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tach chiét hop chit nay. Hop chit streptomine A thu dugc thé hién hoat tinh khang vi sinh
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Linh viee k§ thuit dwgc dé cap

Sang ché thudc linh vuc cac hop chét thién nhién, cu thé 1a d& cap dén hop
chit streptomine A c6 ngudn gbe tir ching xa khuén bién Streptomyces sp. G666 va
phuong phép tach chiét hop chit nay tir ching xa khuén bién Streptomyces sp.
G666.

Tinh trang ki thuit ciia sang ché

Mbi trudomg bién 13 didu kién thuén lgi d& phat trién cac hop chit ty nhién c6
cAu trac hoa hoc da dang, hoat tinh sinh hoc phong phu, dugce coi 1a nguén tai
nguyén quy cho cic nghién ciru phét trién thudc khang sinh méi. Xa khuén bién 13
ngudn cung cAp céc hop chét c6 hoat tinh sinh hoc Iy tha. Nhiéu nghién citu cho
thr?iy tinh da dang vé thanh phén ho6a hoc va hoat tinh sinh hoc cta céc hop chét
duoc tach chiét tir cac ching xa khuén bién. Mot trong nhitng dac diém quan trong
ctia xa khudn 13 kha ning hinh thanh chit khéng sinh.

Chi Streptomyces 14 chi 16n nhét trong xa khuén, c6 kha ning san xuét nhidu
hop chét thir cip c¢6 hoat tinh sinh hoc da dang nhu khang vi sinh vét, khang viém,
khang ung thu, dic biét 1a khang sinh nhu streptomycin, tetraxycline,
chloramphenicol, kanamycin, vancomycin, neomycin (J. Berdy, J. 4ntibiot., 2005,
58, 1-26). Cac chat chuyén hoa tir Streptomyces ngudn gbe bién c6 cu trac tha vi
va doc ddo, nhidu hop chéit hiém hodc chua tirng c6 tir cac nguén trén can. T ching
Streptomyces sp. No. 9558 phan lap tir trAm tich & ving bién Kujukuri, Chiba, Nhat
Bén, tic gia Shiomi va cong su da phan 1ap dwgc hop chét napyradiomycin B1. Hop
chdt nay thé hién hoat tinh khang vi sinh vt dbi v6i nhidu ching vi sinh vat thi
nghiém nhu Staphylococcus aureus, Micrococcus luteus, Bacillus anthracis,
Bacillus subtilis, Bacillus cereus, Corynebacteriuni bovis véi gia tri MIC nim trong

khoang 0,78-3,12 pg/mL (K. Shiomi et al., J. Antibiot., 1986, 39, 487-493).



42155

N
H
HO£.0 oo N
o} HO
O— -y~ OH OH
OHoH
i i 3'-0-L-Quinovosyl 2'-0-L-Quinovosyl
Napyradiomycin B1 caphenate y saphenate

Céc hop chét thude 16p chét phenazin 13 3'-O-L-Quinovosyl saphenat va 2'-
O-L-Quinovosyl saphenat c¢6 hoat tinh khang khudn ciing dugc phét hién tir ching
xa khuén Streptomyces sp. CNB-253 phén 13p tir trAm tich bién thudc vinh Bodega,
California, M§ (C. Pathirana et al., J. Org. Chem., 1992, 57, 740-742). Day 1a céac
hop chét c6 chira khung carbon hiém trong tu nhién véi phin L-quinovose ester.
Céc hop chét nay thé hién hoat tinh khang khuén dbi v6i mot sb ching vi khuén thir
nghiém, trong 46 hgp chit 3'-O-L-Quinovosyl saphenat thé hién hoat tinh tt nht
d6i voi vi khudn Gram dwong véi gia tri MIC = 4 pg/mL (J. B. Laursen et al.
Chemical Reviews, 2004, 104, 1663-1686). Ciing cAn nhén manh réng, hién nay,
mdt s6 san phdm 13 cic din xuét ctia phenazin dang dugc nghién ctru sit dyng khai
thac hoat tinh khang khuin ctia chung trong céc linh vuc y dugc va nong nghiép.
Trong mot nghién ctru v& ching Streptomyces sp. LL-31F508 phén 18p tur trdm tich
bién Florida, M§, tac gia Bernan di phat hién dugc bbn hop chit bioxalomycin al-
B2. K&t qua kho sét hoat tinh khang vi sinh v4t cho thdy bon hop chét nay thé hién
hoat tinh rit manh dbi voi cac chung Staphyloccoccus sp. va Enterococcus sp. Déc
biét hop chét bioxalomycin B2 thé hién hoat tinh manh nhét vé6i gid trj MIC nam
trong khoang 0,002 dén 0,1 pg/mL (V. S. Bernan et al., J. Antibiot., 1994, 47, 1417-
1424). Tir ching Streptomyces sp. CNQ-418 ¢6 ngudn gbc tir trdm tich bién, hop
chét marinopyrrol A va B d& dugc phan 18p vao nam 2008. Day 13 cac hop chét tw
nhién chtra lién két N gitta 2 vong pyrrol, thé hién hoat tinh ddi vé6i ching
Staphylococcus aureus khang methicillin (MRSA) véi gia tri MICg = 0,31-1,1 pM
(C. C. Hughes et al., Org. Lett., 2008, 10, 629-631).
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Tur chung xa khudn Streptomyces fradiae (PTZ0025) phén 18p tir trAm tich
bidn, ndm 2012, hai hop chét fradimycin A va B dugc phat hién. Hai hop chit nay
thé hién hoat tinh khang vi sinh vt dbi v6i chiing Staphylococcus aureus voi gia tri
MIC tuong tmg 12 6,0 va 2,0 pg/mL va hoat tinh gy doc t& bao ung thu d6i v6i mot
s6 dong t& bao ung thu thir nghiém (W. Xin et al. Mar. Drugs, 2012, 10, 2388-
2402).
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Nim 2014, desotamit A va d;:sotamit B 1a hai hop chét vong hexapeptit dugc
phén 18p tu chung xa khuin trdm tich bién sdu Streptomyces scopuliridis SCSIO
7146. K&t qué thir hoat tinh khang vi sinh vat cho thdy hai hop chét nay ¢6 hoat tinh
t6t d6i v6i cac ching vi sinh vat Streptococcus pnuemoniae, Staphylococcus aureus,
Staphylococcus epidermidis khang methicillin (MRSA) véi gié tri MIC nim trong
khoang 12,5-32,0 pg/mL. Nghién ctu mdi quan hé gifta hoat tinh - cdu trac cho
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thy manh ciu tric tryptophan déng vai trd quyét dinh dbi v6i hoat tinh khéng vi
sinh v4t ciia hai hop chit nay (Y. Song et al., J. Nat. Prod., 2014, 77, 1937-1941).
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Tir dich nudi cdy cua chiing vi sinh vat Streptomyces sp. G246 phén 14p tir
loai hai mién Halichondria panicea (Pallas, 1766) thu thap & ban ddo Son Tra, Da
Ning, 2 hop chit flavonoit méi 13 6-lavandulyl-7-metoxy-5,2’,4’-
trihydroxylflavanon (G246-1) va 5’-lavandulyl-40-metoxy-2,4,2°,6’-
tetrahydroxylchalcon (G246-2) va 8 hop chét d3 biét dugc phan lap va xac dinh chu
trtic héa hoc. Két qué thir hoat tinh khang vi sinh v4t kiém dinh cta 2 hop chét ddi
véi 7 ching vi sinh vét kiém dinh Escherichia coli (ATCC25922), Pseudomonas
aeruginosa (ATCC7853), Salmonella enterica (ATCC13076), Enterococcus
faecalis (ATCC29212), Staphylococcus aureus (ATCC25923), Bacillus cereus
(ATCC14579), Candida albicans (ATCC10231) cho thdy hop chét 6-lavandulyl-7-
metoxy-5,2’,4’-trihydroxylflavanon thé hién hoat tinh vé&i 7 ching vi sinh vat thir
nghiém véi gid tri MIC nim trong khoang 16-128 pg/mL. Hop chét 5°-lavandulyl-
40-metoxy-2,4,2°,6’-tetrahydroxylchalcon thé hién hoat tinh d6i véi 6 chiing vi sinh
vat thtt nghiém (trr ching E. coli) v6i gia tri MIC ndm trong khoang 1-32 pg/mL
(D. D. Cao et al, Natural Product Research, 2020, 34, 413-420).
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Céc nghién ctru trudce day di cho thdy ring viing bién nuéc ta c6 sy da dang
sinh hoc phong phu. Tuy nhién cho téi nay, & nu6c ta mdi chi c6 mot s6 cong
trinh nghién ctru v& cac hop chét tht cip dugc sinh tbng hop tir cdc ching xa
khuén, vi khudn va vi ndm bién. Do d6, nghién ctru tim kiém cac hop chit m&i ¢co
hoat tinh khang vi sinh vét, ¢ ngudn gdc tir cac chiing xa khudn duoc phéan 14p tir
ngudn trong nude 13 mot hudng nghién ctru hira hen nhiéu trién vong, cAn duoc diy

manh trién khai thuc hién nhim @ng dung trong viéc chim s6c sirc khoe cong ddng.
Ban chit ky thuit ciia sing ché

Muc dich cta sang ché 13 d& xudt hop chit thién nhién méi c6 hoat tinh
khang vi sinh vét, ¢ ngudn gde tir ching xa khuén phan lap dugc tai ving bién

Viét Nam.

Theo mot khia canh, sang ché d& xuét hop chit streptomine A c6 cong thire
(1) duogc tach chiét tir ching xa khuin bién Streptomyces sp. G666 phan 14p duge tir
mAu sén bién (Phyllidia varicosa Lamarck 1801) thu thip & ving bién Véan Phong
_ Khénh Hoa ciia Viét Nam. Hop cht ndy c6 hoat tinh khang vi sinh vét d6i véi 3
ching gram (+) Enteroccocus faecalis ATCC29212, Staphylococcus aureus
ATCC25923, Bacillus cereus ATCC 14579 va chung ndm men Candida albicans
ATCC10231.

Cong thuc 1

Theo khia canh khac, sing ché dé xuét phuong phap tach chiét hop chét
streptomine A tir ching xa khuén bién Streptomyces sp. G666. Quy trinh nay bao
gbm cic budc: a) chudn bi cac moi trudong Al va Al+; b) 1én men sinh khéi ching
xa khun Streptomyces sp. G666 va c¢) tach chiét hop chit streptomine A tir sén

phim 1én men cta chung Streptomyces sp. G666 nay.

M ta chi tiét sang ché
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Chiing xa khuin bién Streptomyces sp. G666 dugc st dung trong sdng ché do
Vién Héa sinh bién - Vién Han 14m Khoa hoc va Cong nghé¢ Viét Nam phén 14p tir
mAu sén bién (Phyllidia varicosa Lamarck 1801) thu thip & ving bién Van Phong
— Khéanh Hoa ctia Viét Nam. Ching xa khuén bién nay d3 duoc dang ky trén Ngan
hang gen qudc t& voi ma s6 OM899717 va dugc luu gitra tai Vién Héa sinh bién —

Vién Han 14m Khoa hoc va Cong nghé Viét Nam & nhiét do -80°C.

Hop chit streptomine A dwgc tach chiét tir ching xa khuin bién

Streptomyces sp. G666 néu trén. Hop chét nay c6 cong thue (1) sau:

Cong thire 1

Cong thirc phan tir ciia hop chit: C1sHaoNO7
HR-ESI-MS m/z 372,2026 [M+ H]+ (Tinh toén ly thuyét cho cong thirc phéan
tor C1sH30NO7 m/z 372,2022)

Hop chét nay dwoc xac dinh bing céc phuong phap phd NMR 1D, 2D, phd
khéi lugng HR ESI-MS va phé CD. Dit liéu phd 'H-NMR va 3C-NMR (CDCls, 'H:
500.13 MHz, 13C: 125.76 MHz) dugc thé hién nhu sau:

C dc O mult. (J in Hz)
1 1267 -
2 1435 7,11d (2,0)
3 71,6 4,32 dd (2,0;9,5)
4 53,0 3,90 ddd (2,0; 7,5; 9,5)
5 70,6 4,07 dd (2,0; 2.5)
6 68,6 5,65 d (3,0)
7 165,1 -
8 61,0 4,18 m

4,25 m
9 14,1 1,27 t(7,0)
10 82,2 3,35 quint (6,0)
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C &c Su mult. (J in Hz)
11 25,6 1,52 m

12 9,3 0,89t (7,5)

13 26,3 1,55m

14 9,7 0,94t (7,5)

15 171,5 -

16 23,5 2,04 s

17 170,1 -

18 20,9 2,04 s

NH 6,18 d (7,5)

Phuong phap tach chiét hop chit nay tir ching xa khuén Streptomyces sp.
G666 bao gdm cac bude: a) chudn bi cdc moi trudng Al va Al+; b) 1én men sinh
khdi ching xa khuin Streptomyces sp. G666; va c) tach chiét hop chét streptomine

A tir san pham 1én men cua ching xa khuén nay.

Cac moi truong Al va Al+ duge chuén bi 14 cdc mbi truong cb cic thanh

phin sau day:

Moi trudong Al Moi truong Al+
Tinh bt tan 15,5g Tinh bdt tan 500g
Cao nidm men 6,2g Cao ndm men 200g
Pepton 3,1g Pepton 100g
Mubi bién nhan tao  46,5g CaCO; 1,5g
Nude cét 1,551 FeSO4 S5g
KBr 4,75g
Mubi bién nhan tao  1500g
Agar 750g
Nuéc cét 46,941

Ong giit ching xa khudn Streptomyces sp. G666 dugc bao quan & -80°C
dugc dem rd dong, sau do céy ria trén dia petri chta 10ml moi truong Al, nudi tinh
& nhiét @ 28°C trong 4 ngdy. Chon 5 khuén lac riéng r& dugc moc tir dia petri dé

nhén giéng cip 1 bing cach cdy vao binh tam gidc chira 30ml méi trudng Al, sau
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d6 nudi lac trén thiét bi lic voi tde do 150 vong/phit & nhiét do 28°C trong 5 ngay

@8 thu dugc dich nhan gidng cip 1.

Dich nhén gidng cép 1 dugc tién hanh nhén giéng cép 2 bang cach bd sung
vao binh chira méi truong Al theo tj 16 2% gibng va nudi lic véi toe do 150

vong/phut ¢ nhiét do 28°C trong 6 ngay.

Tién hanh 1én men sinh khéi bing céch bd sung dich nhén gibng cip 2 vao
binh chtra moi truomg Al+ déc theo ty 1€ 3% gidng, nudi tinh & nhiét do 28°C trong
20 ngay dé thu duoc san phém lén men dang rén cla ching xa khuén

Streptomyces sp. G666.

San phdm 1én men dang rén cia ching xa khuln Streptomyces sp. G666
duoc gop lai, cit nho rdi chiét sidu am & 35°C 1an luot v6i cac dung mdi CH2CL,
etyl axetat, MeOH va n-BuOH theo ti 1¢ 12 4:1 (kg/L), mdi loai dung moi chiét 3 1An
v6i thoi gian 30 phit cho 1 14n chiét. Loc loai bd can thu duoc dich chiét, sau d6
dich chiét dugc dem quay cét trong chan khong dudi ap sudt giam dé loai hoan toan
dung moéi va thu dugce phén cin chiét CH,Cl, etyl axetat, MeOH va n-BuOH.

Phin can chiét etyl axetat thu dugc dugc dem sic ky cdt silica gel véi hé
dung moi diclometan:metanol theo ty 1€ thé tich 1an luot 12 100:0, 90:10, 80:20,
70:30, 60:40, 50:50, 40:60, 0:100 thu dugc 8 phan doan dugc ky hiéu lan luot la F1-
F8 (Bang 1).

Bang 1. Céc phén doan thu dugc sau khi séc ky cot silica gel

STT | Phan Ti 16 thé tich hé dung moi
doan diclometan:metanol
(theo thé tich)
1 | Fl 100:0
2 | F2 90:10
3 | F3 80:20
4 | F4 70:30
5 | F5 60:40
6 | F6 50:50
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7 F7 40:60
8 F8 0:100

Phan doan F3 tiép tuc dugc sic ky cOt silica gel véi hé dung mdi
diclometan:metanol theo ti 1€ thé tich 14n luot 13 95:5, 90:10; 85:15; 80:20; 75:25,
70:30, 65:35, 60:40 va 20:80 d& thu dugc 9 phan doan nhé ky hiéu 1an lugt 12 F3.1-
F3.9;

Phén doan F3.6 thu dugc duoc tinh ché trén cot sephadex LH-20 theo ty 18
1:1,61 (trong lugng:thé tich) v6i dung méi metanol thu duge hop chét & dang chit
rén mau tring. Hop chét nay dugc x4c dinh chu truc héa hoc bing cac phuong phap
phd NMR 1D, 2D, phd khbi lvgng HR ESI-MS va phd CD. Két qué thu dugc hop
chit méi c6 tén khoa hoc 12 ethyl (3R,4R,5S,6R)-4-acetamido-6-acetoxy-5-hydroxy-
3-(pentan-3-yloxy)cyclohex-1-en-1-carboxylat. Hop chit dugc dit tén 13

streptomine A, c6 cong thuc 1 la:

Cong thire 1

Hop chét streptomine A thu dugc c¢6 hoat tinh khang vi sinh vét d6i véi 3
ching gram (+) Enteroccocus faecalis ATCC29212, Staphylococcus aureus
ATCC25923, Bacillus cereus ATCC 14579 va ching ndm men Candida albicans
ATCC10231 v6i gié tri MIC 14n luot 14 64, 64, 64 va 16 pg/ml.

Vi du thye hién sing ché

Séng ché dugc minh hoa thém bang céc vi du sau. Céc vi du ndy duogc dua ra
chi nhdm muc dich minh hoa ma khong nhim lam gi¢i han pham vi bao hd clia sing

ché nay.
Vi du 1. Lén men sinh khdi ching Streptomyces sp. G666

Chuén bi méi truomg Al va Al+ bao gdm céc thanh phén sau:

-10-
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Mobi truong Al Moi truong A1+
Tinh bdt tan 15,5g Tinh bt tan 500g
Cao ndm men 6,2g Cao ndm men 200g
Pepton 3,1g Pepton 100g
Mudi bién nhan tao  46,5g CaCOs3 1,5g
Nude cit 1,551 FeSO4 5g
KBr 4,75g
Mubi bién nhén tao  1500g
Agar 750g
Nuéc cit 46,941

Léy 6ng gitt chiing xa khuén dugc bao quan & -80°C dem rd dong, dung que
cdy cAy ria trén dia petri chira 10ml méi truong Al, sau d6 nudi tinh ¢ nhiét do
28°C trong 4 ngay, chon ra 5 khuén lac riéng r& duge moc tir dia petri dé cly vao
binh tam gi4c thé tich 125ml chtra 30ml mdi truong A1, nudi lic trén thiét b ldc véi
tbc d6 150 vong/phit & nhiét d6 28°C trong 5 ngay thu dugc dich nhén gidng cép 1.

Nhan gibéng cép 2 bang cach chuyén toan bd 30ml dich nhan gidng cép 1 vao
binh tam gidc thé tich 51 chia 1,51 méi truong Al, nuéi lic véi tbe do 150
vong/phut ¢ nhiét d 28°C trong 6 ngay.

Lén men sinh khéi ching Streptomyces sp. G666 bing cach chuyén 30ml
dich nhan giéng cp 2 vao mdi binh tam gidc thé tich 51 chira 11 moi trwong dic
Al+ (cAn 50 binh tam gidc thé tich 51 chta 11 moi truong ddc Al+), nudi tinh &
nhiét do 28°C trong 20 ngay thu dugc san phim 1én men rdn cla ching xa khuin

Streptomyces sp. G666.
Vi du 2. Tach chiét hop chét streptomine A

Chung xa khuén bién Streptomyces sp. G666 nudi cdy trén méi truong rin
dugc gop lai, cét nhd (2cm x 2cm) rdi chiét siéu am & 35°C lan lugt v6i 12,5 L dung
mdi CHyCly, etyl axetat, MeOH va n-BuOH, m¥&i loai dung mdi chiét 3 1an vé6i thoi
gian 30 pht cho 1 14n chiét. Loc loai bo can, dich chiét sau d6 dwoc cat loai dung
mdi du6i 4p suét gidm thu duge 17g cin chiét CHaCla (CG666), 31g cin chiét
EtOAc (EG666), 96g cin chiét MeOH (MG666) va 48g cin chiét n-BuOH

-11-
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(BG666). Phin cin chiét EtOAc (EG666) dugc dem séc ky cot silica gel v6i hé
dung moi diclometan:metanol theo ti 1€ thé tich tir 100:0 dén 0:100 thu dwgc 8 phan

doan ky hidu 1in lugt 13 F1-F8 nhu néu trong bang 2.

Bang 2. Céac phin doan sau khi sic ky cot silica gel cua can chiét etyl axetat

STT | Phén doan Ti1¢ dung moi Khoi lugng céc phan
diclometan:metanol (theo thé tich) doan (mg)
! F1 100:0 500
2 F2 90:10 5100
3 F3 80:20 3000
4 F4 70:30 500
: F5 60:40 2000
6 F6 50:50 3300
! F7 40:60 5500
8 F8 0:100 3900

Phan doan F3 thu dugc ¢o khéi luong 3000mg tiép tuc duge dem séc ky cot

silica gel v6i hé dung moi diclometan:metanol theo ti 18 thé tich 95:5, 90:10; 85:15;
80:20; 75:25, 70:30, 65:35, 60:40 va 20:80 thu dugc 9 phén doan nho twong ng ky
hiéu 14n luot 13 F3.1-F3.9 (Bang 3).

Béng 3. Céc phén doan sau khi sdc ky cdt silica gel ctia phén doan F3

STT | Phén doan Ti1¢ he dung moi Khdi lugng céc
diclometan:metanol (theo the tich) phan doan (mg)
1 F3.1 95:5 290
2 F3.2 90:10 300
3 F3.3 85:15 100
4 F3.4 80:20 200
5 F3.5 75:25 750
6 F3.6 70:30 780
7 F3.7 65:35 390

-12-
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8 F3.8 60:40 250
9 F3.9 20:80 500

Phin doan F3.6 thu dwgc c6 khéi lwong 280mg dugc tinh ché trén cot
Sephadex LH-20 v6i 450ml dung méi metanol, thu dwoc 10.9mg hop chit & dang
chit rin mau tring.

Hop chit thu duoc duge x4c dinh bing céc phuong phép phd NMR 1D, 2D,
phd khéi lugng ESI-MS va phd CD cho thdy hop chit nay 14 ethyl 4(3R,4R,5S,6R)-
4-acetamido-6-acetoxy-5-hydroxy-3-(pentan-3-yloxy)cyclohex-1-ene-1-carboxylat.

Pay 12 mot hop chit méi duoc dat tén 13 streptomine A, ¢6 cong thirc 1.

Cong thure 1

Vi du 3. Thir nghiém hoat tinh ctia phén cin chiét etyl axetat va hop chit c6 cong
thae (1).

Phan can chiét etyl axetat va hop chét thu dugc trong vi du 2 dugc thir hoat
tinh d6i v6i 3 chung vi khudn gram (=) (Escherichia coli ATCC25922,
Pseudomonas aeruginosa ATCC27853, Salmonella enterica ATCC13076), 3 ching
gram (+) (Enterococcus faecalis ATCC29212, Staphylococcus aureus ATCC25923,
Bacillus cereus ATCC 14579) va 1 chung nm (Candida albicans ATCC10231).

Hoat tinh khang vi sinh vat dugc thyc hién dua trén phuwong phép pha lodng
da ndng d6 cta Hadacek (2000). Pay 14 phuong phép thir hoat tinh khang vi sinh
vt nhdm danh gi4d muc dd khang vi sinh vat kiém dinh cta cac mau tht thong qua
céc gid tri thé hién hoat tinh 13 MIC (ndng do trc ché t6i thiéu). Phan cin chiét etyl
axetat va hop chit c6 cong thirc 1 dugc pha lodng trong DMSO & cac dai ndng do
giam dan: 256pg/ml, 128pg/ml, 64pg/ml, 32pg/ml, 16pg/ml, 8ug/ml, 4pug/ml va

2pg/ml, sau d6 dugce thir hoat tinh véi dung dich chira vi khuén hodc nim véi néng
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d6 2x10°CFU/ml. DPéi chimg dugc sir dung 13 streptomyxin ddi véi cac ching vi
khudn va cyclohexamit d6i v6i nim. Két qua dugc thé hién trong bang 6.
Bang 6. Két qua thir nghiém hoat tinh khéng vi sinh vat ctia phan cin chiét etyl

axetat va hop chét c6 cong thirc (1)

Cén etyl Hop chét c6 )
Streptomyxin | Cyclohexamit
TT Tén ching axetat cong thirc (1)

MIC (ug/mL) | MIC (ug/mL) | MIC (ug/mL) | MIC (ng/mL)

. Escherichia coli 1
ATCC25922

Pseudomonas
2 | aeruginosa - - 256

ATCC27853

Salmonella

3 | enterica - - 128

ATCC13076

Enterococcus
4 | faecalis 256 64 256
ATCC29212

Staphylococcus
5 | aureus 128 64 256
ATCC25923

Bacillus cereus
6 - 64 128
ATCC 14579

Candida
7 | albicans - 16 32
ATCC10231

Két qua cho thiy ca phan can chiét etyl axetat va hop chit theo sang ché déu
c6 hoat tinh khéng hai chung Enterococcus faecalis ATCC29212 va Staphylococcus
aureus ATCC25923. Ngoai ra, hop chét c6 cong thirc (1) sau khi dugc tach chiét ra

tir phén can chiét etyl axetat c6 do tinh sach cao con thé hién hoat tinh dbi véi

-14-



42155

chung va Bacillus cereus ATCC 13245 va Candida albicans ATCC10231, trong khi
cin chiét khong thé hién hoat tinh nay.

Hiéu qua dat dwoc ciia sang ché

Hop chét streptomine A dugc tich chiét tir san phdm 16n men rin coa chung
xa khuan bién mAu sén bién (Phyllidia varicosa Lamarck 1801) thu thip & ving
bién Van Phong — Khénh Hoa cta Viét Nam. Hop chét ndy c6 hoat tinh khéng vi
sinh vat dbi véi véi 3 chung gram (+) Enteroccocus faecalis ATCC29212,
Staphylococcus aureus ATCC25923, Bacillus cereus ATCC 14579 va 1 ching nim
men Candida albicans ATCC10231, 14 tién d& cho cac nghién ctru khoa hoc tiép
theo nham phat trién va tmg dung hop chit nay trong viéc san xuét thudc khang sinh

dwa vao ngudn vi sinh vét dugc phén 14p tir ving bién Viét Nam.
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YEU CAU BAO HO

1. Hop chét streptomine A c¢6 cong thirc 1 dugc tach chiét tir san phim 1én men rén

ctia chung xa khun bién Streptomyces sp. G666, hop chit nay c6 hoat tinh khang vi

sinh vat ddi v6i véi 3 chung gram (+) Enteroccocus faecalis ATCC29212,
Staphylococcus aureus ATCC25923, Bacillus cereus ATCC14579 va 1 ching nim
men Candida albicans ATCC10231;

cong thuc 1.

2. Phuong phép tach chiét hop chét streptomine A theo diém 1, trong d6 phuong

phap nay bao gdm céc bude:

a) chudn bi cdc mdi truong Al va Al+ bao gdbm cac thanh phin sau:

Mobi truong Al
Tinh bdt tan 15,5g
Cao ndm men 6,2g
Pepton 3,1g
Mubi bién nhan tao  46,5g
Nudrc cét 1,551

Mbi truong Al+
Tinh bt tan 500g
Cao nim men 200g
Pepton 100g
CaCOs 1,5g
FeSOq4 5g
KBr 4,75g
Mubi bién nhan tao 1500g
Agar 750g
Nuéc cét 46,941

b) 1én men sinh khéi ching xa khuén Streptomyces sp. G666:

i) nhén gidng cdp 1 bing cach cdy ria ching xa khuén Streptomyces sp. G666

trén dia petri chta 10ml moi truong Al, sau d6 nudi tinh & nhiét do 28°C trong 4

ngay, chon ra 5 khuén lac riéng r& d€ cay vao 30ml mdi truong Al, nudi lic véi toc

d6 150 vong/phut ¢ nhiét do 28°C trong 5 ngay;
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ii) nhan gidng cip 2 bang cich bd sung dich nhan gidng cip 1 vao méi
trudng Al theo ti 16 2% gibng, nudi lic vé6i toe d6 150 vong/phut & nhiét d6 28°C
trong 6 ngay;

iii) 1én men sinh khéi bang cach chuyén dich nhan gidng cép 2 vao moi
truong Al+ dic theo ty 16 3% gidng, nubi tinh & nhiét o 28°C trong 20 ngay thu

dugc san phdm 1én men rén cta ching xa khuin Streptomyces sp. G666;
¢) tach chiét hop chit streptomineA;

i) san phdm 1én men dang rin cta chung xa khuin Streptomyces sp. G666
duge gop lai, cit nhé rdi chiét siéu am & 35°C 14n lugt véi cac dung mdi CHaCly,
etyl axetat, MeOH va n-BuOH theo ti 1& 1a 4:1 (kg/L), mdi loai dung mdi chiét 3 1an
v6i thoi gian 30 phit cho 1 1an chiét, rdi loc loai bé can thu dugc dich chibt, sau d6
dich chiét dugc dem quay cét trong chan khong duéi ap sut giam dé loai hoan toan
dung mbi va thu duoc phan cin chiét CH,Cly, etyl axetat, MeOH va n-BuOH;

ii) sdc ky cot silica gel phan cin chiét etyl axetat thu dugc vé6i cac hé dung
moi diclometan:metanol theo ti 1¢ thé tich 1an lugt 13 100:0, 90:10, 80:20, 70:30,
60:40, 50:50, 40:60, 0:100 thu dugc 8 phan doan dugc ky hiéu 14n luot 13 F1-F8;

iii) sic ky cot silica gel phan doan F3 thu dugc v6i cac hé dung moi
diclometan:metanol theo ti 1¢ thé tich 1an luot 1a 95:5, 90:10; 85:15; 80:20; 75:25,
70:30, 65:35, 60:40 va 20:80 thu dugc 9 phan doan nhé tuong ing ky hi€u 1a F3.1-
F3.9;

iv) tinh ché phan doan F3.6 thu dugc bing cot Sephadex LH-20 theo ty 18
1:1,61 (trong lwong:thé tich) véi dung méi metanol thu dugc hop chit dudi dang
chit rin mau tring 13 hop chit ethyl (3R,4R,5S,6R)-4-acetamido-6-acetoxy-5-
hydroxy-3-(pentan-3-yloxy)cyclohex-1-en-1-carboxylat (streptomine), c6 cdng thic
L.
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