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Cay thanh tdo (Justicia gendarussa Burm £.) 1a mot cay thudc quy thuoc ho Acanthaceae moc &
nhiéu noi tai Viét Nam va duogc st dung trong dan gian dé chira mot s6 bénh nhu: Dau xuong,
viem khop, gidm ho, ha sot, mun nhot.... Trong nhimg nam gan day, viéc si dung céc peptide tu
nhién cé hoat tinh sinh hoc tir cac loai thdo moc dé diéu tri cac bénh man tinh va cai thién stc
khée ctia con nguoi duoc st dung rong rai. Trong nghién cttu nay, cac peptide ty nhién va peptide
sau thily phan ctia cay thuéc Thanh tao (TT) duoc phan lap va danh gia anh hudng trén su giai
phoéng ctia cac cytokine tién viém in vitro. Cac phan doan peptide da duoc phan lap bang cot siéu
loc Amicon Ultra Centrifugal Filters (Millipore) véi cac muc cit gidm khéi luong phan ti khac
nhau (< 30 kDa, < 10 kDa va < 5 kDa), xac dinh do sach va khéi lwong phan tit bing phuong phap
dién di trén gel Tricine-SDS-PAGE. Két qua cho thdy, 14 cay TT chiét bang nuéc cit lanh da thu
nhan duoc phan doan chtta peptide tir nhién c6 khéi lwong phan tix 14 kDa. Protein tir 1a cay TT
duoc thiy phan bang pepsin va pancreatin trong 1 gio da thu nhan duoc phan doan peptide < 10
kDa. Anh hudng cta cac phan doan peptide trén cac cytokine tién viem duoc danh gia trén té bao
macrophage gay viém bang LPS va xac dinh su gidi phong cta cac cytokine bing phuong phap
ELISA. Két qua cho thdy, cac phan doan peptide TT tu nhién va peptide TT sau thily phan thu
nhan duoc véi néng do (10 - 40 pg/mL) khong gay doc voi dai thuc bao. Phan doan peptide TT
sau thily phan < 10 kDa voi nong do 10 - 40 ug/mL c6 kha nang tc ché sy gidi phong ctia TNF-o,
IL-6 va IL-8 trén in vitro cao hon so v6i phan doan peptide TT tu nhién. Day 1a co sé ban dau dé
chting minh tic dung diéu tri sung viém trong dan gian ctia 14 cay TT.

T khéa- Cytokine, khiang viém, justicia gendarussa, thanh tio, peptide.

1. DAT VAN BE

Trong nhitng nim gan day, da c6 su gia tang
cac nghién ctru vé cac peptide cé hoat tinh sinh
hoc tir thdo duoc dé chong lai cac bénh man tinh
va nang cao stcc khoe con nguoi [1]. Thuc vat giau
peptide c6 hoat tinh khang viem (AIPs) da duoc sit
dung trong diéu tri viem [2]. Mot s6 AIPs da duoc
stt dung nhu thudc dé ngan ngtra va kiém soat
viem [3]. Cac peptide tv nhién c6 thé dugc thu
nhan truc tiép tir ngi coc, cac loai hat, trai cay va
cac ngudn tu nhién khac... Cordymin 1a mot loai

peptide duoc tach chiét tir qua kho ctia ndm dong
triung ha thao Cordyceps sinensis da lam giam su
giai phong TNF-a va IL-1p [4]. Citrusin XI, mot
peptide duoc tinh sach tir trai cay Citrus unshiu cé
hoat tinh khang viém, tc ché su giai phong cac
chit trung gian gay viém [5]. Céc peptide hoat tinh
sinh hoc ¢6 nguén goc tir thuc vat cé thé thu duoc
voi s6 luong 1on bang phuong phap thily phan
bang enzym, thity phan héa hoc va lén men vi sinh
cac protein thyc vat. Cac peptide hoat tinh sinh
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hoc tur thuc vat cé kich thudéc nhé hon thuong co
hoat tinh sinh hoc cao hon do ting kha nang hap
thu & rudt cao hon so véi cac protein va peptide co
kich thuéc 16m [6]. Mot s6 peptide c6 ngudn géc tie
protein ctia thuc phdm c6 hoat tinh sinh hoc cao
sau qua trinh tiéu hoa hoac 1én men thuc phim
[7]. Mot nghién ctru khac cho thay, cac protein tir
hat cay dén Amaranthus sau qua trinh thay phan
tao cac peptide c6 hoat tinh khang viem va diéu
hoa mién dich trén mo hinh chuot gay di ung [8].
Hién nay, cac peptide hoat tinh sinh hoc c6 nguén
goc tir thue vat dang nhan duoc sy quan tim clia
cac nha khoa hoc trong ca linh vuc dinh duong va
duoc pham.

Cay TT (Justicia gendarussa Burm f.) con goi la
tan ctw, thuoc ho Oro (Acanthaceae). Theo kinh
nghiém dan gian, 14 hodc canh TT gia nat duoc st
dung dé dap vao cac vét sung, chita dau xuong hoic
chira cac bénh vang da hay ho, sot... Mot s6 chat thi
cap da duoc phan lap tir cay TT va xé4c dinh cau tric
nhu: 2-amino benzyl alcohol [9], stigmasterol, lupeol,
1 6-hydroxylupeol, R-sitosterol, aromadendrin, 1§ -
Sitosterol- 8 -D-glycoside [10]. Subramanian (2012)
[11] da ching minh dich chiét bang ethanol va
methanol cta cay TT c6 tic dung khang viém trén
chuot sau khi gay viém cuc b bing carrageenan.
Cho dén nay, chua c6 nghién ctru phan 1ap va xac
dinh cac tac dung sinh hoc ciia cac peptide tir cay
TT.

Trong nghién ctru nay, cac phan doan peptide
tir 14 cay TT sé dwoc phan lap va danh gia anh
hudng lén su gidi phong cac cytokine tién viém
ctia dai thuc bao. Cac két qua nghién cttu 1a nhitng
dan chung khoa hoc ban dau, lam co sé cho cac
nghién ctu tiép theo danh gid tdic dung khang
viém trén in vivo va cac tac dung sinh hoc khac
clia cac peptide tir 14 cay thuoc TT.

2. VAT LIEU VA PHUONG PHAP NGHIEN CUU

2.1. Vat liéu, hoa chat va thiét bi

2.11. Vit iéu

Mau 14 cay TT duoc thu nhan tai thanh pho
Ha Noi va dugc Vién Sinh thai va Tai nguyén Sinh
vat phan loai, xac dinh tén khoa hoc.

2.1.2. Hoa chat

Pepsin®,
Acrylamide,

BSA,
(Sigma-

Folin,
PMSF

Pancreatin®,
Bis-acrylamide,

Aldrich, My); Temed, Protein Ladder
(Thermoscientific, My); ethanol 96° (Viét Nam).
Té bao macrophage RAW 264.7 c6 ngudn goc tir
ATCC (American Type Culture Collection), kit do
CCK8 (Dojindo Laboratories, Kumammoto) duoc
st dung dé do ndéng do cytokine tt BD
Pharmingen (Franklin Lakes).
2.1.3. Thiét bi

May quang phé UV 1601 (Visible
Spectrophotometer 1601, Trung Quéc), may do pH
Corning 215 (Anh), may dién di protein (Bio-Rad,
My), ti nudi cdy té bao (Thermo Scientific, My),
can ky thuat (Caltex, Ptc), may ly tim lanh
(Thermo Fisher, My), bé 6n nhiét (Trung Qudc),
bo loc Amicon Ultra Centrifugal Filters (Merck
Millipore, D1xc).

2.2. Phuong phap nghién ctru
2.2 1. Xt ly nguyén liéu

La tuoi cay TT sau khi thu hai, rita sach duoc
dé - 20°C trong 24 gid, dugc nghién min déng nhat
trong nuoc cat lanh theo phuwong phap ctia Shen va
cs (2019) [12] hoac trong axit acetic 10% theo
phuong phap cta Barashkova va Rogozhin (2020)
[13].

2.2.2. Thu nhan cdc phan doan peptide
- Thu nhén cdc phin doan peptide TT tir nhién

L4 twoi TT dé & - 20°C duoc nghién min déng nhat
bang nudc cat lanh hodc trong axit acetic 10% véi ty le 1
g/5mL dich chiét va bé sung chat tic ché protease voi
nong do 1 mM PMSF (phenylmethylsulfonyl fluoride)
trong dich chiét. Sau d6 dich chiét duoc ly tam
10.000 vong/phut trong 20 phut & nhiét d6 4°C
thu dich chta hon hop protein va cac peptide tu
nhién. Protein va cac peptide duwoc tia bing
ethanol theo ty 1¢ 1 V dich chiét/4 V ethanol & 4°C
trong 24 gio, sau do thu tua protein va peptide
bang ly tam 12.000 vong/phut & 4°C. Tta protein
va peptide duoc hoa lai bing nuoc cat theo ty 1é
(10 mg taa/mL). Cac protein va peptide sé duoc
phan tach cac phan doan c6 khéi leong phan ti
khac nhau bang bo loc Amicon Ultra Centrifugal
Filters (Millipore) v6i cac miurc sang loc < 30 kDa,
< 10 kDa va < 5 kDa theo phuong phap cta

Laviada-Castillo (2019) [14].
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- Thu nhan cdc phin doan peptide TT sau thiy
phan bang enzym

Qua trinh chiét xuit protein va cac peptide
teong tu nhu chiét cac protein va peptide tu nhién
da mo ta ¢ trén. Dich chiét sau ly tam duoc tia
ethanol ty 1é 1/4 (1 dich chiét/4 ethanol) thu duoc
ché phdm gdém céc protein va peptide. Cac protein
thu nhan tir 14 cay TT duoc phan hily bang enzyme
pepsin va pancreatin [15].

Hoa tan ché phidm protein thu duoc sau tia
con biang nuoc cat va dugc thiy phan biang pepsin
voi ty 1é enzym/co chat 1a 5% & 37°C, pH 2,0 trong
thoi gian 30, 60 va 90 phut. Tiép theo, thily phan
lan 2 bang pancreatin voi ty 1& enzym/co chat 5%,
thoi gian 30, 60 va 90 phut & nhiét do 37°C, pH 7,5
theo phuong phap ctia Herrera Chalé va cs (2014)
[15]. Cac phan doan peptide sau thiy phan sé
duoc phan tach theo khéi lwong phan tx bing bo
loc Amicon Ultra Centrifugal Filters (Millipore)
véi cac muc sang loc < 30 kDa, < 10 kDa va <5
kDa theo phuong phap cta Laviada-Castillo (2019)
[14]. Dich chita cac phan doan peptide dugc bao
quan lanh & nhiet do -20°C dé st dung cho cac
phan tich tiép theo.

2.2.3 Xdc dinh do sach va khoi lrong phan tir
cia peptide bang phuong phdp dién di trén gel
Tricine-SDS-PAGE 16%

bien di Tricine-SDS-PAGE duoc ti€én hanh
theo phuwong phdp cta Schigger va Von Jagow
(1987) [16]. Mau peptide 3 ul duoc chay trén gel
acrylamide Tricine-SDS 16% véi cuong d6 dong
dién 80 V trong 15 phut, sau do6 tang cuong do lén
150 V trong khoang 1 gio cho chay dién di 1 ban
gel.

2.2.4. Xac dinh ham Iurong protein

Ham luong protein cta mau duoc xac dinh
theo phuong phap Lowry va cs (1951) [17]. Dich
mau (1 mL) duoc thém vao 5 mL dung dich D (bao
gom: 100 thé tich dung dich A (2% Na,CO, trong
0,1 M NaOH + 1 thé tich dung dich B (1%
CuS0,5H,0 pha trong nuéc cat) + 1 dung dich C
(2% sodium potassium tartrate pha trong nudc
cat), lac nhe, dé 10 phut & nhiét do thuong. Phan
tng duoc thém 0,5 mL dung dich Folin &
Ciocalteu's (Sigma-Aldrich, My) pha loang 2 1an dé
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trong 30 phut & nhiét 6 phong. Mau ctia phan tng
duoc do do hap thu & budc séng 600 nm (mau doi
chtmg 12 mau nuodc cat khong chia protein). Him
luong protein duoc dinh luong dua trén s6 do OD
thu duoc ctia mau thi nghiém do6i chiéu véi dé thi
chudn BSA (albumin huyét thanh bo).

2.2.5. Dianh gid anh huong cua cdc phan doan
peptide Ién kha ning song sot cuia dai thurc bao

Té bao macrophage RAW264.7 (ATCC) duoc
nuodi trén dia 96 giéng v6i mat do 5.10* t€ bao/mL
trong 200 pl/giéng moi treong DMEM, 10% FBS &
diéu kién 37°C, 5% CO, trong 24 gio. Cac mau
peptide dugc pha lodng & cac nong do 10, 20,
40pg/mL tuong duwong dua lan luot vao mdi giéng
2, 4, 8uL. mau peptide duogc pha trong DMSO (100
ug/100ul) hoac véi 10% DMSO (mau doi chung -
bC). Méi néong do peptide va BDC duoc b sung
vao 3 giéng t€ bao, tiép tuc duy tri & 37°C, 5% CO,
trong ti 4m trong 24 gio. Kha ning song cta té
bao duwoc danh gia st dung bo dung dich CCK-8
(Cell Counting Kit-8, Merck, 96992), 10 ul dung
dich CCK-8 duoc 0 trong 1 gid véi cac té bao duogc
xtt Iy bang mau peptide. Do hap thu duwoc do &
budc song 450 nm bang mdy doc ELISA (BioTek
Synergy® HT microplate reader — My).

2.2.6. Xdc dinh dnh huong cua cdc phan doan
peptide Ién sur gidi phong cdc cytokine

Té bao macrophage RAW264.7 (dai thuc bao
tham gia vao qua trinh sinh ra cac chat tién viéem
chiang han nhu cac cytokine: TNF-o, IL-6, IL-8
hoac cac cytokine khang viém nhw: IL-10 trong
qua trinh mién dich bdm sinh khi c6 vi sinh vat
xam nhap vao co thé), day ciing la dong té bao
duoc stt dung nhiéu trong cac nghién ctru khang
viem [18], duoc tién x(t ly cung voi peptide trong
45 phut. Sau do, cac té bao duoc xtt ly ti€p voi LPS
(lipopolysaccharide tr vi khudn gram am) trong 18
gio, sau do thu dich d@é xac dinh ndéng do6 cac
cytokine giai phong ra va duoc do bang kit ELISA
ctia hang BD Biosciences [19].

2.2.7. Phan tich thong ké

Phan tich théng ké duoc thé hién y nghia
bang + SD. Su khac biét gifra caic nhém duoc duoc
xit ly théng ké theo bang ANOVA One way. Su
khac nhau c6 y nghia thong ké khi p < 0,05.
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3. KET QUA NGHIEN CUU VA THAO LUAN

3.1. Tach chiét va thu nhan cic phan doan
peptide tir1a cay TT

3.1.1. Tich chiét va thu nhin cdc phin doan
peptide tir nhién tirld cay TT

Nghién ctru ciia Shen va cs (2019) [12], Kini
va cs (2017) [20], Wong va cs (2017) [21],
Barashkova va Rogozhin (2020) [22] cho thay,
nudc hoac dung dich axit acetic 10% c6 kha nang
chiét xuat hiéu qua peptide tir thuc vat, day ciing 1a
cac dung moi an toan. Cac dung méi khac nhau sé
chiét xuat dugc cac protein va peptide cé khoi
lwong phan tit khac nhau, do viy da lga chon 2
dung dich chiét nay dé thu nhan cac peptide tu
nhién tir 1a cay TT.

Két qua hinh 1 cho thay, 14 cay TT chiét bang
nudc cat lanh thu nhan duoc bang peptide khoang
14 kDa (Hinh 1A). Két qua hinh 1B cho thdy, 14 TT
chiét bing axit acetic 10% thu nhan nhiéu cac
protein khac nhau cé khdéi luong phan tx cao hon
so voi chiét bang nudc cat lanh. Mot s6 nghién cttu
trén thé gioi cho thdy, cac peptide c6 khoi luong
phan tir nho nhu peptide collagen (11,93 kDa) va
peptide gelatin (16,62 kDa) tir da ctia ca ngu vay
vang Thunnus albacares c6 hoat tinh chéng oxy
hoéa [23]. Peptide 14 kDa tt loai sau bot Tenebrio
molitor c6 kha nang khang vi khuin Escherichia
coli [24]. Do vay, da lga chon phan doan peptide
TT tu nhién chiét bang nudc cat lanh dé st dung
cho cac nghién ctiru danh gia tac dung khang viém
in vitro.
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Hinh 1. Dién di trén Gel Tricine-SDS-PAGE 16% cac peptide TT ty nhién
tir 14 ciy TT. Gel dugc nhudm bac sau dién di
Ghi chu: M: Marker; 1: Phan doan peptide tir 5 - 10kDa, 2: Phan doan peptide tir 10 - 30kDa; A: La TT
chiét bang nudc cat lanh, B: La TT chiét bang axit acetic 10%.

3.12. Tich chiét va thu nhan cdc phan doan
peptide thuy phin tir protein cua ld ciy TT

Cac peptide c6 khéi luong phan tir < 10kDa
thuong c6 hoat tinh sinh hoc manh so voi cac
peptide khéi luong phan tir cao hon do kha ning
hap thu t6t va van chuyén nhanh dén co quan dich
trong co thé [25, 26]. Nghién ctu cta Gonzélez-
Montoya va cs (2018) [27] cho thdy, phan doan
peptide c6 khai luong phan t&t (5 - 10kDa) tir thiy
phan protein dau nanh cé hoat dong khang viém
tot nhat [27]. Do vay, chung to6i da st dung 2
enzym la pepsin va pancreatin dé thily phan céac
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protein tir 14 cay TT v6i muc dich thu nhin cac
phan doan peptide c6 kich thuoc < 10 kDa. Kiém
tra dich thay phan tai cic thoi gian khac nhau
bang dién di Tricine SDS-PAGE, két qua & hinh 2
(giéng 1) cho thay, sau 30 phut thily phan van con
bang peptide dam c6 kich thuéc trong khoang 14 -
15kDa, sau 60 va 90 phuat thily phan, st dung ca 2
loai enzym pepsin va pancreatin da cho phan doan
peptide < 10 kDa (hinh 2; giéng 2 va 3). Nhu vay,
sau 1 gio thily phan protein tir 1a cay TT da thu
nhan duoc phan doan chira cac peptide c6 khoi
luong phan t < 10kDa.
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Hinh 2. bién di trén Gel Tricine-SDS-PAGE 16% cac
peptide TT thity phén tir protein 14 cay TT.
Gel duge nhuém bac sau dién di

Ghi chu: M: Marker; 1: Phin doan peptide
dich thuy phén sau 30 phit; 2: Phan doan peptide
dich thuy phéin sau 60 phut; 3: Phan doan peptide
dich thuy phan sau 90 phuit.

3.2. Panh gia anh hudng clia cac phan doan
peptide dén kha ning sdng s6t cia té€ bao
macrophage

Anh huéng cta peptide tir cay TT dén kha
ning song sot cua dai thuc bao RAW264.7 duoc xac
dinh bing thi nghiem MTT (3-(4,5-Dimethylthiazol-
2-y1)-2,5-Diphenyltetrazolium Bromide), day la
phuong phap da duoc stt dung dé danh gia anh
huodng cta cac chat dén kha nang song sot ciia cac
té bao [28].

Peptide TT twr nhién

Peptide TT thiy phan

1,6
1,4
1,2 4

2 0,8
0,6
0,4 4

Kha ning song sotciia té bio
(OD 450nm)

0,2 1

bC 10 30

40

10 20 30 40

(ng/mL)

Hinh 3. Anh hudng cia cac phan doan peptide TT ty nhién va TT thiiy phan lén
kha niing song sot cla t€ bao RAW264.7

Kha nang song sot cta té bao tai cac giéng
duoc tra mau chia phan doan peptide tw nhién va
phan doan peptide sau thily phan tai cac noéng do
10, 20, 30, 40pg/mL khong c6 su khac biét dang
ké so voi kha ning s6ng sot cta té bao tai giéng
d6i chimg sinh hoc (giéng t€ bao chi nudi trong
moi treong nudi cdy) (Hinh 3). Két qua cho thay,
cac peptide tir 14 cay TT voi néng do tir 10 - 40
pg/mL khong anh huéng dén kha nang séng sot
ctia t€ bao macrophage RAW264.7.

3.3. banh gid anh hudng ciia cac phin doan
peptide dén sy gidi phong cytokine tién viem trén
invitro

MaAu chtta cac phan doan peptide tu nhién va
peptide sau khi thity phan protein tir 14 cay TT &
cac nong do 10, 20, 30, 40pg/mL duoc tra vao
giéng chira t€ bao RAW 264.7. Cam tmg dai thuc
bao RAW 264.7 bang LPS vé6i néng do 1pg/mL
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trong 24 gio gay dap ung viém. Hinh 4, 5, 6 cho
thdy, cac dai thuc bao duoc kich thich béi LPS da
giai phong manh cac cytokine tién viem TNFa, IL-
6, IL-8. Khi giai phong cac cytokine gay viém qua
mtc cé thé dan dén tinh trang viém man tinh va
gay ra cac van dé co6 hai cho stc khée nhu: Ung
thu [29], bénh tim mach [30]. Do do, kiém soat
viéc giai phong cac cytokine giy viém sé lam giam
biéu hién viem qua muc & nhitng bénh nhan bi
viém cép tinh. Két qua & hinh 4 cho thdy, nhom
diéu tri peptide TT ty nhién va peptide TT sau
thity phan déu c6 kha nang ttc ché TNF-a v6i nong
do tir 10 - 40 pg/mL. Nhom diéu tri peptide TT sau
thily phan & néng do 40 pg/mL da tc ché su giai
phong TNF-o 4 1an, trong khi diéu tri peptide TT
tu nhién chi tc ché su giai phong TNF-a 1,3 14n so
voi nhém gay cam tng LPS khong diéu tri peptide
TT (p< 0,05).
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TNF-a (pg/mL)
600 -+

500 o
400 A P
300 A
200

100 1

"pc LIPS Ips 10 20 30
+D

exXan

LPS+ peptide TT tw nhién

LPS+ peptide TT tw nhién

40 LPS 10 20 30 40
(ng/mL) |

Hinh 4. Anh huéng ctia c4c phan doan peptide TT tu nhién
va TT thay phan trén s gidi phong cta TNF-o

Ghi chu: *p < 0,05: Sir khdc nhau c6 ¥ nghia cia nhom cam ung LPS diéu tri peptide TT so véi nhom

gay cam ung LPS khong diéu tri.

IL-6 (pg/mL)

1000 -

LPS+ peptide TT tw nhién

900 -
800 -
700 -
600 -
500 -
400 -
300 -
200 +
100 A

*

LPS+ peptide TT tw nhién

pC LPS

+ Dexan

LPS 10 20 30

40 LPS 10 20 30 40
(ng/mL)

Hinh 5. Anh huéng ctia c4c phan doan peptide TT tu nhién
va TT sau thily phan trén su giai phong cta I1-6

Ghi chu: *p < 0,05: Sir khdc nhau c6 y nghia cia nhom cam ung LPS diéu tri peptide TT so véi nhom

LPS khong diéu tri.

Két qua & hinh 5 ciing cho thdy, phan doan
peptide TT sau thay phan c6 kha nang tc ché I1-6
cao hon so véi phan doan peptide TT tit dich chiét
tu nhién. Tai cing noéng do 40pg/mL, phan doan
peptide TT tu nhién tc ché su giai phong cta IL-6
khoang 1,3 14n, trong khi d6 phan doan peptide TT
sau thay phan cé kha nang tc ché su giai phong
ctia IL-6 1a 2,1 1an so v6i nhom LPS khong diéu tri
p<005.

Két qua & hinh 6 cho thdy, kha ning tc ché 11-8
ctia phan doan peptide TT sau thiy phéan cao hon rat

nhiéu so v6i phan doan peptide TT tw nhién. Su khac
biét duoc thé hién ro nhat tai nong do 40pg/mL khi
diéu tri peptide TT tu nhién, su giai phong IL-8 chi
giam khoang 1,4 lan, trong khi d6 khi diéu tri
peptide TT sau thty phan, su giai phong cta IL-8
gidm khodng 6,3 1an so v6i nhom LPS khong diéu tri
va gan bang nhom diéu tri Dexamethasone (mot
thuéc khang viéem corticosteroid) (Hinh 6). Ca 2
phan doan peptide TT tu nhién va TT sau thily phan
déu khong anh hudéng dén su gidi phong cta I1-10
(két qua khong trinh bay).
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IL-8 (pg/mL)
450 -

LPS+ peptide TT tw nhién

LPS+ peptide TT tw nhién

400 +
350 1
300 ~
250 A
200 ~
150
100

50

PC Lps

+ Dexan

LPS 10 20 30

40 LPS 10 20 30 40
(ng/mL)

Hinh 6. Anh huéng ctia peptide TT trén su giai phong ciia IL-8
Ghi chi: *p < 0,05: Sir khéc nhau c6 ¥ nghia cia nhom cam wng LPS diéu tri peptide TT so voi nhom

g4y cam umg LPS khong diéu tri.

Nhuw vay, cac phan doan peptide TT ty nhién
va peptide TT thuy phan déu tic ché su gidi phong
clia cac cytokine tién viém trén mo hinh in vitro.
Két qua nghién ctu trén cho thay, khi thily phan
cac protein tr 1a TT da thu duoc cac phan doan
peptide c6 khoi luong phan tir < 10 kDa, 1am ting
kha ning tc ché sy gidi phong clia cac cytokine.
biéu nay ciing da duoc chi ra trong mot nghién
ctru tong quan vé cac peptide tir thuc vat cho thdy,
cac peptide c6 khoi lwong phan tir nhé hon thuong
c6 hoat tinh sinh hoc cao hon do ting kha ning
hap thu & té bao rudt cao hon so véi cac protein va
peptide cé khéi lwgng phan tix 1on hon [6].

Két qua nghién cttu nay cho thay, peptide TT
tw nhién tir 14 cay TT c6 hoat tinh ttc ché sy giai
phoéng clia cac cytokine gay viém, co thé st dung
truc ti€p dap trén cac vét sung dau nhu kinh
nghiém da duoc dung trong dan gian Viét Nam
[31] hodc khi st dung bing duong udng sau khi
tiéu hoa, cac protein tir 1a cay TT duoc cac enzym
duong tiéu hoéa thiy phan sé tao thanh cac peptide
¢6 kich thudc nhoé hon va cé tic dung khang viem
manh nhu da duoc st dung trong y hoc ¢6 truyén
ctia Trung Quoc [32]. Cac nghién cttu trén thé gidi
cho thdy, cac peptide cé khdi luong phan tir thap
sau khi duoc thity phan bing mot s6 enzym tiéu
hoéa c6 kha niang hap thu tét hon cac protein c6
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khéi luong phan tir cao, lam ting kha nang van
chuyén dén cac co quan dich dé phat huy tac dung
khang viém cta chdng [33]. Gan day, mot so
nghién ctru trén thé giéi cho thay, cac peptide tir
thuc vat 1a ngudén duoc lieu tiém niang [34]. Cac
peptide sau qua trinh thiy phan t hat cay dén
Amaranthus c6 hoat tinh khang viém va diéu hoa
mién dich trén mo hinh chuot gay di tmg [8]. Cac
phan doan peptide sau thity phan protein tir hat
cay chia Salvia. hispanical c6 tac dung tic ché sy
giai phong cua cac cytokine va khang viém manh
[35].
4. KET LUAN

L4 cay TT chiét bang nuoc cat lanh da thu
nhan dugc phan doan chita peptide tu nhién co
khoi luong phan tir khoang 14 kDa va khong 1an
nhiéu cac protein c6 khoi luong phan tir cao so véi
chiét bang axit acetic 10%. Thily phan protein tir 14
cay TT bang 2 loai enzym pepsin va pancreatin
trong 1 gio da thu nhan duoc phan doan peptide <
10 kDa. Cac phan doan peptide TT tu nhién va
peptide TT sau thiy phan véi nong do 10 -
40pg/mL khong gay doc voi dai thue bao. Phan
doan peptide TT sau thily phan véi néng do 10 -
40png/mL c6 kha nang tc ché manh sy gidi phong
ctia TNF-q, IL-6 va IL-8 trén in vitro cao hon so voi
phan doan peptide TT ty nhién.
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Summary

Thanh tao plant (Justicia gendarussa Burm f.) is a medicinal plant belonging to the Acanthaceae
family that it grows in many places in Vietnam and is used in folk medicine to treat a number of
diseases such as: bone pain, arthritis, cough relief, fever reduction, acne... In recent years, the
use of bioactive natural peptides from herbs to treat chronic diseases and improve human health
has been increasing. In this study, natural peptides and hydrolyzed peptides from proteins of
thanh tao plant (TT) were isolated and evaluated for their effects on the release of inflammatory
cytokines in vitro. Natural peptide fractions and hydrolyzed peptides from protein of TT leaves
were isolated using Amicon Ultra Centrifugal Filters (Millipore) with different molecular weight
cut-offs (< 30kDa, < 10kDa and < 5kDa). The purity and molecular weight of peptides were
determined by Tricine-SDS-PAGE gel electrophoresis. The results showed that the leaves of the
TT were extracted with cold distilled water to obtain the natural peptide with molecular weight
(14 kDa). Protein from the TT leaves was hydrolyzed by pepsin and pancreatin for 1 hour to
obtain a peptide fraction < 10 kDa. The effects of peptide fractions on inflammatory cytokines
were evaluated on LPS-induced macrophages. The release of inflammatory cytokines was
determined by ELISA method. The natural TT peptide fractions and hydrolyzed TT peptide
fractions obtained at concentrations (10 - 40ug/ml) had no effect on macrophages. The
hydrolyzed TT peptide fraction < 10 kDa at a concentration of 10 - 40pg/mL higher inhibit the
release of TNF-a, IL-6 and IL-8 than the natural TT peptide fraction in vitro. This is the initial
basis to demonstrate the folk anti-inflammatory effect of this medicinal plant leaf.
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