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ABSTRACT: OBJECTIVE  To detect protein expression differences after combination-therapy on HSC-T6 and to explore 

antifibrotic mechanism of combination-therapy based on the protein level. METHODS  HSC-T6 as target cells, cells proteins 

were extracted after treated by combination drug of taurine, epigallocatechin gallate (EGCG) and genistein. After equal amount 

of protein digested by trypsin, the iTRAQ labeled protein peptide, separated by the cation column, LC-ESI-MS/MS used to 

detect and identify differentially expressed proteins. The functions of proteins were analyzed by bioinformatics. RESULTS  

Total 727 proteins were identified by MS. Three biological replicates identified 85, 102 and 94 differentially expressed proteins 

respectively. The analysis manifest 52 differentially expressed proteins were identified in three biological replicates 

simultaneously, of which 24 differentially expressed proteins were up-regulated, 28 differentially expressed proteins were 

down-regulated. The differentially expressed proteins correlate with post-translational modification, transcription, recombination 

and signal transduction pathways. CONCLUSION  Combined drug treatment with taurine, EGCG and genistein can impact 

HSC protein expression. The antifibrotic effects of this drug combination may be due to regulation of protein expression. 

KEY WORDS: combination-therapy; liver fibrosis; cell proteins; iTRAQ 

 

                              

�������������PQ(81160063)�6�������PQ(2013GXNSFBA019167)�6�?���@A
BRS��TPPQ

(KFJJ2010-41) 

���	�UV	�	!�	W()*    Tel: (0771)5358354    E-mail: yan_01091@sina.com    

*


����XY	'	!�	W()*	

�Z    Tel: (0771)5358354    E-mail: lminggx@163.com 

��������	
��
������

������������� !"#�$%&

'()

[1]

*+,-.

[2]

*+/
.

[3]

01234�

5678!9�:;<=!+
��
����

�>?���="@AB"#CDEF"�GH

IJ-�+
��
��!ABK&1
��


9�LMNO!�P)QR�C���ST+


��
!UVW�@XY	"Z[\]�@=^

��![_`KaT�	"#1Pb�cd&T


��
efeg[hUV*ij!��klK

&(mkl&�)��no
��
ef*eg�p

qrs
t!u!�vw9+
��
����



 

�������� 2014	 11
� 31�� 11
                    

Chin J Mod Appl Pharm, 2014 November, Vol.31 No.11      �1303� 

!x�y1z{|}-~
f�P� β1!�p�

no TGF-β1/smad����

[4-6]

�������)

���|�(EGCG)�=C�!+/
d&�Zw

}-��!��

[7-8]

�������d���|�

�}-.�v}-
��
a�
��� ¡!

¢£

[9]

1¤6¥�!LM���¦�z{|*EGCG

��������6!k&w}-
§¨ ¡!

¢£�©W�&��=ª¦�!+a�
��


!d&

[10-13]

1 

h«)¬­�®­ ¯ (isobaric tags for 

relative and absolute quantitation�iTRAQ)°±²l

³¬´µ-¶·¸¹kºµ(LC-ESI-MS/MS)!�

�9����d&!»¼½¾¿eÀ½¾°Á�

!�=ÂÃ�1Ä��­ÅÆÇ½¾ÈÉ!ÊË

ÇÌ�INÍÎ�Ï�v­ 8 Ð[hÑÒhÓÔ

Õ ¯Ö×

[14]

1iTRAQ ØÙ²lºµÖ×�vh

ÓÖ��Ú �ÛÜÝ½¾º�Ïa
!Þß½

¾º!àáâ�ãä

[15-16]

1Òåæ� iTRAQØÙ

²l LC-ESI-MS/MS Ö×kl&�ça�
§¨

 ¡!D��p½¾��Ô�èéêkl&�}

-
§¨ ¡¢£!»¼½¾¿ë-1 

1  ����� 

1.1  ì.�íî 

a�
§¨ ¡ HSC-T6�ïf
 ¡���

�ð
! HSC����
ñÍ(òóôõö5÷)�

EGCG(øùúûüýþ����Ø�e=J�

�����20121207)�z{|(���20130207)

�������(2013-0211)	
� Sigma ���

DMEM(GIBICO��)��z
�(Hyclone��)�

½¾��¿¶�Ö×<&!ì. RIPA��³*�

�*Q�|�*TEMED*SDS*�����0	


� Thermo ���iTRAQ Reagents-8plex Chemistry

ì.�*TEAB 0��ºµì.	
� Applied 

Biosystems ��1Mini-PROTEAN ¶�í(� 

BIO-RAD)�Triple LTQ 5600ºµí(� Thermo)1 

1.2  �� 

1.2.1   ¡!"�&�  c#$r%T&Å'(

)�! HSC-T6 N*ç+ÐT, 10%�z
�!

Ì- DMEM !"³��37 ��5%CO

2

./0!

"11 ¡2W3Y4¨Ó�� 0.25%5½¾�6


ç7819:ìæ	�2;<f�! ¡�Ô

Õ1ìæÖ�­=â�kl&�â (z{|â

60 µg·mL

−1
*EGCG 70 µg·mL

−1
*������â

14 µg·mL

−1
)�c ¡� 5>10

4 

·mL

−1
+ÐT 50 mL

!"?��!" 12 hç�@��!!"³AB!

" 24 h�CDE�FG[12]1 

1.2.2   ¡H½¾!��  IJ!"��&K#

! PBSL 3:�M 25 cm

2

!!"?�N 2 mL�

�³!©ONP� RIPA��³�� ¡�QT(

ÜRdSQ 20 min�9T 5 minUV0 ¡�WX

³��T 4 �./0 12 000 r·min

−1
�Y 20 min�

�Ü��yÜ�³�NP 10 mmol·L

−1
 DTT�56 �

>Z 1 h�NP 55 mmol·L

−1
 IAM�[\SQ 45 min�

5 ]�^!��_`abÜ�³ 2 h�4 �./0

12 000 r·min

−1
�Y 20 mincÜ��dWe'_`

�fb���NPg¯! 0.5 mol·L

−1
 TEAB�(Z

&h 15 min�4 �./0 12 000 r·min

−1
�Y 20 min�

�Ü�Þß½¾º1%& Bradford ��­��q

!½¾ºÔÕ ¯1 

1.2.3  ½¾º��� iTRAQ °±  9âÑi�

100 µg½¾�M½¾-�(20j1)!©ONP Trypsin�

37 ��� 4 h�IN 1:�37 �k�� 8 h1&l

m�Yno'pq�0.5 mol·L

−1
 TEABNrpq1

M= iTRAQ °±ì.�!RdsRÔÕpq!°

±�114°±­=â*115°±&�â�\'!" 2 h1 

1.2.4  ½¾º!³¬Ö�  %&tÒuv��!

LC-20AB HPLCLw*x& UltremexSCXÖ�y

­½¾ÑiÔÕ³¬Ö�1& 4 mL z{³ A 

(25 mmol·L

−1
||}~�T 25%����pH� 2.7)

Nr°±�o'!�lpq1ÔPÖ�yçÔÕ

�ÇL�(1 mL·min

−1
)��&z{³ AL� 10 min�

k���P 5%~35%z{³B(25 mmol·L

−1 
||}

~�*1 mol·L

−1
�
�T 25%����pH� 2.7)

L� 11 min�ÏçNP 35%~80% z{³ B L�

1 min1L�QRáRÔÕ�É�Ïç��ßq 20

�âÖ1x&c�y­âÖc��#$o'&T

0�èÖ×&1 

1.2.5  ½¾º! LC-ESI-MS/MS Ö×  ���³

¬Lw�Waters��! NanoAcquity�S BEH130 

C

18

y(0.1 mm>100 mm�1.7 µm) � Symmetry C

18

 

y(0.18 mm>20 mm�5 µm)��Öâ�1BEH130 

C

18

y&TÖ�pq�Symmetry C

18

y&TpqI

��c�1Ì"³¬!��¬ A³(��-�|->= 

1.9j0.1j98)� B ³(��-�|->=98j0.1j1.9)

�	NP� ©O!��³19:½¾!ÜÑ¯

� 9 µL(2.30 µg)�� 2 µL·min

−1
��! A³L�
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15 min�ÔÕpqI��c�1�ç%&, 5%!

B³� 300 nL·min

−1
��L� 1 min�����L

��Ç�B³ 45 min���Ç��� 5%�  35%�

¡ 5 min � 35%�  80%�ç� 80%¢BL�

5 min�Ïç 3 min£Ny¤1 

x&!ºµ� AB SCIEX ��! TripleTOF 

5600���¥� Nanospray IIIsource��¦§¨¤

©-!·ª�S«î1%X<¬Ó�íî!E<

­Q$0�®¯°Â� 30 psi���¥·¸¶°

2.5 kV�·¸¯° 15 psi�·¸+±²'Ç 150 ��

`«�³´µ�Ö¶·¸30 000�̂ ¹ 250 ms!�

2

+

q 5

+

!��º�»��Ç9¼^¹&Q 120Ö!

��´µ¥ 30����½i 3.3 s�­Q¾ 2�ø

¿À(Q2)!7ÁÂ±� 100 Da� 100%�Ã{«Ä

¶!Ä·� 11 kHz�ÈÉî!ÈÉÄ·� 40 GHz�

� 4 ��ÅÖÆ±Ç9:´µ!È����É 4

:çlZ~
�%X<¬���Ê�!w¯­Q

�(35Ë5)eV�Ì���ÍÎc­Q��ÏÐÓÑ

!�Ò(Ó 20 s)�¬hÌ��!Ê�[&Q 2:1 

1.2.6  ½¾ºÚ � ¯  K& Mascot 2.3.02Ô

/(Matrix Science)ÔÕ½¾º!Ú 1<x&<¬

Õ� IPI a�½¾<¬Õ�� mgf F/[��Ö,

�}�ºµ(MS/MS)×µ]���F/�ÔÕ<¬

ÕØÙ1ÚE<�Û$0�ØÙÜ��MS/MS lon 

search���Trypsin�<¬Õ�IPI a�½¾<¬

Õ[IPI_3.87(39925 sequences)]�íîÜ��Triple 

TOF 56001Ý¬½¾ºÆÇ>?�1D�]<p

q 1.2]�Ü�Þ¡wßÈæ» Pà<0.05Ó�á

�D��p½¾º1 

1.2.7  f��ã5Ö×¿wß5²\  �Q GO

Ö×<¬Õ (http://www.geneontology.org/)­Ú 

Ï!<=D�½¾ÔÕ GOâwãäÖ×�ÖÆ�

f�5ÔR(biological process�BP)* ¡�Ö

cellular component�CC)�Ö�âw (molecular- 

function�MF)G 3 �åÔÕÖ×1�Q½¾¬æ

d&! STRING <¬Õ(http://www.string-db.org/)

­D��p!½¾ºÔÕ½¾ºÑ!¬æd&ç

èÖ×1åæ<¬!²#& sx ± ���âÑ©é

%&WP)�DÖ×�<¬²\x& SPSSÔ/�

� P<0.05��=f�wß5êë1 

2  �� 

2.1  ½¾º!ºµ ¯Ö×¿Ú ²# 

Òåæ�T iTRAQ °±²l LC-ESI-MS/MS

­z{|*EGCG �������â�!kl&

�d&T HSC-T6ç�­ ¡�½¾º�p!ìí

ÔÕ�D�Ö×�HÉÚ q 727 Ð½¾º1�

îï��� 114![N��HSC-T6 ¡!"â�

­=���â°±� 115�­ ½¾ÆÇD�pq

>1.2 ](Üð)E<0.7 ](0ð)�Þ¡wßÈæ» P

à<0.05 !�D�½¾13 :åæÖÆÚ q!D

�½¾º<¯ÖÆ� 85�102�94 ��� 3 :I

N	Ú q!D�½¾� 52��»�Üð½¾ 24

��0ð½¾ 28����D� 11%& MascotÔ

/­½¾ºÔÕØÕÚ �3:IN	Ú q!Ü

ð�0ð!½¾ÖD� 2�� 31 

� 1  �������� 

Tab. 1  Summary of protein quantification 

[\ �]^_\` a]^_\` bcd^_\` 

e 1 [ 39 46  85 

e 2 [ 46 56 102 

e 3 [ 43 51  94 

3 [Mf 24 28  52 

� 2  	
��
� HSC-T6 ��������� 

Tab. 2  The up-regulated proteins in HSC-T6 after treatment 

with combined drug 

ghi jkl^_m 

no 

(115p114) 

IPI00392875 qrs/trs^_u+ 1.870 

IPI00210920 vwxyz{r+ 1.365 

IPI00207390 |}^_ A3 1.259 

IPI00230907 ~����:���� 1.771 

IPI00203690 γ-r��s���+ 3.410 

IPI00200601 ������^_ 1 1.223 

IPI00231229 y��� S-{�+ 1.284 

IPI00391791 ^_+x��� PI31 �� 1.384 

IPI00231920 �:^_-2 1.512 

IPI00204738 �����+ A �
+ 1.336 

IPI00188158 �������+ A �
+ 1.704 

IPI00464532 � ¡-5-¢s��+ 2 1.463 

IPI00206626 £¤¥��+ 1 1.458 

IPI00480766 ���+ A  1.564 

IPI00194085 ¦§¨©^_ 36 1.481 

IPI00231196 {ª^_ 1.465 

IPI00195160 �s«¬^_ 1 1.423 

IPI00371124 qrs/­rs®¯�� 9 1.515 

IPI00324986 GDP ,°���� 1.372 

IPI00206712 �±²³s+ 1 1.274 

IPI00194130 ´µu+ 1.407 

IPI00365286 ¶^_ 1.246 

IPI00188921 ·�¸ 1.331 

IPI00324633 yrs��+ 1 1.205 

¹5114−º»�115−}�¼�½ 

Note: 114−control; 115−Combined drug. 
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� 3  	
��
� HSC-T6 ��������� 

Tab. 3  The down-regulated proteins in HSC-T6 after 

treatment with combined drug 

ghi jkl^_m 

no 

(115p114) 

IPI00358600 ¾¬x^_m L27a 0.492 

IPI00207050 ¿À^_ 3(EF ÁÀÂ�D) 0.608 

IPI00197173 ÃÄ^_ 80 0.681 

IPI00205805 �m�Å^_+��� 1 0.629 

IPI00211895 y����
+ 0.597 

IPI00192246 vwx��Æ¥ C �«+�� 5A 0.594 

IPI00480820 |ÇÈÉxÊ/ 1 $xË 0.686 

IPI00210945 ��Ì^_ α1 Í C 0.526 

IPI00464535 ÎÏ+�uÐ���^_ 1   0.579 

IPI00194222 ��Æ¥ C �«+�� 1  0.595 

IPI01016575 ÑÒ^_ 2 0.659 

IPI00363550 {Ó^_Éx^_ 1 0.579 

IPI00567828 SKP1 ��^_ 0.514 

IPI00198619 Ôµs{�+ 0.605 

IPI00199448 ÕÖª¥Â�^_ 0.592 

IPI00192880 ×Ø¥-ÙZl GTP Â�^_ 0.404 

IPI00393595 Ú´Ô¥ α 0.389 

IPI00363849 ÛÜÝ^_ γ 0.676 

IPI00371178 2’-5’ÞÔµs�
+ 1 0.602 

IPI00205389 Îß^_� β Í 0.170 

IPI00324168 ¬�
+u+ 3 0.658 

IPI00372499 à|^_ 109 0.516 

IPI00326566 áâã��ä�� 0.423 

IPI00391633 áâã��ä��ÇÈ^_ 2 0.667 

IPI00203574 åu^_ 70 Â�^_ 1 0.659 

IPI00464735 ���ä]æ¾ç^_ 0.613 

IPI00214461 _è¥ 1 Éxéê^_ 0.548 

IPI00198608 ��ë4¥ìíEu+ 4 0.684 

¹5114−º»�115−}�¼�½ 

Note: 114−control; 115−Combined drug. 

2.2  ½¾º!f��ã5Ö×  

­D��p½¾ÔÕ GOÖ×���G^½¾

!âw1BPÖ×eÀ�D��p½¾a�Eñ�

�7X*8òl��óôõ�°Â`K�MFÖ×

ö��G^½¾a�²l÷ø|Eù�*>�8

ò`K*~ÇðÍ0âw�CCÖ×ßÏD�½¾

��Öú� ¡º�� ¡ûÜ�D× 11ü&

STRING 9.0 ÈÙ½¾º¬æd&D× 2� ¡ý

�)ÝþÍ�� 4(cyclin-dependent kinase 4�

CDK4)*
��ff�P� (hepatoma-derived 

growth factor�Hdgf)*��|�~� 1 (Glutamate 

dehydrogenase 1�mitochondrial, Glud1)���|/

��|�+P� 9½¾(serine/arginine-rich splicing 

factor 9�Sfrs9)�ç×�²Tâwçè��V�	


vw�½¾¬æd&¿
��
!efegQ

R���I�
´1 

 

� 1  ������� Gene Ontology �� 

Fig. 1  Gene Ontology annotations of differentially expressed 

proteins 

3  �	 

Ò: ¯½¾ºâ5Ö×ºµÉÚ q 727

Ð½¾º�»�INÚ q!D�½¾� 52 ��

»�Üð½¾ 24 ��0ð½¾ 28 �1¡Ö×e

À�ÖD�½¾$�º��½¾�}-. 1*3�

�½¾*¥��½¾ 2 0�¡=a¯!îÅ�+

ñ
��
!ef*eg=»�G^½¾�p�


ñ¥�îÅ!��²#�Y1hÓ�Ò���

eÀ CDK4½¾*Hdgf½¾*Glud1½¾� Sfrs9

½¾�½¾º!¬æd&�²Tâwçè��

V�	
vw�½¾¬æd&*
��
efe

g*��+
��
d&QR���I�
´1 
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� 2  ���������
��� 

Fig. 2  Interaction of differentially expressed proteins  

=îÅHSC!¢£ùqÖ�CDK4��!�Ð

 ¡ý�ÝþÍ��!ð��Z�å CDK49 HSC

 ¡ý�I�!ðj½¾�ÝþÍ½¾��

[17-18]

1

�� PD98059( ¡¢�ñ�Í}-. )wn�

HSC! G1-S�~
�»}-ë-ñ CDK4�p0

ð��Å����!Ö�=»

[19-21]

1Ò��²#

ñ¥å!îÅ�Y�kl��d&
§¨ ¡ç�

�x CDK4�p0���oÔ�èð� HSC¢£�

�@�Ô
§¨ ¡!��1 

HDGF 9 1994  Nakamura 0

[22]

�!
� 

¡L(HuH-7)F
�!"!Ü�³�Ö�ßq!�

Ðf�P��HDGF���"#Öú��=ñ DNA

²lâw�Eñ ¡Ö
*¢£�â$î%!f

�*e&�HDGF ñ'( ¡�)¢£=»��

'(��p¢N1=��eÀ
t��
Q�p

! HDGF �� «�
*ý+
 ¡¡º�Q�

p HDGF w�Ô��
P�(COL�*COL,*

TGF-β1)Q�p�XY
t!���º_^���

HDGF !Q�pñ
��
-\QR»k�

TGF-β1v�QñHDGF¬æd&�Ô
��
Ô

g

[23]

1Ò���� HDGF ½¾�
§¨ ¡ùq

kl��d&ç��p¦�0���Ékl&�

vwñ¥å!���Ñ��Q�Å HDGF!�p�

}- TGF-β1*COL�*COL,0���
¬»½

¾!�p�no
��
!ÔR1 

Glud1��È���|�~��d��.|½

i!I��Ñ��=îÅvwEñ/¡0º��

|!51�±2!`K

[24]

1Ding 0

[25]

3%&

HBV-Tg4�(,=HBVá�P)�HBs-Tg4�(�

Ö HBV �P~P!)ÔÕ���5y¶�eÀ�

HBV-Tg4�
���Eñ��|8ò! Gludl0

�È�½¾�ñ HBV �Í67QR��
!89

`K=»1Tang0

[26]

%& 2-DE-TOF-TOF-MS Ö

Æ­�)â� DBDCT 7:âa�
tû½¾�

÷½¾�pµÔÕÖ×�Ú Ï 6 �û½¾� 10

�÷½¾�»� Glud1 �Ü�½¾1Ò����

kl��d&
§¨ ¡ç Glud1 !�pÜ��

�É��d&çGlud1Eñ�
��
!£NQR1 

Sfrs9 �=­½¾º!�+ðj!d&�v�

ðj�+«V!�Û�}- MAPT/Tau ó��!

�+1Tong0

[27]

;& iTRAQklºµØÙ��Q

©é HepG2 � HepG2.2.15  ¡½¾!D��p

µ�eÀ Sfrs9 �pÜð�hÓ� mRNA >?ß

q¬h!²#1Ò����kl��d&
§¨

 ¡ç Sfrs9!�pÜ���É Sfrs9!�p�Ì�

vw�QðjÚÐ½¾!�+«V�Ô@��[

hâw!½¾º��ìí
§¨ ¡!ÚÐf\

QR1 

H<�Ò���Q iTRAQØÙ²lºµ=è

Ö×kl��}-
§¨ ¡¢£!ë-�ßq

�LMñ
��
=»!D��p½¾��¦Ä

ØÙ&T��+
��
½¾ºâ5���=_

Î!¥>12G^½¾�
��
ef*eg�

!d&?@Aá�B�C�Ô�èDEG^D�

½¾d�Fo
��
!G�°Á�!vHÍ1 
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