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This study was performed to collect genetic resources of Phellinus
species in nature reserves in the North of Vietnam and determine
optimal method to process the samples during isolation of mycelium,
as well as finding optimal media for cultivation of the mycelium. In
this study, four fruiting bodies of Phellinus species were collected,
name designated as NTH-PL1, NTH-PL2, NTH-PL3 and NTH-PL4.
The fruiting bodies of Phellinus species has a semicircle/horseshoe
shape, dark brown color, diameter of the body ranging from 5.0 to
15.3 cm. Isolation results show that using 70% ethanol for 10 minutes
was the most suitable to remove microbial contamination in the
samples, with an efficiency of 29.17%. Four strains of Phellinus
species were able to growth in PDB, MCM, MEB and YEB medium,
in which MCM medium was the most suitable for strain NTH-PL1
(10.6 mg of dry filamentous biomass in 100 ml of medium), NTH-
PL2 (10.4 mg/100 ml), NTH-PL3 (13.9 mg/100 ml) and NTH-PL4
(16.4 mg/100 ml).
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N4am Thuong Hoang
Phellinus spp.

Phan lap

Chéng ung thu

Nam duoc liéu

Nghién ctru nay dugc trién khai nham thu thap nguon gen nam
Thuong Hoang tai cac khu bao ton thién nhién khu vuc ph|a Bic,
Viét Nam va xéac dinh phuong phdp thich hop cho xtr ly mau cho qua
trinh phan 1ap soi nim, ciing nhu méi truong thich hop cho nudi cay
hé soi nAm Thuong Hoang. Trong nghién ctru nay da thu thap dwoc
bén qua thé ndm Thwong Hoang, dugc ky hiéu 1a NTH-PL1, NTH-
PL2, NTH-PL3 va NTH-PL4. Qua thé nam Thwong Hoang cé hinh
ban nguyét/ méng ngua, mau nau sim, duong kinh qua thé dao dong
tir 5,0 dén 15,3 cm. Két qua phan lap cho thay sir dung ethanol 70%,
10 phat 1a thich hop nhit dé loai bo tap nhiém vi sinh vat c6 trong
mau, véi hiéu qua dat 29,17%. Bbn ching nam Thwong Hoang c6
kha nang sinh truong tét trong méi truong PDB, MCM, MEB va
YEB, trong d6 méi truong MCM Ia thich hop nhét cho ching NTH-
PL1 (sinh khéi soi khd 10,6 mg/100 ml), NTH-PL2 (10,4 mg/100
ml), NTH-PL3 (13,9 mg/100 ml) vd NTH-PL4 (16,4 mg/100 ml).
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1. Pat van dé

Ung thu 1a mot trong nhilng nguyén nhan hang dau gay tir vong trén toan thé gisi. Nguyén
nhan c6 thé 1a do di truyén hoic do ngoai canh (tia cuc tim, hda chat bao vé thuc vat, cac loai
hoocmén, khi thai...) tac dong. Cac loai thudc/ hda chat 1a giai phap hiéu qua dé diéu tri cac bénh
ung thu. Tuy nhién, cac loai thuc/ hoa chat didu tri ung thu rat ton kém, d& gay tac dung phu va
bién chimg trong diéu tri. Do d6, viéc tim kiém va phét trién cac hoat chat sinh hoc tu nhién c6
hiéu qua, it tac dung phu, it ton kém dé phong va diéu tri ung thu 1a yéu cau cap bach dit ra cho
cac nha khoa hoc.

Nam Thuong Hoang (Phellinus spp.) phan b & cac khu vuc nhiét doi, can nhiét doi va duoc
biét dén véi cac hoat chat sinh hoc quy, c6 tac dung rat hi¢u qua trong phong va diéu tri ung thu,
duoc ménh danh 13 “vua tri ung thu” [1], [2]. Mot s6 nghién ctu chi ra rang, hoat chat sinh hoc
¢6 trong nAm Thuong Hoang c6 tac dung loai bo té bao/ khéi u ac tinh ma khong 1am ton hai dén
té bao khéc [2]. Ngoai ra, kha nang irc ché té bao/ khdi u cua dich triét nim Thuong Hoang ciing
cao hon céc loai khac (96,7%), trong khi nAm Huong (80,7%), nam Van Chi (75-77%), nam Linh
Chi (65-70%)...[3]. Bén canh kha nang tc ché hiéu qua céc té bao ung thu, nAm Thugng Hoang
dugc coi 1a san pham an toan ty nhién cho con ngudi [4], [5].

Nghién ctu vé nam Thuong Hoang ¢ nudc ta méi duoc quan tdm trong khoang 10 nim tro lai
déy va da dat duoc mot s6 thanh tyu ban dau vé hoat chat cua nAm Thuong Hoang trong tu nhién
[6], [7] va dac diém nuoi cdy cuia nAm Thuong Hoang [8], [9]. Tuy nhién, dit liéu vé phuong phap
phan lap nguon gen nim Thuong Hoang thu thap tir tw nhién chua duge dé cap & nhitng nghién cau
da cong bd. Két qua cua nghién ciu ndy s& bo sung dit liéu vé phuong phap phan 1ap, tir d6 gop
phan chi dong luu giit dai han cac ngudn gen nam Thuong Hoang phat hién trong tu nhién.

2. Vat li¢u, moi truwedng va phwong phap nghién ctru
2.1. Vat liéu va moi truwrong nghién ciru

Vat liéu:

Qua thé nAm Thuong Hoang thu thap & cac khu bao ton thién nhién tai Ba Bé, tinh Bic Kan
va Phia Oic - Phia Pén, tinh Cao Bing, di duogc dinh danh tai Vién Khoa hoc Sy séng — Pai hoc
Théai Nguyén.

Moi truong sur dung:

Moi treong PDA (g/l: khoai tdy 200; dextrose 20; agar 20; pH 6,0-6,5). Méi truong dinh
dudng MCM (g/l: dextroza 20; cao nim men 2; pepton 1; MgS0..7H.0 0,5g; KH,PO, 0,46;
K2HPO, 1; agar 20; pH 6,0-6,5). Moi truong dinh duong MEA (g/l: dextroza 20; cao malt 20;
pepton 1; agar 20; pH 6,0-6,5). Moi truong dinh dudng YMA (g/l: dextroza 10; cao nam men 3;
cao malt 3; pepton 5; agar 20; pH 6,0-6,5). Vi méi trudong dich thé khdng b sung thach twong
ung PDB, MCM, MEB va YMB.

2.2. Phwong phdp nghién cuu

Phirong phdp thu thap nguon gen ndm Thirong Hoang:

Tién hanh thu thap qua thé nim Thugng Hoang vao mua Xuén nim 2019, thoi diém co nhiét
d6, d6 4m thich hop cho nim sinh trudng tai cc khu bao ton thién nhién tai Ba Bé (Bic Kan) va
Phia Oic - Phia Pén (Cao Bang). C4c loai nam duoc phat hién s& duoc nhan dién, déi chiéu voi
ddc diém hinh thai chung ciia nam Thugng Hoang nhu: sdng ky sinh & thuc vat, dic diém qua
thé, mau sic, hinh dang... Cac loai ndm c6 dic diém pha hop véi mé ta s& duoc thu thap mot
phan dyng trong tdi zip cé chaa thong tin vé dia diém lay mau va bao quan & diéu kién lanh trong
qua trinh van chuyén vé phong thi nghiém.

Phwong phap phan lap hé soi tir qua thé nam Thuwong Hoang:

Hé khuan ty caa nAm Thuong Hoang dugc phan 1ap tir qua thé nam thu thap tr tu nhién theo
ba phuong phap khac nhau: (i) Rira 3-5 lan bang nudc cat vo tring, roi cat qua thé nam thanh
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ting miéng 6 vudng kich thudc 0,5%0,5 cm; (ii) Qua thé nim dwoc khir tring trong 150 ml
ethanol 70% trong 10 phdt, rdi rira sach 3 lan bang nuwéc mudi sinh ly vé trang 0,85% (w/v), cat
thanh miéng 6 vudng kich thuéc 0,5%x0,5 cm; (iii) Qua thé nim duoc khir tring trong 150 ml
dung dich H,0, 10% trong 5 phut, rdi ria sach 3 1an bang nuéc mudi sinh Iy vo tring 0,85%
(wiv), cat thanh miéng 6 vudng kich thudc 0,5%0,5 cm.

Céc miéng cat qua thé nam Thuong Hoang ¢ (i), (ii), (iii) dugc dat 1én bé mat méi truong
thach dia PDA va boc lai bang paraffin dé tranh su thoat hoi nuéc, nudi & 25°C trong 10 ngay.
Lya chon dia nim nudi cdy phat trién binh thuong khong bi tap nhidm. Tién hanh ciy chuyén
sang moi trudng thach dia PDA cho dén khi thu dugc hé soi dong nhat va thuan khiét. Hé khuan
ty tinh sach cua chung nam Thuong Hoang dwoc bao quan trong glycerol ¢ nong do cudi cing
15% ¢ -86°C.

Phuong phap xdc dinh méi truong nuoi cay thich hep cho cac chung nam Thirong Hoang:

Cac chung nam Thuong Hoang dugc nudi trong 100 ml mdi loai méi truong (PDB, MCM,
MEB va YMB) & 25°C, lac 130 vong/phdt trong 10 ngay. Thu nhan khuan ty cua cac chung nam
Thuong Hoang, rira hé khuan ty cua cac ching trong nudc cat vo trang ba lan va siy kho hé soi ¢
70°C trong 24 gio.

Phirong phdp xit 1y sé liéu:

S lidu dugc xir ly, so sanh théng qua phan mém Microsoft excel.

3. Két qua va thao luan
3.1. Thu thdp qud thé ndm Thuweng Hoang

Dic diém hinh thai ciia 04 qua thé ndm Thuong Hoang thu thap ¢ khu béo ton thién nhién tai
Ba Bé (Bac Kan) va Phia Oac - Phia Pén (Cao Bang) dugc mo ta tai Bang 1 va Hinh 1.
Bang 1. Phan bé va ddc diém hinh thai qud thé ndm Thirong Hoang thu thédp

Pic diém hinh thai qua thé nam

Ky higu Pia diém £ . Puong A s .
STT mau thu thap Cuﬂong Da,ng Hinh Kinh bj day Mflu
nam thic dang (cm) sac

(cm)

1 NTH- Bipg Bickan  Khong 10390 Ban 5464 g4-15 NU
PL1 cing nguyét sam
2 NP Bagé Bickan  Kkhong 19390 Ban g5 10 o5ey7 N
PL2 cung nguyét sam
NTH- Phia Oéc - Phia R Héagd  Mong _ _ Nau
3 PL3 Dén, Cao Bing Khong cling_ ngua 6.0-67 0520
4 N gaBsBicken  Kkhong 19890 MOng 5 55 g5 N
PL4 cung ngua sam

Tai khu bao tn thién nhién Ba Bé (Bic Kan) phét hién 3 loai qua thé nAim Thuong Hoang &
ba dia diém khac nhau, déu sinh truéng ¢ cdy Dau (Morus alba L.), duoc dit tén lan luot 12 nim
Thuong Hoang NTH-PL1, NTH-PL2 va NTH-PL4; nim Thuong Hoang NTH-PL1 c6 mau nau
sam, hoa gd ctmg, duong kinh 5,0~9,4 cm va do day 0,4~1,5 cm; hinh thai cia nim Thugng
Hoang NTH-PL2 gidng voi NTH-PL1 nhung c6 kich thudc va do day qua thé I6n hon, 1an luot 1a
8,2~12 cm va 0,5~1,7 cm va NTH-PL4 c6 hinh méng ngua, kich thuéc qua thé nim tuong ung la
10,0~15,3 cm va 0,6~2,5 cm (Hinh 1). Tai khu bao ton thién nhién Phia O4c - Phia Bén (Cao
Bang) phat hién nim Thuong Hoang NTH-PL3 ¢ cay Dau, qua thé nim c6 hinh mong ngua, kich
thuéc 6,0~6,7 cm (Chleu rong) va 0,5~2,0 cm (do day) (Hinh 1). Bdn loai qua thé nAm déu co
mau nau hoic nau sam, dang gd cuang, hinh tron ban nguyét hodc “mong ngua”, duong Kinh
5,0~15,3 cm, d6 day 0,4~2,5 cm, khdng co cudng, vong dong tam phl hop voi mo ta vé dac diém
hinh thdi cia nim Thuong Hoang theo cbng bd trén dir lieu cua MycoBank
(http://www.mycobank.org).
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Hinh 1. Bdc diém hinh thai nam Thuong Hoang thu thdp. (1): NTH-PL1; (2): NTH-PL2; (3): NTH-PL3;
(4): NTH-PL4; A: Mat trén qua thé nam; B: Mar dudi qud thé nam; C: Mat cat ngang qud thé nam; Thanh
bar Ava B: 2 cm; Thanh bar C: 1 cm.

Mot vai bao céo trude ddy phat hién nim Thuong Hoang tai céc tinh mién Trung va Tay
Nguyén cua nuéc ta, bao gdbm Phellinus pini va Phellinus igniarius tai PU Hudng — Nghé An
[10], [11], Phellinus vietnamensis tai Pa Lat - Lam Dong [12], Phellinus hartigii tai nti Ngoc
Linh - Quang Nam [13] va Phellinus gilvus tai PU Mat — Nghé An [14]. Tuy nhién, céac tac gia
khong dé cap chi tiét dén thuc vat chu & d6 cac loai ndm Thuong Hoang dugc phat hién va dic
diém hinh thai cua ching (ngoai trir Phellinus vietnamensis [12] va Phellinus hartigii [13]). Cho
dén nay, chua c6 bao cao vé su phan bd ciia nam Thugng Hoang tai cac tinh mién nii phia Bac.

Céc nghién ctiu trén thé gigi cho thiy, nam Thuong Hoang duoc phat hién & mot s6 loai thuc
vat gb mém nhu cay Dau (Morus alba), cay Liéu (Salix alba), cdy Théng (Pinus sylvestris), cay
Bach Duong (Populus tomentiglandulosa), cdy Thanh luong (Sorbus aucuparia), cdy Oc cho
(Juglans regia), cdy Dé gai (Fagus sylvatica), cdy Tao tdy (Malus domestica) va cay Phi
(Corylus colurna) [15], [16].

Tinh dén thoi diém thang 8 nam 2021, c6 hon 363 loai nAm Thugng Hoang dugc phat hién va
cong bd trén dir lisu MycoBank (http://www.mycobank.org). Trong d6 c¢6 5 loai nAm Thugng
Hoang (dugc md ta c6 mau nau sam, hinh ban nguyét/ méng ngua, khong ¢ cudng ndm) chira
dung gia tri duoc liéu cao nhat, bao gdm Phellinus linteus, Phellinus igniarius, Phellinus gilvus,
Phellinus pini va Phellinus hartigii [17], [18].

3.2. Phan I@p nguén gen nam Thweng Hoang tir qud thé

Str dung dong thoi ba phuong phap dé phan 1ap khuan ty nim Thuong Hoang tir bén qua thé
nam thu thap dugc. Mau ndm Thuong Hoang sau khi dugc xur Iy (n=30 manh/ching nim Thuong
Hoang) dugc dat 18n bé mat moi truong PDA, nudi & 25°C trong 10 ngay (Bang 2).

Két qua ¢ bang 2 cho thiy, sir dung nudc cat dé loai bo tap nhidm cho cac mau nim Thuong
Hoang 1a khdng hiéu qua, mic du khong 1am chét miu vat nhung mau cé ty 1& nhidm rat cao
(95,83% s6 mau xuat hién nhidm khuan hoic nim méc khac). Nguoc lai, st dung 70% ethanol
hodc H,0, 10% c6 ty 1é vao mau thanh cong cao hon so véi phuong phép sir dung nudc cét, 1an
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luot 29,17 va 21,67% (p=0,04). Tuy nhién, khoang 10,00 va 38,33% s6 mau bi chét dudi tac
dong cua 70% ethanol trong 10 phat va 20% H,O,trong 5 phat.
Bang 2. Hiéu qud ciia cdc phirong phdp khir tring mau dén phan lap hé sei nam Thirong Hoang tir qud thé

Phirong phip - ?hi ~tiéu danh gia - .
Khir triing mau So mau So mﬁl_{ So m?_ny c6 hé sgi

bi chét bi tap nhiém thuan khiét sinh truwéng
Nudc cat khir tring 0 (0%) 28,75/30 (95,83%) 1,25/30 (4,16%)
Ethanol 70% trong 10 phut 3/30 (10%) 18,25/30 (60,83%) 8,75/30 (29,17%)
H20, 10% trong 5 phat 11,5/30 (38,33%) 12/30 §40%) 6,5/30 (21,67%)

Hinh 2. Khuan ty cuia cac ching nam Thiong Hoang trén méi truong PDA ¢ 25°C trong 10 ngay nudi cay
phén ldp tir qud thé nam dwoc Kha trung trong ethanol 70% trong 10 phat (1): NTH-PL1; (2): NTH-PL2;
(3): NTH-PL3; (4): NTH-PL4

Dua vao két qua caa nghién ciu ndy khuyén cdo qua thé nam Thuong Hoang thu thap trong tu
nhién nén dugc khir trung trong ethanol 70%, 10 phit hoac H202 10% trong 5 phut dé loai bo cac
tap nhiém vi khuan hozc nAm méc c6 trong qua thé nAm Thuong Hoang trong qué trinh phan Iap.
Trén méi trudng PDA, khuan ty tinh khiét cua cac chung nim Thugng Hoang NTH-PL1 va
NTH-PL2 c6 mau vang kem, trong khi NTH-PL3 va NTH-PL4 c6 mau vang cam (Hinh 2).

Bén canh cac phuong phép dugc dé cap trong nghién ciru nay, qua thé nam Thuong Hoang c¢6
thé duoc loai bo tap nhidém bang két hop ethanol véi 0,1% HgCl; hoic chi sir dung 0, 1% HgCl
[18], [19]. Tuy nhién, phuong phap khong duoc khuyén céo sir dung trong nhitng ndm gin day vi
tiém an nhiéu rui ro cho con nguoi, ciing nhu méi trudng sinh thai néu ching bi phoi nhiém.
Thong qua 70% ethanol dé loai bo tap nhidm trong qua trinh phan lap cac loai nAim Dam
(Basidiomycota) duoc sir dung nhiéu trong nhitng nim gan day [20].

3.3. Méi trwong nubi cdy thich hep cho céac chiing ndm Thuweng Hoang

Bén ching nim Thuong Hoang NTH-PL1, NTH-PL2, NTH-PL3 va NTH-PL4 c6 kha ning
sinh truong tot trong bdn loai moi truong sir dung. Trong d6, méi truong thich hop nhit cho sinh
truong NTH-PL1, NTH-PL2, NTH-PL3 va NTH-PL4 1a m6i truong MCM (Hinh 3), véi lugng
sinh khdi soi kho lan luot 14 10,6; 10,4; 13,9 va 16,4 mg/100 ml méi truong. Sinh khéi hé soi cua
bdn ching nAm Thuong Hoang trong mdi trudng MCM c6 su khac biét ¥ nghia voi ba loai moi
truong con lai (p<0,05); khdng c6 su khac biét y nghia cua bén chiung nim Thuong Hoang khi sir
dung méi truong PDB, MEB va YEB (p>0,05).
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Hinh 3. Anh hwéng Ciia méi treong dén sinh trieong hé soi nam Thirong Hoang

Nghién ctru cua Pham (2016) [8] cho thay ndm Thuong Hoang (Phellinus linteus PL108) sinh
truong tét trén moi truong PDA, PGA (g/l: glucose 20; agar 17; khoai tdy 200g) va GYA (g/l:
glucose 40; cao nim men 20; Ko;HPO; 0,36; KH,PO, 1; MgS04.7H,0 0,5). Trong d6, mdi truong
PDA la thich hop nhét cho chung PL108 sinh trudng; hodc s dung moi truong PDA cai tlen (g/l:
khoai tay 200; glucose 20; cao nam men 10; MgS0..7H,0 0,5) thich hop cho nudi ciy hé soi
nim Thuong Hoang (Phellinus bauni Pb) sinh truang [9]. Bén canh cac méi truong PDA, MCM,
YEA, PGA va MEA; moi truong Czapek dox (g/l: sucrose 30; NaNO; 2; K;HPO4 1; MgSO4 0,5;
KCI 0,5; FeSO, 0,1), glucose peptone (g/l: glucose 10; peptone 10; cao nam men 10; cao malt 15;
agar 20), moi truong Leonian (g/l: glucose 20; MgSO4.7H.0 0,5; FeSO..7H.O 0,02;
MnSQ4.5H,0 0,01; KH.PO4 1; agar 20), moi truong Henner-berg (g/l: glucose 50; NaNOs 2;
MgS04.7H,0 0,5; CaCl2.2H,0 0,1; KH2PO4 1; KNOs 2; agar 20), moi truong Lilly (g/l: maltose,
10; DL-asparagine 2; MgS04.7H,0 0,5; KH2PO. 1; agar 20) va moi trwong Hoppkins (g/l:
glucose 10; MgS04.7H,0 0,5; KH,PO4 0,1; KNO;3 2; agar 20g) ciing thich hop cho nubi cay hé
soi ndm Thuong Hoang (Phellinus linteus ASI 26099, Phellinus baumii Nongong va Phellinus
gilvus KCTC 6653) [21].

4. Két luan

Thu thap dugc 04 qua thé nAm Thuong Hoang & khu bao ton tu nhién tai Ba Bé (Bic Kan) va
Phia O4c - Phia Pén (Cao Bang). Khir tring qua thé nim Thugng Hoang trong ethanol 70%, 10
phit hodc H,0, 10%, 5 phit c6 hiéu qua loai bo tap nhidm vi sinh vat cho phan I1ap hé soi ndm
(str dung ethanol 70% Ia thich hop nhat). Hé soi ctia ching nim Thwong Hoang c6 kha ning sinh
truong trong moi truong PDB, MCM, MEB va YEB (méi trudng thich hop nhét 1a MCM).

Loi cam on
Cong trinh duogc sy hd tro vé kinh phi bai Bo GD&DT thudc Chuong trinh “Nghién ctru phat

trién va img dung cng nghé cao trong san xuat cy trong déc trung cho cac tinh mién ndi phia
Bac”, ma s6: CT2020.03.TNA-06.
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