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5 A E R EERSER F (HTNFo)
BT

2 &

BEkEk HEE

HhEY EXF

(ERESNERERELTERN, LD

MBERIEE T (TNF) 35 ShgminiamiBERmil4LnfEf. A — 2T &
TNFaY e fThet, MR EMS tHTNFo 40, REBEARTEEAE ST -4
i rHTNFe R ZEH £ (Ts. S3. Hoy Bs. Bsy Ess Zigv ZafllZ;0) ELISA£E FHEREA]
51IL-1, rIL-2, tIFNy, rIFNa, BE,colilf AR (MM, o) X2 L, {5 tHTNFq

AR Fi. Western blot £5F#—EIF U XMAEN rHTNFa #IF5HE. ZANKATR
e R i Air HTNFaff 8346807, A HUrHTNFe 7R3 A0 SRR 4540 tHTNFa, 7L
BF{ESDS-PEAG L4 TR ITOCCHE RIFHITHTNF ol o

X®iE RHUAMBIREE £ ARESE

BRI IEF T (INFY R — R E#35
EWFEENERET. TEXNTRE
MFERIGEE T [N R EELTNE
3o 4 55 B 2 R B 0 B 0 4 | T 4
ke R (0, o — B RE 3 TNF
S TSR, 30 EBIEHTNE
M, HIE R MR TN 3 gk
(McAb) R RH RN L AP
Bl 2o B AR & T — Sl AR A i
AT CHTNFoOMcADb, Ex50H M5k
AT EE.

OB f ik

(=) #8
rHTNFolg A R EHE, 2L, .4
Ff 7 005 3% MR A 1,6 x 10°u/mg B4
RS- 1Tl 1), A B B U ML
BRE, BEHAAMBRANE-2 (rIL-2),
BAATHE v ((IFNy), HBEHA T #
Fa, (rIFNa,) B PEEZRHERFZT
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FEoiELARE. KR TNF(N-TNF)%
B.: HL-60 e 1 x10°/ml B & F
i0%FCS-1640 58, i TPA(Sigma)
20ng/10%40, 37°C. 5%CO, £H4TH
Fr24h, BLOEC R MR TNEE .

(=) A

1, #¥ & . & 100ug TNFa 1
PBSo.2ml SEGHELERNE S B S
&, A BALB/c/NE &1, Z 8 IR H REEF
B HrHTNFaft R SR InE
#FE, MRES=%, HKPARRENE
B rHTNFexf NE AT 5 2R Insa 5252,

2, MBERES Ty MERTFIEER N
sl 7EPEGER T E5NS-1 NREH#
mmiaR .

3. ELISA Il %. rHTNFa i T
20mol/L pHY 6TRBR B rrik, B3k 96 JL
PVC 4z L, toong/3l, 4°C HE. BE
0,1% Tween20PBS #: 338, BEIFI0Y

FIF 10907 3 H re B,
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B OGS HARGAMBTIET ((HTNFe) By (S 183

SRMFEHE, 37°CEELh, 23R, mes
WEER, SRTHE&h, 338, M
HEAWEREERETE, SRR T
40min, B 48, SIEEE K (OPD)EY
%, B MR700 H b By Bt 3 {0 W &
Agsoune

4, BIEFEEH(Western blot) 17,
BN F Y rHTNFo #iFE &4 T4
SDS- I WRBERRBER: Lk 4y B85S, A
Bio-Rad B#B RS LK FREER#EHE
HERNBRATEM L, FArHTNFa ik
fiEHbRE fRIgGe =,

5, B ARG ST, Ly, 4M

BEEZT10%FCS-1640, H rHTNFa f1 -

WrHTNFadi 4y Bl M A 96 FLES 57 4%, F
ﬁﬂﬂﬁt&%?D(O.lug/?L), j]ﬂLszagfﬂH@
3x 104/, 37°C. 5%CO, & #THFH18
—20h, BEEREER, WA 3% 5%
100ul/FL, TEMRT00E 5h B 8L HlE
AE','Onmu .

6, fitkaite, SHrHTNFaifkiy
B0, 1mol/L pHS,0 PBENE,
#FProtein A Sephorase CL-4B E#f
B, ARSI REESS, HpH
6. 0TI ik e I IsGy s ik SR UE A IR
H ik o

7. WRERAW E, & Jew, A,
M, FiE e e,

8. REEMEBENT % rHTN a,
EHirHTNFa Hitk (T,, H,, S, Z, 0
Z,,) 5CNBri% {kSepharose 4B3x% 75
R IrHINFoaqi B f 2t ke, #
STHTNFapy E  coli ik F TR E
e, iU F0.05mol/LTween20TBSH:
FREHR, BIGH pH3. 0 ERE NI
i FrHTNFa, [ A pH2, omol/LTris
Rk M EAESE pH W7, 054, &
Ve, WA, DEE M.
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(=) FEBEBERSRIT

M ELISA ByI¢Jy B; 5 e B & W B 1
Wi, ERENRBTBEERE, LB
9 Fhar ik Pir H-TNFo MeAbp) 2 22 5 4 iz
g: TE:\ H'J'\ SS\ BS\ BS\ EG\ZSNZIZ
R Zyoo BEZB MBS B SEMEE
AEEGBALB/e/MRl, #1465 & FHrHTN-
FaMeAbs 7K 3 48 1b7 fo

(Z) RERRE

Mrll-1, rIL-2, rIFNvy, rIFNa,,
MM, ,, TREZER, rITNFo fIRA
TNFa g3l B 96 FL#K . Wi E Hir HTNFa
MeAb HENMKL XERiE. &4 R £ B

(ﬁl) TS\ H-,-‘ SS\ BS\ Ba\ Eh
Zoo Z, 80 Z,y bitks rIL-1, rIL-2,
rlFNy, rIFNa, MM, ,, %3 ¥ K,
EfTASrHINFa L H iR AR . T
HE., By, Z, AT, TS5 RKH/TNFa
HRE,

95 B ¥ Bl (Western blot) ) &5 3
Wt — SIS T XA EE AR ST R’
1700038 /R B HTNFa gy F- (Bl 1),

% 1 HrHTNFa McAbM#SHE N

Table 1 The specific reaction of anti-rHTNFg
McAb

Sample MeAb
(z00ng/well) ES H-,_"Sz By Bs Zs
rIL-1
rIL-2
TIFNy
rIFNg,
MMa2o4
I‘HTNFa
nTNFq

(S BEET KR
Zala A ABR R R W, AL 8
rHTNFa McAbSL 40 R 2 B E 40 Ha s of

Z12 Zzu Ei;W

1 + 1 Pt
LI S R A |
| I O T N R |
+ + 1 1 1 1
T+ + 11
[ L I D
[ A N |
Rt N R T R B |

E e T I R N |
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¥ 7%

fry=]
fES

Bm1 #HirHTNFa McAbgWestern blot
Fig,1 Woestern blot result using anti-rHTNFe
McAbs 1. H,, 2. S;, 3. Ts. 4. Bs, 6. Es»
8, Zgs 7. Z12, 8. Z21, 9. rHTNFg, 1o,
Standard protein
FREEA( 2 ). 10ugBY Bey Zy Z10
Zo  FURATLUPAT 1,9 X 10°—2,08 X 10°u
irHTNFo g tk. Ts. H 0 S, HiE

B e R B R 22, ORI BB ISR R BIr HT -
1.0 -

0.8 =

0.6 b=

Aisonm

0.4 -

# 2 FrHINFof 3% B P Arl TNFa 45 5%
Table 2 The neutralization of rHTNFa
eytotoxicity of anti-THTNFg McAb

McAb Neuiralization MecAb Neutralization
(D

(%) %)
Bs 46,31 4.5 Zy2 86,7+ 11,6
Bs 85,7+9,3 H,; 23.9+16.3
S; 39,1+13,8 Ts 42,3+ 4,5
Zs 80,6119,7 Zag 85,1419,1
Es 12,2+ 23,8

rHTNFq 0.1pg/McAb lopg

NFe RRIA R E K H e BsiZss
Z ;s MZa B ARET R B EB AL A2 T rHTNF
ST HOE B L BB AT

(I Hifk Az FEfA 8

Rdew, A, M, FiERERERZNA
Zyo. Te¥fEBER I & 32, S, Hy,
Zyy By WU ERISER 2., Ts vt
2, Bo B G s fl B 22 (F 2 )

!

& 2

McAb{pg/ml}
HrHTNFofi A h ki (rHTNFo 1. 0pg/ml)

1074

1,072

Fig.2 The comparigion of the relative affinily of anti-rHTNFe McAbs (tHTNFg 1.o0pg/ml)
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(B)HrHTNFo itk R ES{L
tHTNFo ‘

AT, Sey Hyy Zu M2, 3k &
FRMENHE. SrHTNFaiE, coliE3
fEm LW TRmERE, S%E, W
BER, U A B TP M G 3D,

# 3 rHINFo®&BRDEHRMIL
Table 3 Immunocaffinty purification of rHTNFa

Protein Sepecific ac- Purifization

Procedure (mg/L) tivity(u/mg)  factor
E.coli Iysat‘e 5
Antibody(TNFa) 840.0  T.1x10
gepharose 80.6  4.0x107 56.3

HrHTNTFai E , coli s SR iR E AR
a4k E E M Ea]k9.6% ,r HTNFa

kd
— 67

a3

—2Y

— 14

3 i EmaifEtrHTNFa8SDS-PEAGH

Fig.2 SDS-PEAG electrophoretic patiera of
immunoanifinity purifing rHTNFa

1. tHTNFait E.coli Z#@#% E.coli lysate of

rHTNFq 2. f#%® 8 Standard protein 3,4,

rHTNFa

8 %

¥ #Eik4 x 107u/mg. SDS-PEAGHEB#£
EMERa RN RRES T 17000
RIFEIrHTNFadi i (] 3 ).

EAVBrHTNF oy 5 5 s 4n R gl &
TREESL T 9 th4r i Hir HTNFo 82 55 0 31
R TEABER, SPELREEREN
RS IRGik. xEMcAb ¥ rHTNFq
HERREMSE, Sril-1, rlL-2, rIFNy,
riFNe, P E MM,,, £, coli TERB
fR T 2 XL 2, Western blottingif 5%
Eﬂ‘]ﬁiﬂﬁﬂﬁ}‘?%fﬂITOOOﬁfﬁﬁﬁﬁﬁrHT‘"
NFadiJE, SAEbifkH Eey Bs, Z, 70T
wHEFHRBRATN ek g5, XX W
1EH AR 2 B g BB i iE o TNFa sk
TS HERARRNTARHRFTRN. X
Ay r HTNFogk B H3 R A 4535 F0 7
ol S sE B AT A fr HTNFa il 7
AT & ¥ YHTNFo B35 fn 0
(Ts. S, R, Fifkat rHTNFo 4fas 4
MEENR L Z 12,0 BRFEMHEEE
B.2, stk EA TrHTNFadkig
BB AT %, H e r BTNFo 40 & b Al
EMMAELE K. AT XERE T B R G
rHTNFaif #8046z, 38 TRBETERN
#4, BARTH{rOTNFa, L) FSeihes
RAFSCAST B T 3K 73 — 41 Hi rHTNFa
McAbUl LUK MR EE Lr HTNFa f 8 %
wl, IFalHFTNFapH R %.
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Preparation and Characterization of Monoclonal Antibodies

Against Recombinant Human Tumor Necrosis Factor

Li Yan Zhao Weiwei Shen Beifen
Sun Yingxun Wang Wenxiang

(Institute of Basic Medical Sciences, Academy of Military
Medical Sciences, Beijing

Tumor necrosis factor (TNFa) plays an important role in cytotoxicity
and inhibition of tumor ecells, Further studies on the structure, function
and clinical application of TNFa will be useful, Nine clons of hybridoma
secreting monoclonal antibodies against rHTNFa were obtained by using
cell fusion technology. None of the monoclonal antibodies cross-reacted
with riL-1, rIL-2, rIFNy, IFNg,, and £, ,coli lysates, Western blot
domonstrated that they specifically recognized rHTNFz ahtigen of M,
W, 17000 daltons, Some of the antibodies recognized native rHTNFa,
too, These antibodies neutralized the cytotoxicity of rHHTNFa to different
extents, They will be utlized as immunoaffinity column to purily

rHTNFx from recombinant E, coli lysates,
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