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Observing effects of TLJN injection on the rat cerebral microvascular
endothelial cells and primary study of the feature of cellular conditioned medium
QING Xue — mei, LI Peng— tao, HU Jing— hong, et d
(School ¢ Preclinical Medicine, Bejjing University ¢ Chinese Medicine, Bejing 100029, China)

ABSTRACT ObJectlve Through observing the active influence of tongluojiunao( TLIN) injection on the nomal and ischemic rat cere
bral microvascular endothelial cells( CMECs) and primary discussion on total protein secretive time— effect feature in cellular condiioned medium,
to establish a technical basis for futher study of solubility protein. Methods: Afier TIJN injection having reacted upon normal and ischemic
cerebral microvascular endothelial cells(CMECs) , MTS/PMS colorimetric method, Bradford assay and colorimetric analysis artigenic were used
respectively and isochronously to test cellular activiy, total potein quantiy of condiioned medium, and LDH releasing value of condiioned medr
um, observing them and analyzing the tine— effect feature of cellular conditioned medium. Results: TLJN injection can not only promote the ac
tivity of schemic cells, but also reduce LDH releasing value. In the nomal group, the peak time of total protein quantity is at 3rdh, at this time,
cell activity is hishest and IDH releasing value is least. In the schemia group, the peak time of total protein quantiy is at 6thh, simultaneously,
LDH releasing value is leas, but cell activity is alitle lower than that of 3rdh. Conclusion: TLJN injection has protective action on ischemic
cells. In this study, it is suggested that regarding conditbned medium from 3rdh to 6thh as collecting aim is the best period to study biological ef

fects of solubility protein.
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1 PROMEGA MTS/ PMS ,
11 204LMTS/ PMS s 3h , 3408
sp 60— 80g, SPF/ VAF, 492nm (OD) ’
:SCXK  2002- 0003 > ’ th
12 3h 6h 12h 34h , 20HL s
( SOUL LDH ; (
04061011) ; PROMEGA MTS[3- (4,5~ dimethylthizr ) 8 Bradford
zol- 2— yl) — 5— (3 - caboxymethoxyphenyl) - 2- (4- sut € ) 5 70nm
fophenyl) — 2H-  tetrazolium, inner salt, MW487. 8] (0D), LDH
(PMS) ; : PI510 PROMEGA €
:PROMEGA  :LDH ; GIBCO DMEM 492nm (4)
; SIGMA : , , EDTA, TYPE- A 1.4.4
ECGS; ’ - ’
1.3 (06D)
BECKMAN 3408 . JOUAN  :co, Rrebso ’
D- Hank s 2, 901L
14 104L Kreb s ; 1000L Kreb s
La1 ' 37C 93% N2+ 7% CO» 6
DMEM s 20% ; 8
ECGS 75mg* L™ 4x 10’01 1% 10U-L"" ’ LD ’
1x 100 L™ 200U 1" L- ool VM MIS/RAS 3 ’
L' pH  7.2,0.2%m ,4C , DMEM
( ) 37C 5%CO, .5
Kreb’s  : NaCl 119 mmol L™ '; KCl 4.7 mmol L™ '; KH2PO4 ’
1.2 mmol* L 1; NaH(C03 25 mmol* L l; CaCl2 2. 5 mmol* L™ 1; Mg
CI2 1 mmol L' ., pH  7.2,0.22Um L5
: : (X£s) .
1.4.2
sD . 60— 80g, 2
, ( DMEM 10% /
1x 10°U- LY , 21 N k
1mm3 s s N
25 80 200 s ks i 1
200 0.1% ,37C 30
, 1000r/ min Smin, ' (P< 0.05);
, 2% ,37C 5% CO2 ’
48 s 6~ 7d , (P<
s R 0.125% - 0. 0.01),
02% EDI'A (1:1) _
i ’ > 98% 1 MTS/ PMS TNJN N Is (X *8)
s (N) (Is) (Table 1 cellular activity treated with TN JN injection by MI'S/PMS assay, X
, 1% 10° *cm2, +s)
96 ,37C 5% CO2 36h
Mol !, numbers (control, OD)  (dmg treat, OD)
our,, 7. Tmg/ mL., N (Nommal cells) 8 0.8%F0.13 0.9%0.17
Is(Ischemic cells) 8 0.50%0.06"* 0.68F0.06*
1.4.3 *P< 0.05; *Hpg 0. 01
(note: compare with control of ischemic cells*P < 0. 05; compare with
DV[E;V[ MLl 1, control of nomal cells P 0.01)
10x (20MLsmL ") 22 8 L
90ML 1ML DMEM 100H1L b ’ LD
37C 5% CO» 6h ’ 2.
,D- Hank’ s 2, DMEM ( ’ LbH

)

(P< 0. 05)
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2 TINN s LDH (X£S)
(Table 2 cellular activiy, etracellular total protein quantity and LDH release value of schemic cells group caused by TNIN injecton)
(0D) (Hg/ ml) ILDH  (A)
n(mmbers) (celluar activity, od) (total protein quantity, Hg/mlL) ( LDH release value, A)
control 8 0.50£0.06 52.89%£13.29 0.34%0.02
diug treat 8 0.68£0.06* 50. 17£10.95 0.27+0.01%
*P< 0.05
(note: compare wih control of each lengthways list *P< 0. 05)
2.3 N (P< 0.01),1h  6h ,6h  12h
s (P< 0.01),12h  24h
5 LDH s 1h
s R 3. ,3h (P< 0.01), 3h 12h R
s 1h  24h 12h  24h R 24h (P< 0.01)
(P< 0.01), LDH LDH s LDH
, 1h 6h
s , 6h 12h (P< 0.05,12h  24h
s 1h (P< 0.01)
3 N LDH (X£S)

(Table 3 in nomal cells group, time— effeds relationship of cellular activity, extracellular total protein quantity and LDH release value respectively, g(iS)

LDH
. (cellular adivity, od) (total protein, Hg/mlL) (LDH release vale, A)
( control) (drug treat) ( control) (drug treat) ( control) (dmg treat)

Oh 8  0.89%0.13%% 0.99t0.17%% ---- ---- ---- ----
lh 8 0.58%0. 13** 0.47%0. 17** 77.65£19.37%%  96.03£16.04 %4 0.27%£0.03 0.2910. 02
3h 8 0.6110. 14 0.57%0. 21.47%25. 3*** 196, 3+26. 77 ** 0.2710.02 0.2710. 03
6h 8 0.52%0. 0% 0.58%0.07%* 203.82+23.17% 183.531+23.39 0.26%0. 3% 0.30%0. 11%
12h 8 0.32%0. 0 ** 0.37F0 12%* 183.97£25. 19% 178.38F21.65% 0.34£0.05*%%* 0.33%£0. 02% **
24h 8 0.33210. 08 0.33%0.06 183.09£20. 18 144. 85124, 6% 4 0.53%0. 13% * 0.50%0. 17**

*P< 0. 05, **P< 0.01; *P< 0.05, **P< 0.01; 4P<0.01

(note: compare with the nearest pre— time point of each lengthways list *P< 0. 05, **P< 0.01; compare with the nearest post— time point of each lengthways

It *P< 0. 05, **P< 0.01; compare with control of each assay in sime time point resped ively “P< 0. 01)

2.4 Is ,
, 1h s 6h
4, (P< 0.05), 12h (P< 0.05), 24h
, lh (P< 0.01),1h  3h (P< 0.05) LIH ,
,3h 12h (P< 0.01, P< 0.05), 12h , 1h 3h ,6h
24h \ (P< 0.01) (P< 0.05),6h 24h (P< 0.05,P< 0.01)
4 ks LDH (X *5)

(Table 3 in ischemic cells group, time— effects relationship of cellular activity, extracellular total protein quantity and LDH release value respectively, X *5)

LDH
., (cellular adivity, od) (total protein, Hg/mlL) (LDH release valie, A)
( control ) (drug treat) ( control) (drug treat) ( control) (drug treat)
Oh 8 0.50£0. 06 %* 0. 68%0. 0674 52.89%13.3 50.17£10.95 0.34%0.02 0.27%0.01*
1h 8 0.28%£0. 8** 0.32F0. 6*** 15.83%6. 81 16.4819.3 0.31%0.03 0.3120. 02
3h 8 0.26%0.06* 0.28£0.05** 16.70%6. 98 27.57£10.16 0.30%0.04 0.33%0.04*
6h 8 0. 18F£0. B3 ** 0.18%0.06* 36.80%7 31 % 54.41%13. 76 % 0.28%0.@* 0.2530. 02* **
12h 8 0. 10£0. @ ** 0.12F0.03* 8 54%2 0** 9.74%3. 04* 0.35%0. 2 * 0.3730. 02* **
24h 8 35.50%8. 99* 28.54%7.13 0.15%0.04* 0.19%0. 03* 0.39%£0.04 0.44%0,05*
*P< 0. 05, **P< 0.01; *P< 0.05, *¥P< 0. 01; 4P< 0.01

(note: compare with the nearest pre— time point of each lengthways list*P< 0.05, **P< 0. 01; compare with the neared post— time point of each lengthways

1t *P< 0. 05, **P< 0.01; canpare with control of each assiy in same time point respectively *P< 0. 01)
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