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BUGC PAU KHAO SAT VA LEN MEN THU NHAN hG- CSF DANG THE VUI KHONG

pIEN HINH TRONG TE BAO E. COLI & QUY MO BiNH LEN MEN 1 LiT

Ngny?n Quang Huy, L& Minh Nhét, Vuong Cat Khinh, Piing Thj Phuong Thie, Trin Linh Thuée
Nuong Dai hoc Khoa hoc te nhién. Dai hoc Quéc gia thanh phd Ho Chi Minh

TOM TAT

Ly hG-CSF dum dang protein téi ) hop da va dang duge img dung rong ri trong didu tri bénh gidm bach ciu
tinh xust hi¢n kém theo qué lrlnh chira trj ung thu hG-CSF t4i t& h(rp duge bidu hién thu nhn o nhidu

théng nh E.coli, nbm men va € bao déng vir. Cdc cong trinh nghién ciru thu nhan G-CSF rix dang thé visi

trong E. coli dn diy cho u\ny kha ning thu nhin mét tugng 16n hG-CSF cb hoat tinh bén trong «hc Wi cia £
coli trong dieu hgn nuéi g;‘lhlch hop. Deng thé viti mang bén trong céc tién chdt protein c6 cdu hinh ding
upe goi 13 thé viii khong dién hinh. Trong bdo cdo ndy. ching 161 buéc dhu khao sit va lén men thu nhin hG-
'gSF dang thé woi khong dién hinh trong 1€ bio £ coli & quy md blnh iégnmen 1 L. Su bleu hién protein G-CSF
dizgc xéc nhin bing dién di SDS-PAGE vA Western blot. Két qua khio sét cho thiy, thé vii (hu nhn tir qud
'n—lnh Ién men ¢6 kha ning hda tan mong dung méi bién tinh nhe, cho phép thu nhn 0,675 mg/ml protein hoa
tan vi idi phong hG-CSF ¢6 hoat tinh khi dugce xtr ly trong dung méi bién tinh nhg (110,51 meg/g thé viar) &
diu kién khudy 250 rpm 13 cao nhét. Cdc két qua khao sét cho thiy ién vong sin xuét thu nhdn hG-CSF dang
mé viii khong dién hinh véi higu suft cao, quy trinh don gidn khi so véi vige thu nhan hG-CSF tir thé vii dién

hmh theo tuyén thong.

Tl‘l khba: hG-CSF. fermentation, non-classical mclusion bodies, recombinant protein

3101 THIEU

Nhan 16 kich thich biét héa va ting sinh le bao
weh ciu hat & nguoi (hG—CSF) 12 protein t4i 6 hop
fuge (mg dung phA bién tren thé gigi tr cudi nhimg
1m 90 cia thé ky trudc aé dlcu trj cac bgnh lién
juan dén sy suy giam bach chu trong miu xudit h:gn
m theo trong qua trinh chira trj ung (hu San phim
G-CSF trén thy trudng duge sin xuat & hai d(mg
‘hink: dang glycosyl héa duge san xuat trong @ bio
Kog vﬂt, va damg khéng glycosyl héa dugc san xuit
mglc bao vi khuan E. coli ti t6 hop, ca hai dang
1Bu c6 hoat tinh sinh hoc tuong dwong nhau. Trong
16, vigc san xuét trong ¢ bao vi khudn nhidu wu
hém hom so véi té bao dgng vét, 46 la: quy trinh san
i, théi gian san xudt, chi phi. san xudt thip hon
rong khi lu\mg san phnm thu dugc 16n hon. Do viy,
#c san xult hG-CSF & té bio vi khuin E coli tai (6

14 huéng wru tién khi 4p dung sin xudt & quy mé

ag nghiép (Vanz ef al,, 2008; Choi, Lee, 2004).

Hign nay, hG-CSF duge sin xult & té blo vi
hudn E. coli bling cong nghé DNA thi tb hop nim &
‘ang thé vii, cin phal trai qua nhidu cong doan xir 1y
#eb duge sén phim hG-CSF c6 hoat tinh sinh hoc
D6 14 nguyén nhan chinh kbién g4 thanh sin phim
dt cao, Mt vai cong trinh nghién ciu gln day cho
iy khi biéu hién G-CSF & dang thé wii véi didu

kién nubi ciy vA hda tan lthh hop cé kha nang tao ra
m¢t lugng 1on tidn cha( gap cudn dung ¢b hoat tinh
sinh hoc cua G-CSF ndm ben trong thé vdi, va cb thé
dé dang thu nhan dugc bing cic dung mdi gy bién
tinh nhe nhu N- Iauroylsarwsme, DMSO...(Jevsevar
et al., 2005). Do d6, néu thé visi duge san xuft theo
chu:n luge nay thi quy trinh sin xudt ¢ thé dugc rot
ngéin ding ké vi lom b3 cong doan “bién tink - hoi
tinh” phirc tap. Dong th(‘n day hira hen cung 12 mt
phuong phép san xudt rit thin thién déi voi méi
trudng,

Trong bai béo nay, Phong thi nghi¢m Cdng ngh¢
Sinh hoc Phin nr, Trudng Dai hoc Khoa hoc ty
nhién (Pai hoc Quuc gia Thanh pho Hé Chi Minh®
(ién hanh budc déu khio sit va Ién men thu nhén hG-
CSF dgng thé vii khéng dién hinh trong té bdo B.
coli téi td hgp & quy md binh 1én men 11.

VAT LIEU VA PHUONG PHAP

Ching vi sinh vt, mbi truimg nudi chy, thiét bj
1én men

Escherichia coli BL21(DE3)/pET- gcs;f mang
plasmid pET-his ¢ gen g- csf diung dé biéu hién
protetn trong té bio chét dang thé wii. Ching dugc
nubi cﬁy trén méi trudng Luria Bertani (LB) (10g
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trypton, 5 g NaCl, vd § g cao ndm men), nhéin 16
chon loc 14 ampicillin nong do 100 pg/ml. Vector ti
16 hop pET-gesf duge thiét ké va déng héa vao
chang £. coli BL21(DE3) tai phong th nghi¢m Céng
ngh¢ Sinh hoc Phén tu, Trudng Dai hoc Khoa hoc ty
nhién (Dai hoc Qubc gia Thinh phé HS Chi Minh).
Nghién ciru ndy sir dyng hé théng 1én men ty dong
BioTron-LiFlus GX GX-05-12302. Mdi trudng nhiin
giong v 1én men gdm mot s6 thanh phén chinh nhu:
Glycerol, Lactose, Na,HPO,, KH,POs NH.CI,
MgSO.. NaCl, Thiamine, Glucose, Yeast Extract...

Nhan gidng va chudn bj h¢ thng 1n men

Céc ching dugc chy 1ir dia petri vao 10 ml mdi
truémg LB-Amp 100 pg/ml, nuoi clly Iic & 250 rpm,
37°C trong 12 - 14 h (khi ODm dat gid trj tir 1,2-
1.5). S dung Sml gmng nay cly chuygn vdo 100m]
mol Iru(‘mg cap 2 (bd sung Amp 100 pg/ml) dé nhin
giong cap 2. nudi chy Iic & 37°C. 250 rpm trong 12-
14 h. Sau d6 ngp giong vio binh lén men lheo ty 1§
10%. dong thai bd sung Amplc:lme nong do
100ug/ml vé cic thanh phan cin thiét khac. Tién
hanh 1p rap bioh 1én men va cac thiét bj nhu: duong
dng nuée giai nhigt, dong co khudy, dudmg khi vio
(air inlet), binh dyng dung dich acid, basc, anlifoam
vio hé thong.

Lén men cdm img biéu hi¢n hG-CSF

Vin hanh h¢ lhong lén men ty dfng vai cic
thong s6 dugc cai dat sin nhv sau; pH = 7,00, DO >
20%, nhiét d§ 25 'C, néng d§ tic nhin gly stress
isopropanol 2%, toc d¢ suc khi: 1 vvm, téc do khuay
lan luot la: 160, 200, 250 rppm.

Trong qua trinh 1én men, cich | h tién hanh thu
dich nudi cay dé x4c dinh mét 4 té bao (ODew ) .
xac dinh gia tri trong lugng té bao khd DCW nhim
khao sat dong hoc ting truéng ciia ching, dong thoi
ding 1am méu dé kiém ira va xdc nhiin sy biéu hig¢n
protein bing phuong phép SDS-PAGE va Western
Blot. Sau 20 h 1én men, ly tim thu sinh khéi.

Phin tich trong lwgmg khd té bao (DCW)

Tai mdi thai diém thu mau lay 1.5ml dich nuéi
cay cho vao eppendort (da shy kho), ly tam bo d|ch
n6i, sau d6 dem di siy & 80°C trong 4 h dén khi khéi
lugng khd 1€ bdo khong dbi, Mdu sau khi séy dugc
dem di cin dé x4c djnh gia th DCW.

Phi té bao thu nhjn thé vai khéng dién hinh biing
4p suit cao

Sinh khéi thu dugc dem huyén phu vao dung
dich ly giai (Tris-HCI pH = 8; 50 mM, NaCl 30 mM)
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Lheo ty 16 10 ml cho 1 g sinh khdi twoi. Sau 6, dich
huyén phi ndy duge cho di qua miy phé M-1 lOEH-
30 Microfluidizer Processor nhim ddng nhét héa té
bao & diéu kién 700 Bar qua hai chu ky. Dich té bao
da ddng nhét dem di ly 1dm & 7000 rpm, 30 phit dé
thu nh{n thé vii.

Hoa tan thé vai trong N-lauroylsarcosine 0,2%

Thé vai thu nhin tir (€ bdo dugc hoa tan trong
dung djch Tris HCI pH 8,0 40mM, chira tic nhén
ghy bién tinh nhe N-lauroy)-sarcosine 0,2% theo ti
1¢ 1:50 (khbi lugng : thé tich). Huyén phil thé vii
trong dung dich hda tan dugc lac nhe & 15°C, 120
rpm, 18 - 24 h. Sau d6, ly tim thu nhan djch néi
va tha & 6000 rpm, 30 phiit, 10°C. Dich ndi vA cin
ly tim dugc trich mét phan dé kiém tra biing dién
di. Dich ndi dugc thu nhdn, bao quan g 4°C, trich
mét phan dung cho thu hoat tinh trén té bao M-
NFS$60.

Kiém tra sy biéu hign hG-CSF biing SDS-PAGE
vi Western blot

Chc mau protein sau khi thu nhan dugc bién tinh

va chay dién di SDS-PAGE trén gel polyacrylamide

15 % cling véi thang protein chuén nhim kiém tra sy
bi¢u hign cla protein myc tiéu. Chuyén protein sau
khi di¢n di ¥én mang lai nitrocellulose va lai véi
khéng thé chugt don dong khang hGCSF (R&D,
Nhit) va phat hign nhor khang thé khang IgG cia
chujt dung hgp véi horseradish peroxidase HRP
(Abcam). Tién hanh hién phim bang bo Kit ECL
(Amersham).

Xéc dinh nbng d§ protein bing phwoug phip .

Bradford

Xdy dyng dudmg chuan Bradford véi albumin 1
chiit chudn & 6 ndng d6 (0, 10, 20, 30, 40, 50 ug/ml)
véi bube séng 595 nm. Liy khoang 100 ul miu
protein muc tiéu dem do mat d¢ quang & bude song
595 nm. néu gia tri OD do dugc nim ngodi duomg
chuan thi pha loang dén ndng d¢ thich hgp cho dén
khi gié trj OD nim trong dudmg chuin. Ghi nhén gid
trj OD va dya vio dudng chuin dé tinh nbng d¢
protein ¢6 trong mfu.

Dénh gié hoat tinh sinh hgc cia G-CSF cé trong

djch Mn tan bing phuong phdp thir hoat tinh
trén té bho M-NFS60

Hoat tinh sinh hoc cia GCSF dwgc xic dinh

thdng qua kh4 ning kich thich ting sinh dong € bio
M-NFS60.

Dich ndi sau hda tan cia céic mau thé vdi dién

N
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hinh va khong dicn hinh duise Toe Ui mang
celllose 0.22 pum. sau do duroe mang di thr hoat tnh
sinh hoe

Dinh gid hiu qua cua qui trinh 1En men thu
shin GCSF Khong dién hinh,

Hiéu qua cua qua trinh 1¢n men (hé vin Khong dién
hinh duoe danh gid dyia vio luong G-CST ¢ohoat tnh
thu duoc tir cic dicu hién 18 men Khae nhau

Dua vio Két qua thr hoat unh 1¢ bio, suy 1o
duoe phin 1AM G-CSF co hoat nnh nam Uong may
th (A%) (duoc tnh theo Duae Dién Chiu An
2009) Tir do. luomg G-CSI co hoat tunh (m, CN g
) duge tinh theo céng thire
A(%) X Mpraiern iromg dich nos (M)

MO gt v (M)

KETQUA

Khdo sit hha ning sinh tong hop G-CSF nr 1¢
bio E. coli bing phuong phip 180 men me o cic
digu kign hhudy trjn Khic nhay

Bong hoe ting rrong cua chung 1én men duae

Dudng cong tang truong cia cic ching qua
cie giar 1én men

12.00
10.00
S 8.00
(=]
2 600
C 400
2.00
0.00 =T

1234567 8101214151617181920

Théi gian lén men (gi0)

\dy dung dyra rén mit d¢ € bao (84 1rj OD & buge
song 600 nm). K&t qua cho thdy trong 3 h nuéi chy
ban déu, ca 3 didu kién khudy 1rén ching déu ting
ltuéng cham, day la giai doan lag, & bao méi thich
nehi véi méi truémg 1én men. Sau pha nay céc chiing
ling trudng nhanh va manh, buéc vio pha log, mat
i té bo tang cao, giai dogn ndy kéo dai dén khoang
~u 14 b nubi cdy, gid trj OD cao nhét & 250 pm 3
1144, 160 rpm Ja 8.81. vA 200 rpm 13 9,83, Sau do
cit ching ting trudng chim din v di vao trang thi
on dnh, gid i OD dao déng i, day cing 1 giai
do.an t8ng hop protein myc tiéu, giar doan nay keo
din dén 20 b nudi céy. Dya vio dudmg cong cta 3
chung cho thiy cc chiing tang trugmg binh thuémg,
4u. trinh 1én men khéng bj nhiém.

Sau 20 h 1én men, tién hanh xac dinh trong
lung khé 16 bao vi mit 45 1€ bao dat duge, két qua
duce ghi nhin (rong bang I. Sé lidu cho thiy &
23Urpm chiing dat duge mat dé cao nhit, ciing twrong
tng V&1 lugng sinh khdi 1€ bao I6m nhét. BE x4c nhan
sur hieu hign GCSF chiing t6i tién hanh dién di SDS-
PAGE va lai Western. Két qua dugc biéu thy trén
hinh 2.

-

—— 160rpmi
—&-200rpm
250rpm

th 1. Béng hoc tang tréng cua € con 121 16 hop biéu hién G-CSF o cac dibu kién khudy khac nhau.

9 1. Trong luong khé té bao va mat do té bao trung binh sau 20 b 18n men & cAc didu kién khudy trdn khac nhau.

160 rpm 200 rpm 250 rpm
nhkhé) kho (g/L) 6.86 £ 0,52 7.33£0,37 7,7220,53
) 8,56 + 2,03 9,64 +3.26 11,361 1.22
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Hinh 2. Kha ning lang lnréing cla chdng & cac didu kidn
khac nhau

Kiém tra vA xéc nhin kha niing sinh téng hep
GCSF & chc didu kifn 1én men khic nhau

Cac mAu thu nhin trong qué (rinh 1én men & cac
gid nud cdy duge bién tinh,sau d6 uén hanh dién di
SDS-PAGE, dong thdi cing tién hanh lai Western
vai khang thé khang hG-CSF. phat hign nhd khing
thé khang [gG gin HRP. O ca 3 diéu kign déu xuat
hign vach protein didm véi kich thuéc khoang 18,8
kDa, wong img kich thudc protein hGCSF. vach
protemn nay xudt hién & gioy thir S dén g1 20, so sénh
trén bang hign phim ciing cho céc vach tin fi¢u & vy
tri tuong img, xic nhin vach protein biéu hi¢f vugt
mirc 14 hG-CSF.

Nhu vy, buéc déu ching (51 da biéu hién thanh
cdng protein G-CSF trong dieu kién c6 bd sung tic
nhan gay stress (¢ bao.

Dé danh gia kha ning hoa tan va giai phong
G-CSF ¢6 hoat tinh tir cac thé vui thu nhén duge.
Cic thé vai thu nhan dugc sau qué trinb 1én men
cam (mg stress o cic diéu kién khudy tron khac
nhau dugc hoa tan trong dung djch ¢d tic nhian
gay bién tinh nhg N-lauroylsarcosine 0.2% theo
quy trinh da duge thiét lap 1r trudc. Tién hanh xic
dinh 10ng lugng protein thu dugc trong dich hda
tan bing phuong phap Bradford va xic djnh phin
trdm protein cd hoat tinh trong dich hda tan thon
qua thir nghi¢m hoat tinh kich thich tang sinh lz
bao i. Théng qua dé, ching 18i c6 thé chon dugc
céc thé vin t61 nhat (1rong cac thé vii thu duge tir
qua (rinh 1én men) cho myc tiéu thu nhin G-CSF
c6 hoat tinh (Peternel, Jevsevar, 2008).
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Dénh gis kha ning hda tan cia thé vii khng
Aidn hinh G-CSF & céc didu kign khufly trgn khdc
nhau

Dé dénh gid kha nang hda tan ctia thé vii. cic
mAu sinh khdi 1€ bio, thé vii tnréc hda tan, dich nbi
sau hda tan chira protein tan, phan cin chira nhimg
protein khéng hoa tan sau khi ly tAm dugc phan tich
bing dién di SDS-PAGE. Két qua dign di nhu hinh 4.

Két qua xéc dinh lugng protein dugc hoa tan tr
1g thé vii thu duge sau cc qud trinh 1én men ¢ cic
diéu kign khudy ron khac nhau dugc trinh bay trén
bang 2, hinh 5.

Két qua hoa tan cho thdy, thé viii & cac diéu kién
khudy 1rén khéc nhau ddu c6 kha nang hoa tan khé
cao (W 10,18% dén 17.87%) twong M-
lauroylsarcosine 0,2%. Phan tram protein hoa tan,
lugng protein hda tan tinh trén | g thé vii va lugng
protein hoa tan tinh trén | 1 dich Ién men déu ting
dan theo chiéu ting cua tdc do khudy va cao nhit &
250 rpm, cy thé % protein hoa tan 13 17,87% va
lugng protein héa 1an thu dugc tir mé 1én men 1114
675.,17. Tuy nhién, dé danh gi4 va chon loai thé viii
thich hgp cho myc tiéu thu nhin G-CSF c6 hoat tinh,
chiing t6i tién hanh xic dinh % protein G-CSF 6
hoat tinh hién di¢n trong dich hoa tan bing phuong
phép thir hoat tinh kich thich ting sinh 1€ bao invitro.

Kiém tra hoat tinh sinh hoc cia protein G-CSF
trong djch sau hda tan

Hoat tinh sinh hgc cua G-CSF trong dich héa tan
thé vii duge danh gi4 thong qua kha nang kich thich
tang sinh té bdo M-NFS-60. Cic thi nghiém dugc
tién hanh song song véi miu G-CSF chudn c6 wong
thudc neupogen.

Hogt tinh G-CSF trong méu thir dugc xic dinh
v quy ddi dya trén hoat tinh cua G-CSF cé trong
neupogen. Ching han, néu hoat tih cua G-CSF
trong méu thir 1a 2,06 x 107 (1U/mg) va hoat tinh ca
mau neupogen chudn 13 1,00 x 10* (TU/mg), thi phan
ram  G-CSF ¢6 hoat tinh c6 trong méu thir 1a
20,61%. Két qua thyc nghiém duge trinh by trong
bang 3 va hinh 6 (gié trj cia mbi diéu kién khudy 1
trung binh cua 3 lan lén men 1gp lai). (theo Duge
Dién Chéu Au, 2009).

Tir hinh 6 ta thdy, & ca 3 didu kién 1én men,
protein nim trong dich hda tan déu c6 hoat tinh sinh
hoc. G didu kign khudy 250 rpm, phin trim va lugng
G-CSF ¢6 hoat tinh trong dich hoa tan tir 1g thé vii
14 cao nhét (tuong img la 68,88% va 110,51 mg).
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Bang 2. K1 qua hoa tan 1hd vil gitra cac dldu kign |8n men.

Théng sd Dldu kign
160 rpm 200 rpm 250 rpm
Lugng protein (mg) héa lan (rén 1g 101,76 & 39,97 112,86 £ 47,13 178,75 2 35,63
thé var
% protein hda lan 10.18% £ 4,00% 11.29% £ 4.71 17.87% £ 3,56
Tdng lvgng proteln hda tan trén 1 363,95 ¢ 157.61 518,122 24225 . 675,17 1 123.40
11 1&n men (mgA)
800 - r25
-
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- 20
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o 200
c F5
& 100
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0 T T 0
160 rpm 200 rpm 250 rpm
O Lweng protein hoa tan tie 1g thé vl
@ Lweng protein hoa tan trén 1 lit Ién men
@ % protein hoa tan
Hinh 5. D4 thj so sanh kél qua hoa lan protein tir thd vii & cac didu kién 18n men.
Bang 3. Lugng G-CSF c6 hoal tinh trong cac dich hda tan 1hd vii thu nhan tir cac didu kién kn men.
Théng 86 Dldu kign
160 rpm 200 rpm 250 rpm
% G-CSF 6 hoal linh 54,24% 2 36.09 54,04% ¢ 15,51 68,88% £ 35,75
Luang G-CSF c6 hoat tinh {mg) rén 54,31 £ 39,57 67.56 1 36,85 110,51 £ 48,47

1g thé vl hda lan
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Hinh 6. So sanh lugng G-CSF co hoat linh trong dich hoa tan tir thé vut & cac diéu kién 1én men
Dinh gid hi¢u qua cua qui trinh 1en men g so sinh duoe trnh bay rong bimg 9 v hinh 7.
Hi¢u qua lén men thu nhan G-CSF dang thé vin Van ket quatang két o irén, ching 101 suy ra didu

khong dién hinh duoc so sanh. danh g dua ren Kign lén men 250 rpmcho Inéa qua cao nhit, vé
fugng sinh khor Khd thu duoe. lueng protemn sau ki G-CSF o hogt tinh trung binh cao nhat ja
hoa tan biang \-lauroylsarcosing v die bigt la huong L. sovai o cac dicu kién 160 rpm va 200
G-CSF ¢o hoat tinh thu duoc sau kln hoa tan. Két rpm tuomg ing chi Ty 149,65 me/L va 305,63 mg

Bing 4. So sanh hiéu qua Ién men ¢ cac diéu kién khac nhau

Théng s& Dneu knen
160 rpm o 7200 rpm 250 rpm
S khéi knd (g) 6.86 + 052 733037 7721053
Luong protein sauhoa 363,95 + 157.61 518.12 £ 242.25 67517 £ 123,40
tan (mglL)
Phén ram G-CSF co 54.24% + 36,09 54.04% + 15.51 68,88% * 35.75
hoat tinh (A%)
Luong G-CSF c6 hoat 149.65 + 60.33 305,63 +170.78 423,27 £ 192,42
tinh (mg/L) S
10 900
9 800
B 8 700
o 7 600
2
2 6 500
R 400
o 300
€3
% 2 200
1 100
o 0

o e

T
rotein sau hoa
2 L"wgng BR2SFCS hoat tinh (qu

Hinh 7. 96 thi 5o sanh hidu qu cia cic didu kign lén men
In



KET LUAN

Véi myc dich nghién ciru nhdm khéo sat cac
diéu kién 1én men (hu nhén G-CSF khong dién
hinh ¢6 hoat tinh sinh hoc tir (& bo E. coli t4i 16
hop ¢ quy mé 1 1, gbp phin cung chp nhing dir
ligu dAu tién cho myc dich xay dung quy trinh san
xuht ché pham hG-CSF tai 16 hgp wr thé vii khong
dién hinh. Chung 16i d thu dugc nhimg két qua
nhy sau:

Lén men thu nhén thanh cong thé vdi khdng dién
hinh hG-CSF ¢ quy m6 1 1.

Buéc diu khio st dicu ki¢n 1én men (hu nhin
thé viii khéng dién hinh G-CSF d3 xéc dinh duge
didu kign khuly trgn 16t nhét 14 250 rpm. Lugng
protein G-CSF ¢4 hoat tinh thu dugc ¢ cic didu kién
nhy sau: 160 rpm: 149,65 mg: 200 rpm: 305,63 mg;
250 rpm: 423.27 mg.

Lot cdm on: Cong trinh nay duge thuc hign béng
kinh phi cua de 1ai KC.04.13/06-10 (B¢ Khoa hoc va
Cong nghé).
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INVESTIGATTION AND FERMENTATIVE EXTRACTION OF NON-

CLASSICAL INCLUSION BODY OF G-CSF IN ESCHERICHIA COLI IN 1 L-

FERMANTOR

Nguyen Quang Huy, Le Minh Nbat, Vuong Cat Khanh, Dang Thi Phuong Thao®, Tran Linh Thuec

University of Science. Vietnam National University Ho Chi Minh City

SUMMARY

Recombinant human granulocyte colony sumulati factor (rhG-CSF) has becn used widely in medicine as a

treatment for neutropinia which mainly caused by

hG-CSF is

in cancer

produced in many systems. such as, Ecoh yeasts. and mammahan cells. Recently. scientific reporis have

a great

g hG-CSF with full of bioactivity from inside of E coli inclusion

bodies in some special condlmons The mcluslon bodies which contain high level of native structure proteins
ms:de a husk of other mnssl‘oldcd proteins were named as non-classical inclusion bodies. Here, we initiate

i and of lassical inclusion body G-CSF in Eschericha coli in | L
scale. Expression of hG-CSF was confirmed by eleclmphcns SDS-PAGE and Western Blot. The results
showed thal isolated inclusion bodies from process can be ized in mild dq resulted as
0,675 mg/ml protein solution and released 110,51mg hG-CSF which had bioactivity per 1g of inclusion bodies
(highest at 250rpm stir speed).The expenmental results provide a possibility of producing hG-CSF from non-
classical inclusion bodies with high yield and quyte simple in comparison to a process of producing hG-CSF
from classical inclusion bodies.

K. rds: hG-CSF, i lassical inch bodies, binant protein
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