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PCR for Cytokine Transcript Levels after Infected by Different Virulence
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Abstract; In order to detect the change of cytokine transcript levels after infected by Mycobacterium tuberculosis,
build recombinant standard plasmids of IL.-6, IL-10,TNF-a, a quantitative real-time PCR standard curve was
established for cytokine transcript levels. Application of the method was used to analyze cytokine transcript levels
that different virulence Mycobacterium tuberculosis infecting RAW264. 7 macrophages at six time points.
Comparison with the control group, H37Rv and BCG made changes in transcript levels of these three cytokines,
while the IL-6 and TNF-oa have more obvious varies. This study provided new ideas of mechanism between
Mycobacterium tuberculosis and macrophages through different time points cytokines transcriptional level.

Key words: Mycobacterium tuberculosis; RAW264.7 cell; fluorescence quantitative PCR; cytokine

E&UH : FERH ST (2011BA103B02- 1) 5 F A RHE T RHE #3111 (20120225)
EE B . 5k UF, WA, W& 5T shW et ox
BIREE . # 8i, E-mail.durui71@ 126.com



"6 2 A

2014,48(12) .5~ 10/3K f, %

25K 9% ( Tuberculosis, TB) 42— 8 M 1 #E M
N&E L BAL YL, 458 0 BT 3 ( Mycobacterium
tuberculosis , MTB ) JE&YY J5 18 H 2 P A 18 VRS, I
HEGY 5 i AR, AR B sy AT A%
PE R LR B T O S R e o A
SRR EEAE YR Z . HRTCESE E A
PRI S5 A% 53 A TR A 92 0 3 17 00 o A B A
FHPY . WA A 5 6 1 A0 B R % 5 A i A T
HEERPEEMER, TNF-a — B 00T | B w4
JELP VR M A3 W, ELAT R A0 R T R PR Y
IL~- 108 A Ay J2 40 A PR 5~ 100 4 o] PR 1~ RE 841 1
ZFE S A A IR 1 43 NBEIACH IL-10
(7K T 5 25 4% S0 BT TR 1A A7 305 CIE A DG, FE3h
Yo A 1L-10 RERS S 45 4% 20 SO 1 415 1L 1
B TL-6 T (1 E e B AT LA ] 25
WA HOFT B 5 R A B 4l A e, IL—6 A9 53
PBSETINAT )T 245 K% 53 SR T 410 1) BILAA 5 % v A i
RN ARSEE R ECLL E A S E A R T
VIR AN R T AT A, AR AR ) 45 4% 7y
BRI 55 B W 40 AR B A P BIL AR B A0 R 220 3

I 1 B Xof e PR 32k A P Fy A 0 5 1)
POGER PCR Ik, W oA Uty (HAE
P FER S R RT3 RN TC 5 Y S A, AR
o ok A A RE A% ] T A A A I A2 /K mRNA &
ROV BE 20 R, 57 DL C B A A b DL 2
RS L RS B AR bR B A i i 2, DL SE B XF
L W 200 L 0 ) 400 L PR 1) 1 0 B ol PR
LA 73 W5 1) =P AR X TL—6 . TL—10 \ TNF-a
T 155 Wik 200 5 e 45 A% 0 T T4 I AN [ I [1] 14 % s
IR, BT B W 0 L T B B A
1 #R5F*E
L1 AR RAW264.7 40 i Fl 58 75 25 8 o0 BT 18
H37Rv H 5 MRS I 55 5 55 B 45 A% o0 A
FFE BCG M S50 % R A7 ; EDTA (b5 [ & B
HEBARARTAEAF]) 5 B-FiE L BE( Amresco 2
Al) ; DMEM #% 5% 3£ (Hyclone 2% 7)) ; i & H 1§
(Amresco 2y 7)) 3 — H FE K ( Sigma 23 #] ) ; DEPC
(Amresco 2~ A ) ; it 4 L3 ( Hyclone 23 H] ) 5 TRIzol
(REFEY THRARAF) ; SYBR ® Premix EX
TaqTM Il ( KiEEAY TREA B F]) ; Primescript
® RT reagent Kit With gDNA Erase ( KiEF A4 T
FEABRAF])  Hoft i BE A 2 an] 25 Sy 23 B 4l

1.2 Fi&
1.2.1 RAW264.7 ff3%F RAW264.7 /N FLE W
S Sy DU A48 L 1 R L T A S RDE SR 10%
L35 1% T H) DMEM 4 il % 2% T % 50 mL/L
CO, M 37 C gl 3SR, AR 0.1%
AR AR TR T RO VR By 5%10° 4/ mLL,
BT 12 FLAlh 4k st R
122 ZHSBHEEA LREVREHRELD
TRAF B BE R 53 BT R U AR KO LB B R Y, R
I A T LR AERE , S5 A% S0 BSORE TR R TG B H
BIF RN T THY WA SR BTG 3% 3~5 d, AT WL A
TEMUNA BN, A TR IR RE B TR L
Wi B A T I T TR, 1250 H] PBS FRoRs(li L2k
S 5x10%/mL #5H ,
1.23 ZHBSBAFRABREELMIE BT
PR 12 FLBU R A K 12 h DL EEE RGFAo 4n i, T
CO, 1Y 37 CHIMEEEFAH T 4 h (VLB
FEWAE MIFA TR o W B TR IA S
MLE A WA E SRR SR 95 1.2 4 .12 .24 48 h,
1.2.4 RNA #RRERIF 12 fLih L EE
JA 1 mL TRIzol IR, W 5 ## & 5 min ffiiZE A
FEARE L A 0.2 mL & RIZIE D 15 s #r
2~3 min, 12000 g .0 15 min B EHMA 0.5 mL
SN, BRRAE #E 10 min, 12000 g &L
10 minF52= EIEMMA 1 mL75% £ (] DEPC 7K it
i) F IR AT, 7500 g B0 5 min FF L BT,
JiiE & DEPC /K%M . >R RT-PCR % JH S % 5
WA G AT L BREE 20 DNA FI S 5% 55 W 25 | 0
Fie BT S BRI THAE
1.2.5 34kt A2 A H & I GenBank
N TNF-o IL-6 IL—-10 FURETEBRFS) , 1N
BLAST #47 [RIJEPE L E5HT , 43 5 S SO 51 i fR <
X3, FIFH Primer6.0 5| 4 351+ 4 A B i 28O0 E &
G149, ik B PCR SN RE 45 519 B Bl B ok
TERE R 60,60 .51 °C, S 4540 95 °C A 1
5 min;95 C7EME 30 s, 38 k 45 5,72 CHEfH 1 min,
35 AMEFR ;72 °CHEFH 10 min,

B PCR 738 7= UL 1% (%) B B M 6 g 2517 Ha
VK GUSEY G R R Be R/, S ER S, F e
JBE AR B AT I A, 25 B 5 DL st T A it 39
UL, 4 = BRI 4000 5 pMDI8-T # iK%z,
AL IM109 BAZ A A0, 2 HUTUR. DNA )7



2014,48(12) .5~ 10/3F W, %%

Hh 8 22 -7

®1 WHEEPCR3|Y

L B S 51¥(5°-3) P18 BN bp
IL-6-F  CAACGATGATGCACTTGCAGA
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