li€u tiéng Viét, 16 tai liéu tiéng
Trung, con lai 1a tiéng Anh. Luan an dugc trinh bay va minh hoa thong
qua 23 bang, 6 hinh v&, 3 so dd, 7 biéu do va 31 anh.

Chuong 1
TONG QUAN TAI LIEU

1.1. Ung thw va dap Gmg mién dich trong ung thw
1.1.1. Nguyén nhén va co ché bénh sinh

Ung thu 12 bénh 4c tinh cia té bao, trong d6 cac t& bao ung thu ting
sinh nhanh, v6 t6 chtc va thudng xam 1an vao cac to chirc xung quanh
lam rdi loan chirc ning ciia cac to chlic co quan ndy. Nguyén nhan giy
ung thu gdm nhom nguyén nhan bén ngoai (tac nhan vat 1y, hoa hoc, sinh
hoc) va nhém nguyén nhan bén trong (noi tiét to, gbc tu do, yéu tb di
truyén...). Da s6 ung thu 1a do dot bién DNA & té bao gdc khi té bao tiép
xuc véi cac yéu td gy ung thu va do sai 1éch sy tai sao chép DNA bén
trong té bao, lién quan dén 4 nhom gen: gen gy ung thu, gen trc ché ung
thu, gen diéu hoa chét té bao theo chuong trinh va gen stra chita DNA.
1.1.2. Diéu tri ung thw

Ung thu 1d mdt cin bénh phét trién trong mot thoi gian tuong ddi
dai ké tir khi khoi phat nén viéc diéu tri bénh dugc thuc hién cang
sém cang tot. Con khi bénh & giai doan di can thi viéc diéu tri s& rat
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kho khin va ty 1é tir vong cao. C6 nhiéu phwong phéap diéu tri ung thu
nhu phau thuat, héa tri, xa tri, liéu phap hormon, liéu phap sinh hoc
(mién dich), diéu tri trang dich va ghép té bao gbc. TUy ting giai doan
ung thu ma chon phuong phap diéu tri thich hop hodc phdi hop céc
phuong phép.
1.1.3. Ddp trng mién dich trong ung thuw

Khang nguyén ung thu khi c¢6 mit trong co thé s& chiu sy kiém soat
cua hé théng mién dich. Cac té bao hiéu tmg mién dich khong dic hiéu
(dai thyc bao, tiéu thuc bao, té bao giét ty nhién NK) gy doc té bao lam
cho té bao ung thu ly giai hodc bi kim ham, trc ché phat trién. Dap tmg
mién dich dich thé tham gia vao pha huy cac té bao ung thu thong qua su
hoat hoa bo thé va gay doc té bao phu thudc khang thé bai cac té bao NK
(nature Killer). Té bao T gy doc (Tc) ¢o vai tro quan trong trong dép tmg
mién dich chéng ung thu. Cac protein MHC (Major Histocompatibility
Complex) trén bé mit té bao ung thu 1a muyc tiéu dé t& bao lympho T
nhan biét khang nguyén va tiéu diét t& bao ung thu.
1.1.4. M6 hinh thwc nghiém diéu tri ung thw

Mo hinh nghién ctru in vitro va in vivo thudong dugc st dung dé

khéo sat hoat tinh khang u tién 1am sang ciia cac thude nghién ctru. Trong
in vitro, cac thudc nghién ciru dugc U truc tiép voi cac dong té bao ung
thu ¢6 ngudn gdc tir nguoi hay dong vat da duogc nudi cdy o didu kién
dac bi¢t va méi truong thich hop. Thi nghiém trén dong vat va thua
nghiém 1am sang 1a hai hinh thic trong nghién ctru in vivo.Trong linh
vuc nghién ctru ung thu thyc nghiém, moé hinh nghién ctru in vivo 1a md
hinh nghién ctru bit budc trude khi tién hanh thir nghiém trén nguoi.
Tho, méo, chudt, cac loai linh trudng dugc st dung trong mé hinh nghién
ctru ung thu in vivo nhung chudt dugc stt dung rong rai hon. C6 2 hinh
thire cdy ghép u trong cdc md hinh nghién ctru ung thu invivo: Cay
chuyén cac dong té bao ung thu trén dong vat. Ghép khdi u ngudi trén
chudt.
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1.2. Quan ni¢m vé ung thu trong Y hoc ¢b truyén
1.2.1. Nguyén nhén va co ché bénh sinh

Ung thu thugc Nham ching trong YHCT. Nguyén nhén gay bénh bao
gom ngoai nhan, ndi nhan va bat ndi ngoai nhan. Co ché bénh sinh 1a do
nhiét doc, khi tré huyét &, dam ngung va chinh khi hu suy lam ton
thuwong khi, khi huyét ngung tré 1au ngay hinh thanh tich.
1.2.2. Piéu tri nham ching

Theo quan niém ciia YHCT, ung thu 1a bénh toan than ma biéu hién
tai chd nén khi diéu tri ung thu ludn chd trong nang cao sirc dé khang cua
co thé ma khdng ché su phat trién cua khdi u va dua trén nguyén tic
chung 1a ph chinh va khu ta (khang nham). Phap pha chinh bao gém
kién ty 1y khi, dudng am sinh tan, tw 4m bd huyét, n bo ty than.
Phap khu ta khang nham gdm thanh nhiét giai doc, hoat huyét héa t, trir
dam nhuyén kién va tiéu u.
1.3. Tinh hinh nghién cttru diéu tri ung thw ciia cac thuée YHCT

Céc nghién ciru diéu tri ung thu bang thuéec YHCT bao gdém nghién
ctru trén in vitro va in vivo. Nhiéu thao moc cé tac dung tc ché phat trién
t¢ bao ung thu nhu cdy Gordonia longicarpa, Palhinha cernua
Lycopodiaceae, Pterocarpus soyauxii... B&n canh do, nghién ctru vé cac
bai thudc, ché pham thuéc YHCT két hop thuéc YHHD trén 1am sang
cling da duogc trién khai. Cac ché pham nhu Phylamin, Aslem, Angala,
Linh chi-Tam that, Cadef, Curcumin...di duoc nghién ciru tmg dung trong
diéu tri hd trg ung thu. Két qua nghién ctru chi ra rang thuéc YHCT c6 tac
dung kich thich mién dich, ting s lugng té bao lympho va han ché giam
$6 lugng héng cAu, bach cau, tiéu clu & cac bénh nhan ung thu diéu tri
héa-xa tri. Su két hop nay lam tang hi€u qua diéu tri, tang tinh khoa hoc
va dam bao vé y dirc trong nghién ciru. Tuy nhién, cac nghién ctru doc vi,
dic biét 1a doc vi vé thude nam con rat khiém tdn.
1.4. Téng quan vé cay Sai rirng
* Tén khoa hgc: Séi riung c6 tén khoa hoc la Sarcandra glabra (Thunb.)
Nakai. Chloranthaceae)



* B phén dung: toan cay

* Tinh vi, tic dung: vi ding, cay, tinh hoi 4m, c6 doc, vao kinh tam, can,
tac dung hoat huyét, chi thong, khu phong, trir thap, thanh nhiét giai doc,
khéang virus, khang khuan, khang u.

* Cac nghién ciru vé cdy Séi rirng

- O nudc ngoai, c6 mot sé nghién ciru vé cdy So6i rimg. Tuy nhién, céc
nghién ctru nay tap trung chii yéu trén thuc nghiém. Két qua cac nghién
ciru di xac dinh thanh phan hoéa hoc chinh ctua cdy Séi rimg la
sesquiterpen, coumarin, flavonoid, triterpenoid, saponin, caroten, chét
béo, polysaccharide. Trong d6 saponin, coumarin, sesquiterpen va
flavonoid 1a cdc nhom chét chinh. Mot sb nghién ctru in vitro cho thay
dich chiét soi rimg ¢ tac dung trc ché su phat trién mot s dong té bao
ung thu nguoi (Hep-A549, HCT-29, BGC-823...) va wc ché sy phat
trién cac t& bao u in vivo, cai thién ti 16 va s6 luong té bao mién dich,
tang trong luong lach, tuyén trc va ting sb luong bach ciu cia chudt
duoc ciy truyén té bao ung thu.

- O Viét Nam, cdy Soi rimg moi duge st dung trong dan gian véi cac
truong hop bong gan, dau xuong khép va mot sb nghién ctru cho thiy
cdy soi rimg co tac dung giam dau va chdng oxy hoa. Tuy nhién, chua co
nhitng minh chimg khoa hoc vé tic dung khang u ciia cdy thudc nay. Vi
vay, cdy thudc chua duge dua vao chuyén luan Duoc dién Viét Nam. Do
d6, can c6 nhitng nghién ciru chuy@n sau trén thuc nghiém dé cung cip
nhitng minh chimg khoa hoc, qua d6 dé co thé tan dung, phat trién cay
thudc quy nay.

Chuong 2
CHAT LIEU - POI TUQNG - PHUONG PHAP NGHIEN CUU
2.1. Chit li¢u nghién ciru
- Cém cay so6i rimg duoc bao ché tir than cdy Séi rimg tai Khoa dwoc bénh
vién Y hoc ¢6 truyén Cao Bang. Com cdy soi rimg dat tiéu chudn co sd.
- Thudc d6i ching: vién nén Purinethol (6 — MP) chia 50mg
mercaptopurine cua cong ty GlaxoSmithKline.



2.2. Pbi twong nghién ciru

- Chudt nhat trang chung Swiss truéng thanh, thd khoe manh chung
Newzealand White ca 2 giéng dat tiéu chuan nghién ctru do cac trung
tam chin nudi dong vat thi nghiém co uy tin cung cap.

- Dong té bao u sarcoma 180 (S-180): do Ngan hang nudi cdy té bao My
cung cép, dugc hoat hoa va nhan nudi tai Khoa Sinh hoc, Truong Dai
hoc Khoa hoc Tu nhién, Pai hoc Quéc gia Ha Noi.

2.3. Phwong phap nghién ciru

- Nghién ciru dc tinh cdp: Xac dinh LD50 theo phwong phap
Litchfield — Wilcoxon.

- Nghién ctru djc tinh bdn trwong dién: dugc tién hanh theo hudng
dan cua T6 chac Y té thé gigi

- Nghién ci#u tac dung khang u ran S- 180 cia com cay soi rang trén
chugt nhdt:cac 16 chuot sau 5 ngay cay truyén té bao S-180 duoc cho
udng nudéce cat, 6-MP va cém cay soi ring liéu 5g/kg, 10g/kg, 20g/kg thé
trong trong 18 ngay lién tuc. Cac thdng sé danh gia 1a thé tich khéi u,
hiéu luc khang u theo tiéu chuan Itokawa; % thoi gian séng kéo dai
thém cua chugt mang u.

- Nghién citu dnh hwéng cia com cay soi rang trén ty Ié té bao TCD3,
TCD4, TCDS8, IL-2 va TNF- a ciia chugt mang u rdn S-180: sau 18
ngay diéu tri, dinh lugng IL-2 va TNF- a trong huyét twong chudt, sé lwong
té bao mau ngoai Vi, ty 16 TCD3, TCD4, TCDS8 tai hach bach huyét, trong
luong twong dbi tuyén e, lach va hinh anh vi thé tuyén uc, lach.

2.4. Pia diém thyc hién dé tai:

- B6 mon Duoc 1y, truong Pai hoc Y Ha Noi.

- B6 mon Sinh hoc té bao, Khoa Sinh hoc, treong Pai hoc Khoa hoc tu
nhién, Pai hoc Qubc Gia Ha Noi.

2.5. Xtr 1y s6 lidu: cac s lidu thu thap dugc xur 1y theo theo thuft toan
thong ké Y sinh hoc, sir dung phan mém SPSS 18.0. Su khac biét c6 y
nghia thong ké khi p < 0,05,
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Chuwong 3

KET QUA NGHIEN CUU
3.1. Xdc dinh dc tinh ciia cdm cay so6i rirng
3.1.1. Pgc tinh cdp

3.1.2. Pjc tinh bdn trwong dién:
* Trong thoi gian thi nghiém, tho & ca 3 16 hoat dong binh thuong, nhanh
nhen, mét sang, 16ng muot, dn udng tdt, phan kho. Sau 8 tudn ding thude
lién tuc voi lidu 0,6g/kg tho va 3g /kg tho khong giy doc tinh trén co
quan tao mau va khong lam thay d6i chirc ning than tho trén xét nghiém

sinh hoa.

* Anh hudng cta com cay so6i rung dén chirc nang gan

Bdang 3.5. Anh hweng ciia cém cay s6i rang dén ham Iwong albumin,
cholesterol va bilirubin trong mau thé

Chi s N L6 udng cdm | L6 udng
a Thoi diem n , A e o X A e
nghién nghién ctru Lo chirng | cay soi rirng | cOm cay soi p
ciru 0,69/kg rirng 3g/kg
Truéc ubng | 6,54+0,25 | 6,47+0,13 | 6,44+0,29 | >0,05
Albumin | Sau udng 4 tuan | 6,20+0,56 | 6,25+0,61 | 5,80+0,24 | >0,05
(g/di) Sau udng 8 tuan | 6,10£#1,06 | 591+113 | 536+0,20 | >0,05
p trude - sau > 0,05 > 0,05 > 0,05
Truéc ubng | 2,20+#0,17 | 2,11+0,24 | 2,20+0,32 | >0,05
Cholesterol | Sau uéng 4 tuan | 2,05+0,31 | 2,13+0,27 | 2,01+0,17 | >0,05
(mmol/l) | Sau udng 8 tuan | 2,11+0,29 | 2,13+0,14 | 2,06x0,24 | >0,05
p trudc - sau > 0,05 > 0,05 > 0,05
Bilirubin Truéc uéng |12,15+0,22| 12,15+0,30 | 12,20+0,29 | >0,05
(mmol/l) | Sau udng 4 tuan [12,14+0,30| 12,28+ 0,36 | 12,27+0,32 | > 0,05
Sau udng 8 tuan |12,20£0,27| 12,13+0,28 | 12,08+0,19 | > 0,05
p trudce - sau > 0,05 > 0,05 > 0,05

Nhan xét: com cay soi rimg lidu 0,6g/kg thé trong va 3g/kg thé
trong khong 1am thay d6i cac chi sb albumin, cholesterol va bilirubin

toan phan qua cac thoi diém nghién ctru va khong co su khac biét co y

nghia théng ké so véi 16 chimg.
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Bdng 3.6. Anh hwéng ciia com cay sOi rieng dén hoat dép AST, ALT
trong méau thé

Chi sb Théi didm L6 udng cdm | Ld udng com
nghién nohién ciu Lo chirng | ciy séi rirng | ciy soi rirng p
ciru g ] 0,69/kg 3g/kg
Trudc uong |38,25+10,63| 38,54+7,57 | 41,30+£15,45 | >0,05
Sau uong 4 tuan |42,21+£10,57| 40,17+5,70 | 56,10+£14,67 | > 0,05
AST (UIN) | p truoc; sau 4 > 0,05 >0,05 >0,05
tuan
Sau uong 8 tuan |43,04+16,77| 44,36x7,58 | 66,43+£14,01 | <0,05
p trudc — sau
Studn > 0,05 > 0,05 < 0,05
Trude uéng 43,94+751 | 47,03x7,17 | 49,95+£10,70 | > 0,05
Sau uong 4 tuan |45,40+10,52| 55,77+15,46 | 56,55+10,15 | > 0,05
ALT (UIN) | p truoc; sau 4 > 0,05 >0,05 <0,05
tuan
Sau uong 8 tuan [47,09 + 9,38| 58,11+17,28 | 73,57+12,31 | <0,05
purube ~sau8 | 405 <0,05 <0,05
tuan

Nhdn xét: com cdy soi rimg liéu 0,6g/kg 1am ting hoat @6 ALT sau udng 8
tudn va so véi 16 chimg (p < 0,05), véi liéu 3g/kg thé trong 1am ting hoat do
AST, ALT & cac thoi diém nghién ciru so véi 16 chimg (p < 0,05).

* Anh hudng cta cdm cdy séi ring dén céu trac vi thé gan, than tho

7
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Anh 3.1. Hinh Anh 3.2. Hinh anh Anh 3.3. Hinh
anh vi thé gan tho vi thé gan tho 16 so6i anh vi thé gan tho
16 chting rung 0,6g/kg 16 s6i ring 3g/kg
(HE x 250) (HE x 250) (HE x 250)

Anh 3.6. Hinh anh
vi thé than tho 16
soi rung 3g/kg
(HE x 250)

Anh 3.5. Hinh anh
vi thé than tho 16
soi rung 0,6g/kg

(HE x 250)

Anh 3.4. Hinh anh
vi thé than tho 16
chung
(HE x 250)
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Nhgn xét: com cay soi ring liéu 0,6g/kg va 3g/kg thé trong tho gay ton
thuong gan tho & cac mirc do vira va nang tdy theo lidu dung, khong 1am
anh huong dén hinh anh vi thé than tho

3.2. Panh gii tac dung khang u rin sarcoma 180 ciia cdm ciy séi
rirng trén chudt nhat

3.2.1. Anh hwéng ciia com cay sOi rieng dén trong luong co thé cia
chugt mang u

Trong luong co thé

60 1
50 ‘
0 M
30 _M
20

10

0 T T T T T T T T T T T \

1 3 5 7 9 11 13 15 17 19 21 23 Ngaycéan
—&—SH ——uUT — —6-MP
SR1 —X¥— SR2 —8— SR3

Biéu do 3.2. Sw thay doi trong lwgng co thé chugt qua cac ngay can
Nhan xét: Trong lugng chudt ¢ cac 16 déu ting sau mdi lan can. Trong
luong trung binh cua chudt & 16 6-MP bat dau giam c6 ¥ nghia thong ké
so voi cac 16 tir ngdy can thir 13 VA gidm manh & cac ngay can cudi.
Khong c6 sy khac biét co ¥ nghia thong ké giira 2 16 udng cdm cy soi
rimg lidu 5g/kg (SR1) va 16 chimg. O cac 16 chudt uéng cdm cdy soi rimg
lidu 10g/kg (SR2) va 20g/kg thé trong (SR3), trong lugng chudt thap hon

han so v6i 16 uong com cay soéi rung lieu 5g/kg.
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3.2.2. Anh hwéng ciia com cay s6i rieng dén sw phét trién khai u

Thé tich trung binh u (cm®)

4
3.5
3

2.5

0.5 e
- b
1 3 s 7 ° 11 13 15 17 12 Ngj
ay do
——UT —m—6-MP SR1 ——SR2 SR3 gay

Biéu do 3.3. Sw thay déi thé tich trung binh khéi u qua cdc ngay do

Nhdn xét:Tlr ngay do thi 7, thé tich trung binh khéi u ¢ 16 UT tang lién
tuc, & 16 6-MP thé tich khdi u giam sau mdi lan do, & 16 SR1 thi toc do
tang tang cham hon so véi 16 UT va 16 SR2, 16 SR2 ¢6 tdc do ting nhanh
hon so v&i 16 SR3, con 16 SR3 thé tich khéi u tang it sau mdi 1an do.
Bdng 3.9. So sanh sw thay déi thé tich trung binh khéi u giia céc 16
chugt vao ngay 23 sau gay u

V trung binh u (cm®)
STT L chudt n o p
(X +SD)
1 uT 10 3,37+0,33
2 6-MP 10 0,46+ 0,37 " P23 < 0,05
3 SR1 10 1,45+ 0,96 " P24 < 0,05
4 SR2 10 1,77¢1,26 ° P25 > 0,05
5 SR3 10 0,82+0,86

*: Khac 16 UT voip < 0,05
Nhdn xét: Thé tich trung binh u & cac 16 SR1, SR2 va SR3 giam c6 y
nghia so v6i 16 UT (p < 0,05), nhung khong c6 su khac biét (p > 0,05)
gitra 16 SR3 vdi 16 6-MP.
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Bdng 3.10. Hiéu luc khang u ciia cdc 16 diéu tri

L6 chudt Ty s6 trc ché u (%) Hiéu lwc khang u
6-MP 86,35 ++
SR1 56,97
SR2 47,48
SR3 75,67 ++

Nhdn xét: hi¢u lyc khang u cuia 16 SR1 va SR2 la (+), con 16 6-MP va
SR3 déu dat hiéu lyc khang u (++).
3.2.3. Anh hwéng ciia cém cay soi ring dén hinh anh vi thé khéi u

Anh 3.10. Hinh Anh 3.11. Hinh &4nh Anh 3.12. Hinh
anh khéiu 16 UT khéi u 160 6MP anh khéi u 16 SR1
(HE x 400) (HE x 400) (HE x 400)

Anh 3.13. Hinh Anh 3.14. Hinh
anh khéi u 16 SR2 anh khéi u 16 SR3
(HE x 400) (HE x 400)

Nhdn xét: ca 5 16 déu c6 hinh anh té bao u da hinh thai. 3 16 SR1, SR2 va
SR3 ¢6 tham nhidm nhiéu lympho bao hon 16 6-MP
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3.2.4. Tac dung caa cém cay soi rirng dén thoi gian séng thém cia
chugt mang u
Bdng 3.12: Théi gian séng trung binh (TGSTB) va % theéi gian séong
kéo dai thém (ILS) caia chugt

L6 chudt
Chi tiéu Lo UT L6 6-MP L6 SR1 p
TGSTB(ngay) 54,6 £ 15.8 49,2 + 35.43 84,7+46.4 | p<0,05
ILS (%) -9.89 55,13

Biéu do 3.4. Ty 1¢ song sot cia chugt ¢ cac 16 thi nghigm
trong 160 ngay theo dbi

Nhdn xét: Thoi gian sng trung binh 16 SR1 kéo dai hon so véi 16 6-MP
va 16 UT co y nghia thng ké (p < 0,05). Chudt ¢ 16 6-MP chét som nhat,
vao ngdy 18 cua qua trinh diéu tri, sau d6 dén chudt ¢ 16 UT bit ddu chét
vao ngay 41 va chét don tir ngdy 56 dén 82. Chudt ¢ 16 SR1 chét tap
trung tir ngdy 65 dén 81. Cudi dot diéu tri chi con 2 chudt cua 16 SRI
song sot.
3.3. Khao sat anh hwéng ciia com cay soi rirng trén ty 1é té bao CD3,
CD4, CD8, LI-2 va TNF-a ciia chugt mang u rin sarcoma 180
3.3.1. Panh gia tinh trang chung caa h¢ mién dich
3.3.1.1. Anh hwéng ciia com cdy séi rieng dén tuyén irc va lich:
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- Trong lugng tuong ddi tuyén tc va lach cua cac 16 UT, 16 6-MP va 16

SR1 déu ting c6 y nghia théng ké so véi 16 chung sinh hoc (p < 0,05),
trong d6 16 6-MP va 16 SR1 ting hon so véi 16 UT vai p < 0,05. Trén
hinh anh vi thé tuyén trc va lach ciia 16 6-MP va 16 SR1 ¢6 su ting sinh

nhiéu lympho bao hon so v&i 16 ching SH va 16 UT.

3.3.1.2. Anh hwéng ciia com cdy séi rieng dén té bao mdu ngogi vi
Bdang 3.14. Anh hwéng ciia cém cay s6i rieng 18n sé lireng hong cau

STT | Lochudt | n | S6 hwong hdng cau (T/L) (X £ SD) p
1 SH 10 9,48 + 0,58
2 uT 10 7,89+0,67 P23 < 0,05
3 6-MP 10 6,04+124" P24 < 0,05
4 SR1 10 9,40 + 0,55 P34 <0,05
Bing 3.15. Anh hwéng ciia com cdy séi rieng lén so lwong tiéu cau
STT |Léchudt | n |S6 lwgng tiéu chu (G/L) (X +SD) p
1 SH 10 727,80 + 200,10
2 uT 10 1407,60 + 382,12~ P1s > 0,05
3 6-MP 10 512,54 + 185,07 P34 < 0,05
4 SR1 10 829,00 + 183,16
Bing 3.16. Anh huéng ciia com cdy séi rieng lén sé lwong bach cau
STT | Lochudt | n |Sé lwong bach ciu (G/L) (X £ SD) P
1 SH 10 6,48 + 0,90
2 uT 10 18,96 +9,12 " P14 > 0,05
3 6-MP 10 349+0,72" P34 < 0,01
4 SR1 10 7,93+3,19

*: Khéac 16 SH (sinh hoc) véi p < 0,05
Nhdn xét: S6 lugng héng cAu, bach ciu va tiéu cdu ¢ 16 SR1 khong ¢ su

khéc biét c6 ¥ nghia thong ké so véi 16 SH, trong khi s6 lugng cac té bao

nay giam c6 ¥ nghia thong ké & 16 6-MP so v6i 16 SH va 16 SR1.
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3.3.2. Panh gia ty 1é cac té bao lympho T va néng dd I1L-2, TNF-a
Bdng 3.18. Anh hwéng ciia cém cay soi rang 18n ty 1é lympho bao

TCD3
STT | Lochugt | n Ty 18 TCD3 (%) ( X + SD) P
1 SH 10 52,31+6,70
2 uT 10 56,63+6,14 " Py.3 < 0,01
3 6-MP 10 66,01+5,71 " P24 < 0,01
4 SR1 10 65,63+8,33 " P3.4> 0,05

*: Khac 16 SH (sinh hoc) vdi p < 0,01
Bdng 3.19. Anh hwéng ciia cém cay soi rang 18n ty 1¢ lympho bao

TCD4
STT | Léchudt | n Ty 1§ TCD4 (%) ( X + SD) p
1 SH 10 60,32 + 6,00
2 uT 10 58,61 + 6,00 P23 > 0,05
3 6-MP 10 57,00 £ 6,71 P24 >0,05
4 SR1 10 58, 24 + 6,30 P34> 0,05

Bdng 3.20. Anh hwéng ciia cém cay soi rang 18n ty 1é lympho bao

TCDS8
STT | Léchudt | n Ty 18 TCDS8 (%) ( X £ SD) p
1 SH 10 22,70+ 6,21
2 uT 10 25,22 + 6,30 P23 < 0,05
3 6-MP 10 28,20+ 7,40 " P2.4 < 0,05
4 SR1 10 27,62 +423" P34 >0,05

*: Khac 16 SH (sinh hoc) véi p < 0,05
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Ty 1& (%)

L6 chuot

Biéu do 3.7. S khéc biét trong ti 1¢ cac té bao TCD3, TCD4, TCD8 tgi
céc 16 chugt

Nhdn xét: Ty 1& t& bao CD3, CD8 ¢ 16 6-MP va 16 SR1 ting c6 ¥ nghia

thong ké so vai 16 SH va 16 UT (p < 0,05) nhung khong c6 su khac biét

c¢6 ¥ nghia thdng ké giita 16 6-MP va 16 SR1 (p > 0,05).

Bdng 3.21. Anh hwéng ciia cém cay soi rang 18n nong dé 1L-2 (pg/ml)

STT L6 chudt 0 Nong ngL-Z (pg/ml) 0
(X £SD)
1 SH 10 7,33+1,83
2 uT 10 8,14+2,65" P23 < 0,05
3 6-MP 10 12,08 +2,33 " P24 < 0,05
4 SR1 10 10,53 +3,87 " P34 > 0,05

*: Khac 16 SH (sinh hoc) véi p < 0,05

Nhdn xét: Nong d6 IL-2 ¢ 16 6-MP va 16 SR1 ting hon c6 ¥ nghia thdng
ke so v61 16 SH va 16 UT (p < 0,05) nhung khong c6 su khac biét co y
nghia thong ké giita 16 6-MP va 16 SR1 (p > 0,05).
Bdng 3.22. Anh hwéng cia cém cay soi rieng 18n nong dé TNF-a

(pg/ml)
STT | Lé chuot n Nong d¢ TNF- (pg/ml) o
(X +SD)
1 SH 10 25,53 +3,97 P23 < 0,05
2 uT 10 26,57 +9,41° Pra < 0,05
3 6-MP 10 32,90 10,33~ P34 < 0,05
4 SR1 10 38,53 +9,97 "

*: Khac 16 SH (sinh hoc) véi p < 0,05
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Nhdn xét: Nong 46 TNF-a. & va 16 SR1 ting hon c6 y nghia théng ké so
v6i 16 SH, 16 6-MP va 16 UT (p < 0,05).

Chuong 4
BAN LUAN

4.1. V& dpc tinh ciia cdm cdy so6i rirg
4.1.1. Pjc tinh cip

Qua nghién ctru doc tinh cép, di xé4c dinh duoc liéu LD50 cua cdm
ciy s6i rimg bang duong ubng trén chudt nhit thuc nghiém la 98,753
(89,065 — 103,597) g duoc liéu/kg thé trong. Néu so voi liéu dung trén
ngudi trong dan gian 1a 40g dugc lidu/ngay thi LDsy gap 10,27 lan
(tinh theo hé sé ngoai suy trén chudt nhit tring 1a 12). Theo hudng
dan cia WHO va huéng din nghién ciru thube moéi, sir dung cdy soi rimg
v6i lidu dan gian 13 twong d6i an toan. Khi so sanh véi cac thude cod
nguén géc dugc lidu khac thi cdm cay so6i rung thudc loai c6 doc, boi
da sé cac duoc liéu khi nghién ciru doc tinh cap déu khong xac dinh
duoc LDsgg
4.1.2. Pjc tinh bdn trwong dién

Két qua nghién ctru cho thdy sau 8 tudn udng cém ciy soi ring,

thé trong tho, ) lugng héng cAu, bach cau, tiéu cu, phén tram cac loai
bach ciu, hematocrite va ham luong hemglobin khong co su bién doi &
ca 16 ching va cac 16 udng soi rimg. Nhu vdy cém cdy soi rimg khong
lam anh hudng dén tinh trang chung va chirc ning tao mau cta tho binh
thuong, trudng thanh. Két qua nghién ctru & bang 3.5 cho thiy ci c6m
ciy soi rung lidu 0,6g/kg va 3g/kg déu khong anh huong dén ndng do
albumin, bilirubin va cholesterol trong huyét thanh tho. Didu dé chimng to
cdm cdy soi rimg khong anh huéng dén chirc ning chuyén hoa protein,
lipid ciing nhu chirc ning bai tiét va chuyén hoa mat cua gan nhung két
qua dinh lugng hoat o ALT va AST trong huyét thanh tho ¢ thoi diém
sau 8 tuan nghién ciru cho thay hoat d6 2 enzym nay ¢ 16 udng cém cay
soi rimg liéu 3g/kg déu ting cao hon so vdi 16 chimg va sy khac biét co y
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nghia v&i p < 0.05. Con vé6i 16 cdm cay soi rimg lidu 0,6g/kg chi lam ting
hoat @ ALT. Trén chtc ning than, cdm cay soi ring khong gay ra céc
tac dung phu. Theo két qua mé bénh hoc, cdm ciy soi rimg licu 3g/kg
(gap 5 lan liéu du kién cho ngudi trén 1am sang) gy ton thuong cau tric
vi thé gan tho. Nghién ctru vé tac dung gay doc té bao ciia ciy soi rimg
ciing cho thdy c6 tac dung v6i 2 dong té bao ung thu gan va ung thu mau.
Nhu vy, c6 thé thay trong cdy soi rimg c6 thanh phan gy doc. Pay co
thé 12 nguyén nhan dan dén doc tinh cua cay. Trong y hoc cb truyén, cay
s6i rimg ciing duoc xép vao nhom duoc lidu co tinh doc.

4.2. Vé tac dung khang u rin sarcoma 180 ciia cdm ciy so6i rirng trén
chudt nhat

4.2.1. Anh hwong ciia com cdy séi rieng toi thé trang chung ciia chujt
Va sw phit trién khoi u trén chugt

Céc 16 chudt 6-MP, 16 SR1 va 16 chudt UT khong c6 su thay doi vé
hoat dong an udng so véi 16 SH con ¢ 2 16 SR2 va 16 SR3 chudt c6 biéu
hién an kém hon nhiéu so véi cac 16 chudt con lai. Két qua biéu dd 3.2
cho théy vao ngay dau tién cua qua trinh diéu tri, trong lugng cia cac 16
chudt twong duong nhau va chudt & cac 16 déu ting trong lwong sau mdi
1an can nhung cing mot diéu kién thi nghiém, chudt 16 SR2 va dic biét 1a
16 SR3 c6 trong lugng thap hon han so véi cac 16 con lai (p < 0,05). Con
d6i véi 16 6-MP, trong luong trung binh cia chudt bat ddu giam tir ngay
13 sau u6ng thudc va giam manh sau khi diéu tri ¢ cac lan can cudi. Nhu
vay, voi lidu 20g/kg thé trong chudt, cdm cay séi rimg di anh hudng t6i
su phat trién can nang cua chuot.

Két qua biéu dd 3.3 cho thdy khdi u rin cdy ghép dudi da & cac 16
chudt ting truong kich thudc qua cac 1an do, kich thudc u ting déu & tat
ca cac 16. Tuy nhién dén ngay do thir 7, kich thudc u bét diu co su sai
khac. O 16 UT kich thudc u ting manh, & cac 16 chudt udng cdm SR kich
thudc u c6 ting nhung tdc do ting trudng khéi u thip hon so véi 16 UT.
O 16 SR3 khéi u tang kich thudc chdm hon han so véi 2 16 uéng SR1 va
SR2, 1y do ¢6 thé do lidu 20g/kg bang 1/3 LD s, gan sat voi lidu gay doc
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vi vay ma ciing c6 tac dung gdy doc cao hon véi cac té bao ung thu. Con
& 16 udng SR2 thi kich thude u lai ting nhanh hon 14 16 udng SR1. Piéu
nay rat c6 y nghia trong diéu tri vi ¢6 thé giam bot liéu lugng thuée ma
hiéu qua dat duoc 13 twong ty. Vi 16 6-MP thi thé tich khéi u giam dan
va giam 1 so v6i cac 16 chudt khac. Su khac biét vé qua trinh phat trién u
dan dén su khac biét vé thé tich trung binh khdi u giita cac 16 chudt khi
két thiic thi nghiém. Thé tich trung binh khdi u ¢ 16 6-MP 13 nho nhat véi
ty 16 trc ché u dat 86,35%. Sau dé lan luot 14 cac 16 SR3, SR1, SR2 véi ty
1& \rc ché u tuong tng 1a 75,67%; 56,97% va 47,48%. Theo thang danh
gia ltokawa, cac 16 6-MP, SR3 déu dat hiéu Iyc khang u (++), con 16 SR1
va SR2 dat (+).

Trén hinh anh vi thé khéi u ¢ 16 SR1, SR2 va SR3, ¢6 su tip trung
nhiéu té bao lympho va twong bao tai mé ung thu. O 16 6-MP, mat do tap
trung cac té bao lympho va tuong bao it hon. Vi 16 UT, ving ria u lai co
nhiéu bach cau da nhan va mot it lympho bao. Vi mirc d6 tham nhiém
cac té bao lympho ting cao tai md ung thu & cac 16 chudt ung thu duogc
ubng 6-MP hoidc cdm cdy soi rimg da lam cho han ché su phat trién cua
khdi u. Tac dung trc ché phat trién khéi u in vivo ciia cay soi rimg c6 thé
do su c6 mat ctia saponin, flavonoid, polysaccharide va sesquiterpen trong
thanh phan héa hoc ctia cdy. Qua nhiéu nghién ciru ctia céc tic gia trong
va ngoai nudc di chimg minh saponin c6 tac dung chdng ung thu trén
thuc nghiém; flavonoid 1am bat hoat ciia mot s tac nhan gy ung thu, két
thiic chu ky té bao, khoi phat apoptosis va @c ché sy hinh thanh mach
mau trong khéi u, chdng oxy héa; polysaccharidee trc ché sy sinh trudng
cta cac té bao ung thu b@ing cach e ché tao mach tai khéi u, tang cuong
va diéu chinh chirc ning mién dich.

4.2.2. Anh hwéng ciia com cdy séi rieng téi thoi gian séng thém ciia
chugt

Com cay séi rung lidu 20g/kg c6 tac dung han ché su phét trién
ung thu sarcoma 180 in vivo cao hon 2 lidu 5g/kg va 10g/kg thé trong
nhung lai lam anh hudng téi tinh trang chung cua chudt (dn kém,
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giam trong luong), con lidu 5g/kg lai c¢6 tic dung twong dwong lidu
10g/kg. Vi vay, lidu 5g/kg cin ning s& duoc tiép tuc nghién ctru mot
sb chi tiéu khac dé gop phan khing dinh hiéu qua cua thudc. Thoi
gian séng thém sau diéu tri 1a mot chi tiéu rat c6 y nghia dé danh gia
hiéu qua tong hop cia céc lidu phap diéu tri ung thu. Két qua ¢ bang
3.12 va biéu do 3.4 cho thiy: chudt dau tién bi chét 1a ¢ 16 6-MP va sd
chudt chét tap trung xuat hién ¢ thoi diém sém nhat. O 16 UT, thoi
diém ma chudt chét nhiéu ciing sém hon so voi 16 SR1. Két thic dot
diéu tri, chi con 2 chudt & 16 SR1 sdng sét. Thoi gian séng trung binh
cta 16 chudt ung thu udng séi rimg liéu 5g/kg da kéo dai hon so véi 16
chudt ung thu khong diéu tri 1a 35 ngay. Su khac biét c6 y nghia
théng ké voi p < 0,05. Trong khi d6, 16 chudt ung thu udng 6-MP lai
c6 thoi gian sdng trung binh it hon 16 ung thu khong diéu tri 6 ngay.
4.3. Vé khao sat anh huéng ciia com ciy séi rirng trén ty 18 té bao
CDs3, CD4, CD8, IL-2 va TNF-o ciia chugt mang u rin sarcoma 180
4.3.1. Vé tinh trang chung cia hé mién dich
4.3.1.1. Bién déi trong lwong twong déi va cau triic vi thé tuyén irc
Trong luong twong di tuyén trc va lach & ca 316 UT , 16 6-MP va 16
SR1 déu tang 1én c6 ¥ nghia so v&i 16 SH nhung mirc d6 ting cua 16 6-
MP va 16 SR 1 so v6i 16 UT la cao hon c6 y nghia voi p < 0,05. Trong
khi do, muc d¢ tang cta 16 6-MP so vai 16 SR 1 khong c6 sy khac biét (p
> 0,05). Nhing két qua nay ciing phtt hop véi nhitng hinh anh ciu tréic vi
thé tuyén trc va lach. O cac 16 chudt UT va 16 6-MP c6 hinh anh ting sb
lwong lympho bao va kich thudc cua tiy tring. Con ddi véi 16 RS1 thi
mat do tap trung cac té bao lympho ciing nhu kich thudc cua tiy tring
tang rat manh. Két qua nay ciing twong ty nhu cic nghién ctru trude day
ctia Wen J. (2003) va Sun W. (2003) vé cay nay. Két qua cua cac tac gia
do6 ciing cho thy cay soi rimg da kich thich dap tng mién dich chéng
ung thu in vivo thong qua tac dung lam ting trong lugng va bién d6i hinh
thai vi thé tuyén tc va lach.
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4.3.1.2. Anh hwong ciia com cdy soi rieng dén té bao mdu ngogi vi

Két qua nghién ctru & bang 3.14, 3.15, 3.16 cho thiy: chudt ¢ 16 UT
c6 s6 lugng hong cau giam 15% so vé6i chudt & 16 SH. O 16 6-MP s6
lwong hong cau giam 23,48% so véi 16 UT, sb lugng tiéu cau giam 30%
s0 v6i 16 chudt SH, s6 lugng bach cau giam xudng chi con 53% so véi 16
SH (p < 0,05). Con v&i 16 SR1 thi sé lugng hdng cau, bach cu va tiéu
cau khong co sy khac biét so v6i 16 SH (p > 0,05). Két qua nay ciing ph
hop vé6i két qua nghién ctru cia Wen J. va cong su (2003), Leng Y. va
cong sy (2010), Chuong V& Cudng (2011). Thude 6-MP ¢6 tac dung tc
ché qua trinh t6ng hop va trao doi cac nucleotid thuéc nhom purin, lam
bién d6i qua trinh tong hop va chiic nang cia RNA va DNA. 6-MP duoc
chi dinh trong cac truong hop ung thu mé lién két nhu bach ciu cap,
bach ciu tiy man. Mot trong nhitng tic dung phu cua thude 1a gay suy
tay nang. Vi thé d6 c6 thé 1a nguyén nhan lam giam ca 3 dong hong ciu,
bach ciu va tiéu cau ¢ 16 chudt 6-MP so véi cac 16 chudt khac. bay s€ la
mdt uu thé cta cdm cay séi ring ddi voi thude 6-MP.

4.3.2. V& anh hudng t6i ty 16 té bao T va nong dd IL-2, TNF-a
4.3.2.1. Véty Ig té bao T

Két qua o bang 3.14, 3.15, 3.16 va biéu dd 3.7 cho thay & céc 16
chudt cdy chuyén té bao ung thu sarcoma 180 déu c6 ty 1¢ té bao TCD3,
TCD8 ting 18n rd rét so véi 16 SH nhung ti 1¢ té bao lympho TCD4 c6
xu huéng giam hon. Tuy nhién, so véi 16 UT thi ty ¢ té bao TCD3,
TCD8 & 16 SR1 va 16 6-MP ting cao hon (p < 0,05) nhung. Diéu nay
ciing pht hop véi hinh anh vi thé caa khéi u, tuyén tc va lach ¢ cac 16
chudt véi mat do tham nhiém céc té bao lympho tir it ¢én nhiéu lan luot
tuong tng 1 16 UT, 16 6-MP, 16 SR1. Khoang 90% céc té bao da biéu
16 CD3 thi s& hoic phai biéu 16 CD4, hoic phai biéu 16 CDS. Do do,
sy tang ti 16 CD3 s& xay ra néu ti 1é CD8 ting, hoic ti 16 CD4 giam
hodc ca hai truong hop trén. Trong nghién ctu nay, ty 1€ lympho
TCD4 ¢6 xu hudng giam so véi nhém chung véi sy khéac biét khong
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c6 y nghia thong ké, vi vay c6 thé coi sy tang ty & lympho CDS8 la
nguyén nhan chinh lam ting TCD3. Nhu vy cd thé cho ring 6-MP va
coém cay soi rimg déu tac dong 1én sy biét hoa cua té bao lympho T,
wu tién biét hoa thanh té bao lympho TCD8 thong qua ting cuong biét
hda céc té bao TCD3. Cac nha khoa hoc di xac dinh dugc cac hoat chat
chinh trong thanh phan hoéa hoc cdy s6i ring ngoai flavonoid,
polysaccharide con c6 coumarin. Chat nay da duoc nhiéu tac gia ching
minh ¢ tac dung trc ché sy phat trién cta té bao ung thur in vitro, in vivo,
tang cuong didu hoa midn dich théng qua ting cuong sb lwong té bao
TCD4 TCDS8, ndng d¢ IL-2 va TNF-o.

4.3.2.2. Vé nong d@é IL-2 va TNF- a

Két qua nghién ciru trong bang 3.21, 3.22 cho thiy: nong d6 IL-2,
TNF-a ¢ ca 3 16 chudt bi ung thu déu tang 1én so v&i 16 chudt khoe
manh (16 SH). Chudt ¢ 16 SR1 ¢ sy biéu hién IL-2 vd TNF-o cao
hon so v6i 16 UT (p < 0,05). O 16 SR1 ¢6 ndng d6 IL-2 cao mic du ty
1& t& bao biéu 16 TCD4 giam so voi dbi chimg. Piéu nay co thé do
cdm cay séi rimg khdng kich thich tang sinh s6 luong CD4 nhung giy
tang hoat tinh cta cac té bao lympho nay din dén sy ting ham lugng
IL-2 trong huyét thanh cta chudt duoc diéu tri. Ngoai ra, IL-2 con do
mot sb té bao khac tiét ra nhu TCDS, dai thuc bao...Nhu vay, cac két
qua trén phan nao phu hop véi két qua dém té bao TCDS, c6 thé khi
sb luong cac té bao CDS ting 1én cao ddong nghia v6i sy ché tiét IL-2

cling tang 1én.

4.3.3. Tac dung khang u va ting cwdong mién dich caa cay soi ring
theo quan diém ciia y hoc cé truyén

Cac thuéc YHCT diéu tri ching nham duoc phan ra 2 nhém chinh 1a
nhom phu chinh va nhdm khu ta. Sy lién quan chat ché gitra phu chinh -
khu ta v&i mién dich liéu phap gép phan ning cao hiéu qua diéu tri nham
ching. Theo quan diém ciia YHCT, cdy s6i rimg c6 tac dung hoat huyét,
thanh nhiét giai doc chira sang chén, dau nhtic xuong khop, ung nhot, cac
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chtig viém nhiém. Trén mo hinh ung thur thyc nghiém trong nghién ctru
nay, cdy soi rung da han ché duge su phat trién té bao ung thu thyc
nghiém, ting cudng mién dich cua co thé théng qua l1am ting ty 1¢ té bao
lympho TCD3, TCDS, ting nong d IL-2 va TNF-a. Nhu vay, néu xét vé
goc d6 YHCT, cay soi rimg thudc nhom thude khu ta diéu tri ung thu.
Con theo phan loai thudc diéu tri ung thu cia YHHD thi cdy soi rimg
thudc nhom thude diéu hoa mién dich (diéu bién mién dich). Vay cé thé
ciy s6i rimg da gitp co thé ting cuong mién dich tao diéu kién cho viéc
kim ham té bao ung thu phat trién.

KET LUAN

1. Poc tinh cip va ban trudng dién ciia com ciy so6i ring

- V& doc tinh cip: D3 xéac dinh dugc LDsy = 98,753 (89,065 — 103,597) g
dugc lieu/kg thé trong bang duong udng trén chudt nhit tring thuc
nghiém

- Vé doc tinh ban trudng dién trén tho thuc nghiém

+ Véi lidu 3g/kg thé trong cbm cay soi ring di lam ting hoat do
AST, ALT trong huyét thanh so v&i 16 chimg va so véi truée khi udng
thudc véi p < 0,05 nhung véi lidu 0,6g/kg thé trong chi lam ting hoat do
ALT véi p <0,05.

+ Vi ca 2 liéu: Com cdy s6i ring gy bién d6i hinh thai vi thé ciia
gan tho voi cac mitc d6 khac nhau nhung khéng anh hudng dén chirc
ning chuyén hoa & bai tiét mat cua gan, chirc ning tao mau, chic ning
loc clia cau than, hinh thai dai thé, vi thé than tho.

2. Tac dung khang u rin sarcoma 180 ciia cdm cay séi rirng trén
chudt nhit .

- Cém cay s6i ring lidu 5g/kg, 10g/kg va 20g/kg thé trong di c6 tac dung
trc ché su phat trién khéi u, so v6i 16 ung thu khong duoc diéu tri, su khac
biét co y nghia thong ké v6i p < 0,05; dat hiéu luc khang u 1an luot 13 (++)
voi lidu 20g/kg thé trong; (+) véi lidu Sg/kg thé trong chudt nhit va lidu
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10g/kg thé trong.

- Com cay soi rumg lidu Sg/kg thé trong da kéo dai thoi gian song thém
cho chudt mang khéi u sarcoma 180 1én 155,13%, so v6i 16 ung thu
khong duge diéu tri va 16 ung thu diéu tri bang 6-MP, su khac biét c6 y
nghia thong ké vai p < 0,05.

3. Anh huéng ciia cdm ciy s6i rirng trén ty 18 té bao TCD3, TCD4,
TCDS, ndng d9 IL-2 va TNF-a ciia chudt mang u rin sarcoma 180.

- Com cay s6i rimg lidu 5g/kg thé trong lam ting trong lugng tuyén trc
tuong ddi, trong lwong lach twong dbi so vai 16 chimg véi p < 0,05; ting
sinh té bao lympho trén vi thé tuyén tc, lach

- Cém cay s6i rung lidu 5g/kg thé trong lam ting ty 18 té bao lympho
TCD3, TCDS, ting nong d6 cac cytokin: IL-2, TNF-a so véi 16 ching
voip <0,05.

- Cém cay soi ring lidu 5g/kg thé trong co xu hudng lam giam ty 18 té
bao TCD4 so v6i vai 16 chimg nhung khong c¢é ¥ nghia thong ké véi
p > 0,05.

KIEN NGHI VA BE XUAT

- Can nghién ctru k¥ hon vé doc tinh cua cay soi rung, dac biét doc
tinh trén gan, can xac dinh rd thanh phan ¢ hoat tinh va thanh phan gay
ddc trong cay soi rung.

- Tiép tuc nghién ciru co ché khang ung thu ciia ciy séi ring

- Can tién hanh cac thtr nghiém I1am sang dé danh gia tinh an toan
va hiéu qua cua cdy soi rimg trude khi san phim duoc dua vao sur
dung cho nguoi.
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INTRODUCTION

Cancers have been considering to be a disease of modern society.
Along with genetic factors, toxic chemicals from household appliances,
UV, industrial dust, polluted living environment, unhealthy lifestyles,
alcohol and tobacco abuse... have remarkably increased the incident
number of cancers throughout the world. Modern medicine has many
effective therapies to treat cancers. Numbers of herbals and remedies of
traditional medicine have supportive effects in cancers treatment in two
aspects: Promoting body’s immune reaction and inhibiting the
development of tumors. The combination between modern medicine and
traditional medicine has proved the advantages of traditional herbals and
reduced maximum adverse side effects of modern medicine therapies. One
of the current research directions is to look for natural originated
medicinal plants which have effects in promoting immune and inhibiting
development of cancer cells. Soi rung (Sarcandra Glabra (Thunb.) Nakai.)
is a Vietnamese herbal available in the mountain areas of Vietnam, has
been recorded its supportive effect in treating some types of cancers by
international documents. In Vietnam, so far no studies have been fully
conducted on the effects of this plant. Whether Vietnamese Soi runghas
the same effects as the one planted oversea? In order to answer this
question, we conducted this research on Soi rung with the following
objectives:

1. Study on the acute and sub — chronic toxicity of Soi rung granule.

2. Evaluate the growth inhibitor of sarcoma 180 solid tumor effect of
Soi rung granule on mice.

3. Investigate the affects of Soi rung granule on the ratio of TCDS3,
TCD4, TCD8 cells, IL-2 and TNF a concentration of rats bearing
sarcoma 180 solid tumor.
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NEW CONCLUSIONS OF THE THESIS

Scientific value

This is the first research on the experimental cancer treatment of
Sarcandra Glabra (Thunb.) Nakai conducted in Vietnam, giving the
premise for following researches in studying the cancer inhibitor
mechanism of herbals.

Reality value
The thesis has provided the scientific results of toxicological studies,
sarcoma 180 antitumor effects and immune promoting of Soi rung granule
on experimental animals. It is the reality base for application of Soi rung
in Vietnam, preventing medicinal plants drain.

New conclusions

= Acute toxicity and semi-chronic toxicity:
- Acute toxicity: Determined oral LDs, of Soi rung granule as 98.753g
herb/kg of mouse weight.
- Sub chronic toxicity: Compared with the control group and before using,
dose of 0.6g and 3g Soi rung granule/kg of rabbit weight (5 times greater
than the clinical dose) was used for 8 weeks continuously, which caused
microscopic morphological changes of the rabbits’ liver with different
levels, which increased serum AST, ALT level (p < 0.05) but did not
affect the metabolic function of liver, hematopoietic function as well as
function of glomerular filtration, macroscopic and microscopic
morphological kidney of experimental rabbits (p > 0.05).
= Sarcoma 180 antitumor effect:
- With doses 5g/kg, 10g/kg and 20g/kg of mouse weight, Soi rung granule
inhibited experimental tumor growth. Dose 5g Soi rung granule/kg mouse
weight has prolonged lifespan for mice bearing sarcoma 180 than control
group (p < 0.05).
=  Effects on TCD3, TCD4, TCDS8, IL-2, and TNF-a ratio in mice

bearing sarcoma 180 solid tumor:
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- The dose 5g Soi rung granule/kg of mouse weight increased the relative
weight of the thymus gland and spleen as well as lymphocyte proliferation
on microscopic thymus and spleen compared to control group (p < 0.05).

- Proportion of TCD3, TCD8 lymphocyte, the concentration of 1L-2 and
TNF-a in mice using 59 Soi rung granule/kg of mouse weight has
significantly increased compared to control group (p < 0.05). TCD4 ratio
decreased without statistical significance in comparing with control group
(p>0.05).

THESIS CONSTRUCTION

Thesis contains of 128 pages, including 2 pages of Introduction; 33
pages of Chapter 1. Overview of documents, 17 pages of chapter 2:
Research materials, subjects and methodology; 39 pages of Chapter 3:
Research results; 34 pages of Chapter 4: Discussion; 2 pages of
Conclusion and 1 page of Recommendation. Thesis has referenced 205
documents with 84 in Vietnamese, 16 in Chinese and 105 in English.
Thesis was illustrated by 23 tables, 18 figures, diagrams, graphs and 31
pictures.

Chapter 1
OVERVIEW OF DOCUMENTS

1.1. Cancer and immune response in cancer
1.1.1. Etiology and pathogenesis mechanism

Cancer is a malignant disease of cells, in which cancer cells grow
remarkably, unorganized and often invade into adjacent organs and cause
function disorders of these organs. The etiology of cancer includes
exogenous causes (physics, chemics, biology factors) and endogenous
causes (hormones, free radical, genetics factors...). Most of cancers
happen due to DNA mutation in stem cells when cells expose to
carcinogenic factors and mistakes in DNA replication inside cells, relating
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to 4 types of gen: oncogenes, tumor suppressor genes, self destruction
genes, DNA repair genes.
1.1.2. Cancer treatment

Cancer develops in a relatively long period from activation, so the
treatment must be started as soon as possible. In metastasis stage, the
treatment becomes extremely difficult and leads to high rate of death.
There are many therapies for cancer treatment such as operation,
chemotherapy, radiation therapy, hormone therapy, biology (immune)
therapy, cell targeted therapy and stem cell implant. Choosing suitable
treatment or the combination treatment must base on each cancer stage.
1.1.3. Immune response in cancer

Cancer antigens once appear in human body are controlled by the
immune system. Nonspecific immune effectors cells (macrophage,
microphage, natural Killer cells) harm cancel cells, leading to destroy or
inhibit them. Humoral immune response involves in destroying cancer
cells by activating complement and are cytotoxic to antibodies —depending
cancer cells by NK (nature killer) cells. Cytotoxic T cells (Tc) has
important role in immune response against cancer. MHC (Major
Histocompatibility Complex) on cell surface is the target for T cell to
recognize antigen and destroy cancer cells.
1.1.4. Experimental model in cancer treatment

In vitro and in vivo research models are often used to investigate

preclinical antitumor effect of studying drugs. In vitro, studying drugs are
directly kept with cancer cells from human or animal, which are grown in
certain condition and environment. Experiments on animal and clinical
trials are two forms of in vivo study. This is a mandatory step before
applying on human in oncology field. Rabbits, cats, mice, primates are
used in in vivo study on oncology, which mice are more widely used.
There are two ways to implant tumor in in vivo model: Cell line implants
on animals or human tumor xenograft implants.



1.2. Traditional medicine concepts on cancer
1.2.1. Etiology and pathology mechanism

Cancer belongs to Ai Zheng ¥ i in traditional medicine. The etiology
includes exogenous, endogenous and miscellaneous causes. The pathology
mechanisms are due to toxic heat, energy and blood stagnation, phlegm
stagnation, vital energy deficiency, causing energy injury, energy and
blood stasis, and forming masses after a long term.

1.2.2. Tumors treatment

According to traditional medicine, cancer is a systemic disease but
having local appearance, therefore the treatment must pay attention to
increase human resistance ability to control tumors growth and must base
on the principle of treating with both elimination and reinforcement
(anticancer). Reinforcement includes tonifying spleen and regulatying
energy, tonifying yin and creating fluid, cool and enriching yin and
tonifying blood, warn and tonifying spleen and kidney. Elimination and
anticancer include clearing heat and inflammation, regulating blood and
resolving stasis, removing phlegm and soften masses, destroying tumors.

1.3. Researches on cancer treatment of traditional medicine

The researches on cancer treatment by traditional medicine include in
vitro and in vivo studies. Some herbals have anticancer effects such as
Gordonia Longicarpa, Palhinhaea Cernua Lycopodiaceae, Pterocarpus
Soyauxii... Besides, some studies on the effect of traditional remedies,
products combining traditional and modern medicine in clinical have been
conducted to evaluate the supportive effect in cancer treatment, like
Phylamin, Aslem, Angala, Lingzhi — False Ginseng, Cadef, Curcumin...
These researches’ results show that traditional medicine has immune
promoting effect, increasing lympho cells and reducing red blood celss,
white blood cells and platelets drop in patient having chemotherapy and
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radiation therapy. The combination elevates treatment effects, scientific
value and ensuring ethnic in research. However, researches on a particular
herbal, especially a Vietnamese plant, are still lacking.

1.4. Overview of Soi rung
* Scientific name: Sarcandra Glabra (Thunb.) Nakai. (Chloranthaceae).
* Used parts: Whole plant.

* Characteristics, effects: Bitter, pungency, mild warm, contains toxic.
Affecting liver and heart meridians. Regulate blood, stop pain, dispel
wind, drain dampness, clear heat and inflammation, antivirus,
antibacterial, antitumor.

* Studies on Soi rung

- Studies on Soi rung oversea mainly focused on experiments, have
specified the chemical components of Soi rung: sesquiterpen, coumarin,
flavonoid, triterpenoid, saponin, caroten, lipid, polysaccharid, in which
saponin, coumarin, sesquiterpen and flavonoid are the main components.
Some in vitro studies shows that Soi rung extracts have the effect of
inhibiting some human cancer cell lines growth (Hep-A549, HCT-29,
BGC-823...) and inhibiting tumor growth in vivo, improving ratio and
increasing immune cells, spleen weight, thymus and white blood cells os
mice implanted cancer cells.

- In Vietnam, Soi rung has only been used in folk for spraines, joints and
skeletal pains and some studies concluded its effects of analgesia and
antioxidant. However, because scientific evidence on antitumor effect of
this plant hasn’t been reported, Soi rung wasn’t listed in Vietnam
pharmacopeia yet. Therefore professional experimental researches are
needed to explore the scientific evidence, in order to apply and develop
this medicinal plant.
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Chapter 2

RESEARCH MATERIALS - SUBJECTS - METHODOLOGY
2.1. Research materials
- Soi rung granule was manufactured from Soi rung plant’s stem at
Pharmacology department, Cao Bang traditional medicine hospital,
passing local standards.
- Control drug: Purinethol (6 — MP) tablet contains 50mg mercaptopurine,
manufactured by GlaxoSmithKline.
2.2. Research subjects
- Swiss grown white mice, healthy New Zealand white rabbits, both
passed research standards and provided by prestigious centres of
experimental animals.
- Sarcoma 180 (S-180) cell line: Provided by American Association of
Tissue Banks, activated and grew at Biology department, Natural science
University, Hanoi National University.
2.3. Research methodology
- Study on the acute toxicity: Determine LD50 by Litchfield — Wilcoxon
method.
- Study on the sub - chronic toxicity: Under the guidance of World
Health Organization.
- Study on growth inhibitor of sarcoma 180 solid tumor effect of Soi
rung granule on mice: After 5 days from S-180 cells implanted, mice
groups drink water, 6-MP and Soi rung granule dose of 5g/kg, 10g/kg,
20g/kg of body weight in 18 continuous days. Study figures are tumor
volume, antitumor validity by ltokawa standard; % of lifespan of mice
bearing tumor.
- Study on Soi rung granule effect on ratio of TCD3, TCD4, TCD8 cells,
IL-2 and TNF- a of mice bearing S-180 solid tumor: After 18 days of
treatment, measure serum IL-2 and TNF- a of mice, count peripheral
blood cells, ratio of TCD3, TCD4, TCD8 at lymph nodes, relative weight
of thymus, spleen and microscopic of thymus, spleen.



2.4. Research places

- Pharmacology deparment, Hanoi medical university.

- Cell biology department, Biology department, Natural science university,
Hanoi National university.

2.5. Data processing: The collected data is processed in accordance with
Biomedical statistical algorithms, using SPSS 18.0 software. The
differences are statistically significant at p < 0.05.

Chapter 3
RESEARCH RESULTS
3.1. Determine toxicity of Soi rung granule
3.1.1. Acute toxicity
LDso = 98.753 (89.065 — 103.597) g medicinal plant/kg of body weight.

3.1.2. Sub — chronic toxicity
* During the experiment, rabbits in 3 groups operate normally, agile,
bright eyes, silky hair, fine dining, dry stool. After 8 weeks of
continuously using the study medicine with doses of 0.6g/kg rabbit and
3g/kg rabbit, no toxicity on blood forming system or any changes on rabbit
liver and kidney function biochemical tests were observed.
* Soi rung granule effect on liver functions:

Table 3.5. Effects of Soi rung granule on albumin, cholesterol and
bilirubin in rabbits blood

_Study Study time Control | 0.6g/kg Soi rung | 3g/kg Soi rung D
index group granule group granule group
Before treatment | 6 54+0,25 6,47+0,13 6,44+0,29 >0,05
Albumin After 4 weeks | 6,200,56 6,25+0,61 5,8020,24 >0,05
(g/dt) After 8 weeks | 6,10+1,06 5,91+1,13 536x0,20 | >0,05
p before - after > 0,05 > 0,05 > 0,05
Before treatment | 2,20+0,17 2,11+0,24 2,20+0,32 >0,05
Cholesterol ™ After 4 weeks | 2,05+0,31 2,13%0,27 2,010,17 >0,05
(mmol/l) After 8 weeks | 2,11%0,29 2,130,14 2062024 | >0,05
p before - after > 0,05 > 0,05 > 0,05
Bilirubin Before treatment | 12 15+0,22 12,15+0,30 12,20+0,29 > 0,05
(f) After 4 weeks | 12,14+0,30 | 12,28+ 0,36 1227032 | >0,05
After 8 weeks 12,20+0,27 12,13+0,28 12,08+0,19 >0,05
p before - after > 0,05 > 0,05 > 0,05
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Remarks: Doses of 0.6g/kg and 3g/kg of rabbit weight did not
change albumin, cholesterol and total bilirubin levels by each study
timeline, there was no statistical significance compared to before treatment
and between 2 groups (p < 0.05).

Table 3.6. Effects of Soi rung granule on AST, ALT levels in

rabbit blood
. . Control 0.6g/kg Soi rung | 3g/kg Soi rung
Study index Study time group granule group granule group P
Before treatment | 38,25+10,63 38,54+7,57 41,30+15,45 > 0,05
After 4 weeks 42,21+10,57 40,17+5,70 56,10+14,67 > 0,05
AST (UI) p before - after > 0,05 > 0,05 > 0,05
After 8 weeks 43,04+16,77 44,36+7,58 66,43+14,01 < 0,05
p before - after > 0,05 > 0,05 <0,05
Before treatment | 43,94+7,51 47,03+7,17 49,95+10,70 > 0,05
After 4 weeks 45,40+10,52 55,77+15,46 56,55+10,15 > 0,05
ALT (UI) p before - after > 0,05 > 0,05 <0,05
After 8 weeks 47,09 +9,38 58,11+17,28 73,57+12,31 <0,05
p before - after > 0,05 <0,05 <0,05

Remarks: Soi rung granule dose 0.6g/kg of body weight increased ALT
after 8 weeks and higher than control group (p < 0.05), dose 3g/kg of body
weight increased AST, ALT at study timelines compared to control group
(p <0.05).

* Effects of Soi rung granule on microscopic structure of rabbit liver,

kidney:

Figure 3.1. Figure 3.2. Figure 3.3.
Microscopic image Microscopic image Microscopic
of rabbit liver in of rabbit liver in image of rabbit
control group 0.69/kg granule liver in 3g/kg
(HE x 250) group granule group

(HE x 250) (HE x 250)
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Figure 3.4. Figure 3.5. Figure 3.6.
Microscopic image Microscopic image Microscopic image of
of rabbit kidney in of rabbit kidney in rabbit kidney in 3g/kg

control group 0.6g/kg granule granule group

(HE x 250) group (HE x 250) (HE x 250)

Remarks: Soi rung granule dose of 0.6g/kg and 3g/kg rabbit body weight
injured liver in mild and severe levels depending on dose. Dose of 3g/kg
body weight (5 times higher than clinical dose) injured rabbit kidney
mildly.

3.2. Sarcoma 180 antitumor effect of Soi rung granule on mice

3.2.1. Effects of Soi rung granule on weights of mice bearing tumor

Body weight

Day

Graph 3.2. Body weight changes by days

Remarks: Mice weight in all groups increased after each time weighing.
Mean mice weight in 6-MP group started to decrease significally
compared to other groups from day 13 and remarkably decreased for the
last days. There was no statistically sighnificant different between 5g/kg
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Soi rung granule (SR1) group and control group. In 10g/kg (SR2) and
20g/kg (SR3) groups, mice weight were clearly slower than Soi rung

granule 5g/kg group.
3.2.2. Effects of Soi rung granule on tumor growth

Tumor mean volume (cm®)

4
3.5
3
2.5
2
1.5
1

1 3 5 7 9 11 13 15 17 19 Day
——UT —m—6-MP SR1 ——SR2 SR3

Graph 3.3. Tumor mean volume changes by days

0.5 ——

-
o

Remarks: From day 7, mean volume of tumor in UT group continuously
incresaes, in 6-MP group decreased after each measurement, in SR1 group
increasing speed was lower than UT and SR2 groups, SR2 increased faster
than SR3 group, in SR3 group the tumor volume just slightly increased
after each measurement.
Table 3.9. Compare the mean tumor volume between groups at day 23
after tumor forming

\ G Mean tumor volume (cm?)
0. roups n ~
P (X +SD) P

1 uT 10 3,37+0,33
2 6-MP 10 0,46+ 0,37 " p2-3 < 0,05
3 SR1 10 1,45+0,96 P24 < 0,05
4 SR2 10 1,77+1,26 " P25 > 0,05
5 SR3 10 0,82+0,86 "

*: Different to UT with p < 0.05.
Remarks: Mean tumor volume in SR1, SR2 and SR3 groups decreased
statistically significant compared to UT group (p < 0.05), but no sinificant
different between SR3 and 6-MP groups (p > 0.05).
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Table 3.10. Antitumor validity of study groups

Groups Antitumor rate (%) Antitumor validity
6-MP 86,35 ++
SR1 56,97
SR2 47,48
SR3 75,67 ++

Remarks: Antitumor validity of SR1 and SR2 were (+), 6-MP and SR3
were both (++).
3.2.3. Effects of Soi rung granule on microscopic image of tumor

TRy iy 5 Ve isad ) RS RN

Figure 3.10. Tumor Figure 3.11. Tumor Figure 3.12. Tumor
image in UT group image in 6-MP group image in SR1 group
(HE x 400) (HE x 400) (HE x 400)

Figure 3.13. Tumor Figure 3.14. Tumor
image in SR2 group image in SR3 group
(HE x 400) (HE x 400)

Remarks: 5 groups both had multi-morphology image of tumor cells. SR1,
SR2 and SR3 groups had more lymphocytes infiltrated than 6-MP group.
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3.2.4. Effects of Soi rung granule on lifespan time of mice bearing
tumors
Table 3.12: Mean lifespan time and % lifespan time (ILS) of mice

Groups
Index uT 6-MP SR1 p
Mean lifespan 54,6 +15.8 49,2 +35.43 84,7+46.4 p<0,05
time (day)
ILS (%) -9.89 55,13

Graph 3.4. Survival rate of mice in study in 160 days monitoring

Remarks: Mean lifespan time in SR1 group was longer than 6-MP and UT
groups, statistically significant (p < 0.05). Mice in 6-MP group began to
die at day 18 of treatment, earliest among groups; followed by mice in UT
group began to die at day 41 and cummulatively died from day 56 to day
82. Mice in SR1 group died mainly from day 65 to day 81. At the end of
treatment only 2 mice of SR1 group were alive.
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3.3. Investigate the affects of Soi rung granule on ratio of CD3, CD4,
CD8 cells, IL-2 and TNF-a of mice bearing sarcoma 180 solid tumor
3.3.1. Overall assessment of immune system
3.3.1.1. Effects of Soi rung granule on thymus and spleen:
- Relative weight of thymus and spleen of UT, 6-MP and SR1 groups
increased statistically significant compared to control group (p < 0.05), 6-
MP and SR1 groups increased more than UT group with p < 0.05.
Microscopic images of thymus and spleen in 6-MP and SR1 groups
showed more lymphocyte proliferation than control anf UT groups.
3.3.1.2. Effects of Soi rung granule on peripheral blood cells

Table 3.14. Effects of Soi rung granule on red blood cells count

No. Groups n Red blood cells (T/L) ( X + SD) p
1 SH 10 9,48 0,58
2 uT 10 7,89+0,67 P23 < 0,05
3 6-MP 10 6,04+1,247 P24<0,05
4 SR1 10 9,40 £ 0,55 P34 < 0,05
Table 3.15. Effects of Soi rung granule on platelets count
No. Groups n Platelets (G/L) ( X + SD) p
1 SH 10 727,8 £ 200,10
2 uT 10 1407,6 £382,12 " p14> 0,05
3 6-MP 10 512,54 + 185,07 Ps4 < 0,05
4 SR1 10 829 + 183,16
Table 3.16. Effects of Soi rung granule on white blood cells count
No. Groups n White blood cells (G/L) ( X + SD) p
1 SH 10 6,48£0,9
2 uT 10 18,96 +9,12 " p14> 0,05
3 6-MP 10 349+0,727 Ps4< 0,01
4 SR1 10 7,93£3,19

*: Statistically significant different to control group (p < 0.05).
Remarks: Count of red blood cells, white blood cells and platelets in SR1
group did not change significantly compared to control group; these
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figures decreased significantly in 6-MP group compared to control and
SR1 groups.

3.3.2. Evaluation of T lymphocyte and IL-2, TNF-a levels

Table 3.18. Effects of Soi rung granule on TCD3 ratio

No. Groups n TCD3 ratio (%) ( X + SD) p
1 SH 10 52,3146,70
2 uT 10 56,636,14 P23 < 0,01
3 6-MP 10 66,0145,71" P2.4 < 0,01
4 SR1 10 65,638,33 ° Pse>005

*: Statistically significant different to control group (p < 0.01).
Table 3.19. Effects of Soi rung granule on TCD4 ratio

No. Groups n TCD4 ratio (%) ( X +SD) p

1 SH 10 60,32 % 6,0

2 uT 10 58,61+ 6,0 P23 > 0,05
3 6-MP 10 57,0+6.71 P24>0,05
4 SR1 10 58, 24 + 6,30 Ps.4> 0,05

Table 3.20. Effects of Soi rung granule on ty I¢ lympho bao TCD8

No. Groups n TCDS ratio (%) ( X + SD) p
1 SH 10 22,70 + 6,21
2 uT 10 25,22 +6,30 " p23< 0,05
3 6-MP 10 2820+7,4" p2-4 < 0,05
N 4> 0,
4 SR1 10 27,62 +4,23 Pa4 > 0,05

*: Statistically significant different to control group (p < 0.05).
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Graph 3.7. Differences between groups on TCD3, TCD4, TCD8 ratio
Remarks: CD3, CD8 ratio in 6-MP and SR1 groups increased statistically
significant compared to control and UT groups (p < 0.05) but not
significantly diferent between 6-MP and SR1 groups (p > 0.05).

Table 3.21. Effects of Soi rung granule on IL-2 level (pg/ml)

No. Groups n IL-2 level (pg/ml) ( X +SD) P
1 SH 10 7,33+1,83
2 uT 10 8,14 +2,65" P23 < 0,05
3 6-MP 10 12,08+233" P24 < 0,05
4 SR1 10 10,53 +3,87 " Ps4>0,05

*: Statistically significant different to control group (p < 0.05).
Remarks: IL-2 level in 6-MP and SR1 groups increased statistically
significant compared to control and UT groups (p < 0.05) but not
significantly diferent between 6-MP and SR1 groups (p > 0.05).

Table 3.22. Effects of Soi rung granule on TNF-a level (pg/ml)

No. Groups n TNF-a level (pg/ml) ( X +SD) p
1 SH 10 25,53 £3,97 Prs <005
2 uT 10 26,57 £9.41 Pra < 0,05
3 6-MP 10 32,00 £ 10,33 P34 < 0,05
4 SR1 10 38,53+9,97 "

*: Statistically significant different to control group (p < 0.05).
Remarks: TNF-a level in SR1 group increased statistically significant
compared to control, 6MP and UT groups (p < 0.05).
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Chapter 4
DISCUSSION

4.1. Soi rung granule toxicity
4.1.1. Acute toxicity

By studying on acute toxicity, we have determined LD50 of oral Soi

rung granule on experimental mice, which is 98.753 (89.065 — 103.597) g
herbal/kg body weight. Compared to folk dose for human 40g herbal/day,
LDs, is 10.27 times higher (extrapolation coefficient in mice is 12).
According to WHO guidance and new drug research guidance, using
Soi rung with folk dose is relatively safe. Comparing to some drugs
originated to medicinal herbals, Soi rung granule belong to group
containing toxic, because most of other medicinal plants can not be
determined LDso when studying on acute toxicity.

4.1.2. Sub — chronic toxicity

After 8 weeks drinking Soi rung granule, rabbit’s body weight,
number of red blood cells, white blood cells, platelets, white blood cells
ratio, hematocrit, hemoglobin levels did not change in both control and
study groups. So, Soi rung granule did not affect the overall condition and
blood forming function of normal adult rabbits. Results in table 3.5
showed Soi rung granule both dose 0.6g/kg and 3g/kg did not affect
rabbit’s serum levels of albumin, bilirubin and cholesterol. This proved
that Soi rung granule had no affects on protein and lipid metabolism, as
well as bile excretion and metabolism of liver; however the AST and ALT
levels in serum after 8 weeks increased statistically significant in 3g/kg
group than control group (p < 0.05). In 0.6g/kg group, only ALT level was
elevated. Soi rung granule did not cause any adverse side effects on kidney
functions. According to pathologic results, Soi rung granule dose 3g/kg (5
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times higher than predicted clinical dose for human) injured microscopic
structure of liver. Study on injuring cells effect, Soi rung granule had
affected liver cancer cells and blood cancer cells. Based on research
results, Soi rung has toxic components, leading to toxicity of this plant. In
traditional medicien, it is catergorized in toxic group.

4.2. Sarcome 180 antitumor effect of Soi rung granule on mice

4.2.1. Soi rung granule effects on mice overall condition and tumor
growth

Mice in 6MP, SR1, UT groups did not have changes in eating
behaviours, compared to control group, in SR2 and SR3 groups mice
decreased clearly to other groups. Results in graph 3.2 showed the
equivalent body weight of mice in all groups in the first day, in each group
mice increased weight but SR2 and SR3 mice had lower weight than other
groups (p < 0.05). 6-MP groups had mean weight of mice started to
decrease from day 13 of drinking and decreased drammatically in the last
measurements. Dose of 20g/kg mice body weight has affected weight
growing of mice.

Graph 3.3 showed that solid tumor implanted subcutaneous increased
size by each measurements, similar in all groups. From day 7, differences
were observed. Tumor size in UT group elevated remarkably, while in SR
groups elevated but slower than UT. In SRS, size developed slower than
SR1 and SR2, maybe because of dose 20g/kg is 1/3 of LD sy, quite near
toxic dose so it had injuring cell effect higher on cancer cells. In SR2,
tumor size increased faster than SR1. This brings a good news in treatment
because we can decrease drug dose but still have the same effect. In 6MP
group, tumor size decreased gradually and clearer than other groups. The
difference in tumor development leads to difference in mean tumor
volume between groups when study finished. Mean tumor volume in 6-
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MP groups was lowest with antitumor ratio 86.35%. Followed in turn by
SR3, SR1, SR2 with antitumor ratio respectively 75.67%; 56.97% and
47.48%. According to ltokawa scale, 6-MP, SR3 had antitumor power
(++), while SR1 and SR2 were (+).

The microscopic tumor images in SR1, SR2 va SR3 had lymphocytes
and blast concentrated in cancer tissue. In 6-MP, lymphocytes and blasts
density were lower. In UT, the tumor edge had many neutrophil white
blood cells and some lymphocytes. The infiltration level of lymphocytes
increased in cancer tissue in mice having 6-MP or Soi rung granule, has
decreased tumor growth. Antitumor effect in vivo of Soi rung maybe due
to saponin, flavonoid, polysaccharid and sesquiterpen in its chemical
components. Many studies of international and Vietnamese authors have
proved saponin’s experimental antitumor effect; flavonoid’s deactivating
some carcinogenic factors effect, ending cell cycle, starting apoptosis and
inhibiting vessels forming inside tumors, antioxidant; polysaccharide
inhibits cancer cell growth by inhibiting vessels forming in tumor,
promoting and adjusting immune function.

4.2.2. Soi rung granule effects on lifespan time of mice

Soi rung granule dose 20g/kg had effect of limiting sarcoma 180
cancer development in vivo, higher than dose 5g/kg and 10g/kg body
weight, but affect overall condition of mice (decreases eating and
weight), dose 5g/kg had the similar effect to dose 10g/kg. So, dose
5g/kg must be further studied to contributively prove herbal’s effective.
Lifespan time after treatment is an important index to evaluate the total
effective of cancer treatment therapies. Results in table 3.12 and graph
3.4 showed that the first died mouse in 6-MP group and numbers of
died mice concentrated at earliest time. In UT, the tiem of many died
mice was also before SR1. After treatment, only 2 mice in SR1 were
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still alive. Mean lifespan time of cancer mice having Soi rung dose
5g/kg has been prolonged 35 days than untreated cancer mice. The
difference was statistically significant with p < 0.05. Mice having 6-
MP had mean living time 6 days shorter than cancer group.

4.3. Investigate Soi rung granule effect on ratio of CD3, CD4, CD8
cells, IL-2 and TNF-a of mice bearing sarcoma 180 solid tumor

4.3.1. The overall immune system
4.3.1.1. Weight and microscopic thymus structure changes

Relative weight of thymus gland and spleen in 3 groups UT, 6-MP and
SR1 both increased significantly than control group but 6-MP and SR 1
increased more than UT, statistically significant with p < 0.05. Between 6-
MP and SR 1 there was no significant difference (p > 0.05). These results
are appropriate to microscopic images of thymus gland and spleen. In UT
and 6-MP groups, there were images of increasing lymphocytes and white
marrow size. In SR1 group, lymphocytes density as well as white marrow
size both elevated remarkably. These results are similar to previous studies
of Wen J. (2003) and Sun W. (2003) on this plant. These two authors’
results also indicated that Soi rung has stimulated immune response
against cancer in vivo by increasing weight and microscopic deforming
thymus glanf and spleen.

4.3.1.2. Effects of Soi rung granule on peripheral blood cells

Results in table 3.14, 3.15, 3.16 showed: Number of red blood cells in
mice of UT group decreased 15% than control group. In 6-MP group, red
cells decreased 23.48% than UT, platelets decreased 30% than control
group, white blood cells decreased to 53% of control group (p < 0.05). In
SR1, number of red blood cells, white blood cells, platelets were not
different from control group (p > 0.05). This result is appropriate to study
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results of Wen J. et al (2003), Leng Y. et al (2010), Chuong Vo Cuong
(2011). 6-MP is a drug inhibiting the synthesizing and exchanging purin
nucleotid, causing changes in synthesizing and function of RNA and
DNA. 6-MP is indicated in cancer of connective tissue like acute and
chronic leukemias. One of its adverse side effects is severe marrow
dysfunction, this could be the reason leading to decrease red blood cells,
white blood celss, platelets in group using 6-MP. This will be an
advantage of Soi rung granule comparing to 6-MP.

4.3.2. Effects of Soi rung granule on T cells ratio and IL-2, TNF-a
levels

4.3.2.1. T cells ratio

Results in table 3.14, 3.15, 3.16 and graph 3.7 showed that mice in
sarcoma 180 cancer cells implanted both had TCD3, TCD8 cells ratio
increased drammatically than control group but TCD4 cells ratio tended
to decrease. However, comparing to UT group, 6-MP and SR1 group
had TCD3, TCD8 ratio higher than (p < 0.05). This was suitable to
microscopic images of tumor, thymus gland and spleen in mice groups
with infiltrated levels of lymphocytes from low to high, respectively UT,
6-MP, SR1. Approximately 90% cells which has presented CD3 then
either present CD4 or CD8. Then, the increasing of CD3 ratio will
happen if CD8 ratio increases, or CD4 ratio decreases, or both. In this
study, TCD4 lymphocyte ratio tended to decrease lower than control
group but not statistically significant, so increasing TCD8 ratio might
be considered to be the main reason to increase TCD3. Therefore, we
might state that 6-MP and Soi rung granule both affect on lymphocyte
T differentiation, primarily differentiating into TCD8 through
increasing differentiating TCD3. Scientists have identified the main
components in Soi rung which is coumarin, along with flavonoid,



22

polysaccharid. This substance has been proved by many scientists to have
inhibitor effect on cancer cells growth in vitro, in vivo, promoting
conditioning immune by increasing number of TCD4 TCD8 cells, levels
of IL-2 and TNF-a.

4.3.2.2. Concentration of IL-2 and TNF- a

Research results in table 3.21, 3.22 showed: IL-2, TNF-a levels in
all 3 groups of cancer mice both elevated higher than healthy mice in
control group. Mice in SR1 group had higher IL-2 and TNF-a levels
than UT group (p < 0.05). SR1 had high IL-2 level although the ratio of
cells presenting CD4 decreased lower than control group. This might
be explained that Soi rung granule did not stimulate increasing number
of CD4 cells but increasing their lymphocytes’ activity, leading to
elevating serum IL-2 level of treating mice. Besides, IL-2 is produced
by some other cells such as TCD8, macrophage... So, these results
somehow are appropriate to CD8 cells count, the IL-2 produce may
increase when the number of CD8 increases.

4.3.3. Antitumor and promoting immune effects of Soi rung in
Traditional medicine

The traditional medicine herbals in treating cancers are catergorized
into two main kinds: Elimination and reinforcement. The close connection
between these two methods and immune therapy help increasing treatment
results. According to traditional medicine, effects of Soi rung include
blood regulating, clearing heat and inflammation to treat trauma, joints
pain, boil and ulcer, swelling status. In model of experimental cancer, Soi
rung has limited the growth of experimental cancer cells, promoting body
immune by increasing TCD3, TCD8 lymphocytes ratios, increasing 1L-2
and TNF-a levels. So if based ontraditional medicine, Soi rung belongs to
elimination herbal group treating cancer. If based on cancer treating drugs
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classification of modern medicine, Soi rung is put in the immue regulating
(immune modulating) group. In conclusion, Soi rung has helped the
human body to improve immune system, providing condition for
inhibiting cancer cells to develop.

CONCLUSION

1. Acute toxicity and sub-chronic toxicity of Soirung granule
- Acute toxicity: determined oral LDs, of Soi rung granuale as 98.753g
herb/kg of mouse weight.
- Sub-chronic toxicity on rabbit

+ Compared to control group and before using, a dose of 3g/kg of
rabbit weight, Soirung granule increased AST, ALT level with p < 0.05, a
dose of 0.6g/kg of rabbit weight just increased ALT level with p < 0.05.

+ Both doses of Soi rung granuated/kg of rabbit weight caused
microscopic morphological changes of the rabbits’ liver with different
levels, but did not affect the metabolic function of liver, haematopoietic
functions as well as function of glomerular filtration, macroscopic and
microscopic morphological kidney of experimental rabbits.

2. Effect of inhibitor of sarcoma 180 solid tumor of Soi rung granule
on mice.

- With doses 5g/kg, 10g/kg and 20g/kg of mouse weight, Soi rung granule
inhibited tumor growth, efficiency antitumor as (++) with dose of 20g/kg
of mouse weight; (+) with doses of 5g/kg and 10g/kg of mouse weight.

- Dose 5g Soi rung granule /kg mouse weight had prolonged lifespan for
mice bearing sarcoma 180 up to 155,13%.
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3. The effect of TCD3, TCD4, TCDS8, IL-2, and TNF-a ratio in mice
bearing sarcoma 180 solid tumor:

- The dose 5g Soi rung granule /kg of mouse weight increased the relative
weight of the thymus gland and spleen as well as lymphocyte proliferation
on microscopic thymus and spleen compared to control group (p < 0.05).

- Proportion of TCD3, TCD8 lymphocyte, the concentration of IL-2 and
TNF-o in mice using 59 Soi rung granule/kg of mouse weight had
significantly increased compared to control group (p < 0.05).

- The dose 5g Soi rung granule /kg of mouse weight decreased TCD4 ratio
without statistical significance in comparing with control group (p > 0.05)

RECOMMENDATIONS

- Toxicity of Soirung should be studied more, particularly hepatoxicity,
should clearly identify the active ingredients and toxic elements in Soi
rung herbal.

- The mechanism of Soi rung herbal should be continued to study .

- The safety and effecttiveness of Soi rung herbal must be reseached in
clinical trials for evaluating them before treating in human.



