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Abstract: This study aimed to establish human IFN-y (hIFN-y) in vitro release assay and to apply it in diagnosis of human
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tuberculosis. Human IFN-y gene was cloned and expressed in Escerichia coli. The recombinant hIFN-y was purified and used as

immunogen to immunize mice and rabbits respectively. Monoclonal and polyclonal antibodies were respectively developed and a

sandwich ELISA was established. The heparized whole blood from 111 active tuberculosis patients and 292 clinical healthy controls

were collected. The blood was stimulated with tuberculosis specific fused antigen ESAT-6/CFP-10 and the plasma was collected for

IFN-y detection. The sensitivity for tuberculosis diagnosis was 95.5%, whereas the positive detection rate for the healthy controls was

16.7%. There was a significant difference between the patients and healthy controls (P<0.01) indicating that this assay had a high

sensitivity and specificity, and thus could be promising in tuberculosis diagnosis.
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Fig. 1 Cloning and expression of human IFN-y
(A) Double digestion of pET28a-IFN-ywith EcoR [ and Hind III
M1: 15000DL DNA ladder; 1: pET28a-IFN-yundigested;
2: pET28a-IFN-y digested by EcoR I and Hind III;
M2: 2000DL DNA ladder.
(B) SDS-PAGE of the expressed hIFN-y

1: Inclusion bodies extracted from the BL21 (DE3) transformed by
pET-hIFN-y; M: Protein marker SM-0431 (MBI). The arrow shows

the recombinant His-tagged hIFN2y about 22 kD
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Table 1 The results of IFN-y release assay for diagnosis of
active tuberculosis

Patient No. Control No. Positive rates (%)
Positive No. 106.0 47.0 95.5
Negative No. 5.0 235.0 16.7
Total No. 111.0 282.0
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FATA ARSI 22 BH 27 1k ARG DN R AR (31,25 pg/mL)ik
B RIS o A AN R IRy S B e e 1
SN, 205 TR N 2 FME YR i

200 0 G A 5 R B R 5 S ML R B
Sy R X, hIFN-yJ& 45 %% W L5 5 00 T 220



WRAEE S5 A TEN-y A SR ROR I 325 1) 1 57 R FCAE S5 A2 12 1B v £ )10

1657

JL DR O B A EL R A TEN -y A6 32 W 3% 21 i
S5, 12 WA HE R PR B S R O B i Y,
HE S K TR G i ¢ 2 % FPe kA
P 2 A2 i AR A fls BT 2 A ), R ik
MELAUEAT R PR S ERIZ T, N AT Rl
W51 . A BT ST 2 B - hIFN-y ARSI 78 53X 28 45 420 1Y)
B B E A 1

BE %5 Vs DR SR AR I 2 25 A% 5 18 W v 1 — R
FI G5 IR R (2 90%) A T AR IR TS,
I ARAGIN B2 X 65 AN B & B RS )0 Ak,
H1 T LB 3 S A TR A i (BCG) T e, S5 =
(PPD) K A8 25 J b AN BB X 43R A 1 e ie S5 25 A% T
JRYL TGN o FRATTREABEFE Y 58 (L7 sl ilish
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