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Construction and expression of recombinant Bacille Calmette-Guerin carrying human granulysin active peptide”
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2. Institute o f Neuroscience Chongqing Medical Univercity ,Chongqing 400016 ,China)

Abstract: Objectives To construct recombinant Bacille Calmette-Guerin(BCG) carrying human granulysin genes.and to identi-
fy the ability of recombinant BCG for submitting plasmids to eukaryotic cells. Methods Co-expression shuttle plasmid of pBMS,in-
cluding human granulysin genes and mycobacterial replicon of Orim,was built using molecular biological approach. The pBMS was
transfected to BCG competence by electroporation to construct recombinant BCG. The plasmid of recombinant BCG was extracted
The plasmid
pBMS may be transduced into BCG with electroporation. The specific bands for GLS of the recombinant BCG were detected by

PCR. The specific bands for 267 bp GLS were amplified from transfected macrophages after 96 hours by RT-PCR. Conclusion The

for PCR identification. The ability of submitting plasmids to eukaryotic cells was determined by RT-PCR. Results

recombinant BCG carrying pBMS was constructed successfully. The recombinant BCG can submit the carried genes to mice macro-
phages.
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OS5 T L FE A Mr 9000 GLS AT 5| 22 i fif s 40 g 9 T2
F A1 (bacille calmette-guerin, BCG) i1 T £ 4 0y %6 4> 3 4&
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1.1 200 Btk & ki E. coli Top 10.BCG (P} #k) A
% H# 2 )83 FER IR IR R pBudCE4. 1 1§ H Invitrogen
2] /N RAW264. 7 20 bR W 155 = 45 5 R AR 2 B
PR & Orim 3£ (9 OB pZMO, H A 52 56 5 B IE B FH-
T
1.2 F3KH RPMI 1640 15 3% 3L T4 . Hank's 08 [ 3¢ [
Gibco 2 7], Middlebrook 7HO9. Middlebrook 7H10 % 3% 3

* FEGTUH ET A ARk S AR B IUH (2007BA5013) .

# . Middlebrook OADC Enrichment g B & P& & F i 7 .0
(K [H Difco 24 8] 7™ fi ) B A /N4 W5 W 3 A 0 2= A Al
JBEEE I B Amresco 23 A BURL/N & il #2108 & . PCR =4
Il SR &/ B B R &l B L AR SR AR B IR A
L 3% 5 5% K 7 £ (Ver. 3. 0) . DNA Marker DL 2000, DNA
Marker DL 15000, %5 {4 E Probest-Taq fif & & %% Ex-Taq Jiff .
AR BR W R NI B K& = AW AR R 7], Zeocin
Pk | B P 0 LipofectaminTM 2000 1y H 3¢ [ In-
vitrogen 2\ A o f4: H. Taqg-plus fff . & % B pfu Hf & 4 UniQ-10
B RNA fh 4235 & . MMLYV 28 — 5§ cDNA & #i ik 7l &
WE Y TREARERAF.

1.3 pBudCE4. 1-S9K Jf kL () #4 # & 3¢ GeneBanK #¥ $k
granulysin Z§H5 5 51 (NM_006433), 454 Stenger 2507 45 {1k (%)
Mr 9000 7 P4 Jik 3 R 5 Bt (222 bp) , ¥ GLS Mr 15000 Fi {4 43
FREA Ak 45 bp 5 Mr 9000 %4 Bt ¢cDNAN i 23 bp 3t
68 bp it A B W P1. 5-ATG GCT ACC TGG GCC CTC
CTG CTC CTT GCA GCC ATG CTC CTG GGC GGC CGT
GAC TAC AG GAC CTG TCT-3", FHAEHE 43 WAk Mr 9000
GLS () cDNA 55 (3L 267 bp) 4> BIi& 11819 P2.P3, 4> 5 &
Hind [l # BamH | @41 {7 5. 514 P2:5-ATA AGC TTA
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CCA TGG CTA CCT GGG CCC TCC TGC-3',#i A Hind [Il i
Y7 5 AAG CTT, [[{ I ACC,ff ATG fi F ACC ATG G
1 KOZAK Jpal s CF Il F EZ Q0 E A BIER " 5514
P3.5'-AGG GAT CCT CAC CTG AGG TCC TCA CAG ATC
TGC TGG-3" . 4fi A BamH [ )75 GGA TCC FIZ 1k % 15
YEREE B, L pZM 03 SR HEAR . PCR 4738 & 4% W Bk Mr 9000
GLS J: P4 B B 9" 8 R W & % 210 X buffer 5 L, 2.5 X dNTP 8
pL,P1.P2 %& 0.5 pL,P3 1 uL,Probest DNA B4 0.5 pl,
DNA ##R 1 pL, KRB FK 33,5 pl, 38 50 pLs P84 5 14
94 CHiAs M 3 min, 94 CA5ME 30 5,61 CiB k 30 5,72 °C ZEfi
1 min, 3t 30 MFE¥F;72 °C .5 min, PR 1. 2 % BOIS B s
Jie R Pk A . ] PCR 7= 4 BB 7 & % PCR =4 i 47 T
A Hind I /BamH T 3§ 4] PCR = ¥, 1 F AH N 5l 1% 6 4% 1k
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SOy WK R RO B E 4l Mr 9000 GLS E #% % 35 ik
pBudCE4. 1-S9K, ¥4 51 40 i ki % 1L IR 2 &5 K 3 4 1 E. coli
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PR AT O e . BRI LSBT E . 4R I 41 TR AT
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W, W AL TR AR K 2 A KB IR % R E. coli Top 10, R 5
TE Zeocin HLA R AREL LB 5 3% 5 b #E 47 0 6 . Filt $72 7 4
Lt AT OriM 3k B PCR V) %5 1 K %5 2 1F ) 1) S50 A 44k
pBMS,

1.5 pBMSEH4 BCG g x5 40k K 1 BCG 1 # LA Bl
¥ 100 mL/L il 22 8 F /KB 3~4 ¥ .4 °C .4 000 r/min(E
AR 9 em) B 10 min, [ 1096 H i 25 B F /K 5 &L B 180
pL THHOMA 20 pL glifk pBMS ki, %5857, K& 10 min,
AR 2 mm B AR o [ 5% 4k {X (Bio-Rad ECM630) ],
AN SR E R A B I .2 500 VR 1 U, i A
600 pL Middlebrook 7H9 WA K572, 37 CWEH &G k1
F & Zeocin 40 pg/mL #) Middlebrook 7H10 [# {4 -4 L, 37
CHEE 14 d J5 P ICBA T 0 95 38 0 5 Al B BoE , AR 1 mL 7
WL B0 FE R VLM A 500 pl =287K,100 C A2 f# 8
min, B FIEW 2 pL SUBCRRIER Y 1 pL R BEHT, 23 F GLS
1 OriM ff§ PCR ¥4

1.6 pBMS E4] BCG HF M R % K EAL BCG 7 &
Zeocin 40 mg/L ) Middlebrook 7H9 ¥ 4 8% 3% &t vp 4% ¢ 18
> LA 5E 4> RPMI 1640 K5 3% 0 5 57 8 48 40 5 Wk & o 2 X 10°
CFU/L (& % % Hl. 554 RPMI 1640 ¥ 3 W 3% 3% RAW
264. THH AL, 00 ZE A1 B W RE ST L AR LI 200 L 20 T B B AN AR
KM 37 CT5%CO, WE 4 h 5, LPHRA & 1 RPMI
1640 K R WP U B FRAR 3 WK, 25 B R B B0 40 i 5 W ) 400 B
JEMAFRABEZR LW E R 100 pg/mL, BREFEH 4 h, 4
h J5 4 56 4> PRMI 1640 $5 373k 5 R0 12 h DL 37 C ik
# PMA 100 nmol/L.FHEHE XK 30 pg/mL 54 PRMI 1640 5
FAEER W, R ML UniQ-10 £ 2 8 RNA f 2k 7 &
MMLV % —4# cDNA & B 7] & 45 51 F 240 Bk g 96 h i g
St L (F 2 BCG) R i BEFL (BCG) 40 i, 42 B RNA 347 306
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2.1 GLSHEWY% % THE4 pBudCE4. 1-S9K ki 4 F 1E 5|
Yk T PCR P14, ] 438 H K/NZ 267 bp B R Br . >R A Hind
Il /BamH 1 Xt 47 AT 47 4 A1 6] K/ B BE . pBudCE4. 1-S9K
MpFaERFHEFREAERD. FEHFH 5 GenBank (NM _
006433) #ft i 8 & — (K 1.2,
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BCG fir 4 pBMS T 41 BCG, 41 b ik fill i Foks . JH GLS 4%
SEEER W, A R H 4
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S 4 BT R
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R W AT P R IR SN E I . BCG AR A A 4 Sk 4 5 o)
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ng/mL) i) GLS 431, 1 76 DL 41 M 538 T E R Bk 5 4E 11 b g8
BEAR I B K. HATR ST & B, GLS KR {H 2 6 &
MR G Th e i) — A EE R M AR S5 T HEWN
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R A Z A4 A 55 Jurkat, YAC-1,K562 2021
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TE IR R TR LA 35 43 W 07 2 Ak GLS K3k ) B 4T os i H
14 o 48 58 200 G0 28 Dy RE R LA B B B8 BE 1 A5 AR & . K
FlA 97 X7 R o S [ AL i o 30 36 TR 0 e i 9 A, B
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