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[(FHE] BM:EIENF KRS EF HERE HZE AR R4 R (LX2) 1AL JE (Col-T) |, TIT Y i i it
(PCI) ,IV B JFL(IV-C) , E R B (LN) @& W TR (HA) |, 54 4E K R -, (TGF-B,) 1Y & 4t J Col-T, 3 it 43 i 25 (1 il 410 il
| L(TIMP-1) mRNA #9335 4840 4R R I BE 6 A 52 07 H R 1 0 LX-2 20 A0 I 2 A D . ik IR AR 85 3% 1LX2 4
T, K ot 5300 40 B 43 S A2 0 H BRI 25 4 (3. 125,1.562,0. 781 g+ L™") 23 (4R, T J8 e 4% (0. 938,0. 469,0. 235 g- L™ ) Ik &
8207 B R R (3.125,1.562,0. 781 g+ L~") 38 S 2G40, 5% JF I 16K 4 938 W% BRI 5 ( ELISA ) % 4G W P 47 4 4k DU 351 45 4% PCIIL, 1V -
C,LN,HA FI Col-1, TGF-8, ()& &2 ; i % 5 PCR(RT-PCR) £ {l] Col-I #1 TIMP-1 mRNA 3RiEKF. &R : 58y HERTH
2 2H LA, A THZ 4 AE 24,48 h B ¥ A fdf HA, Col-T 19 & FE AR (P <0.05) ,7E 72 h A fdi LN, HA, Col-I, PCIIT, TGF-B, Iy &
FEML(P <0.05) ; 525 4l L%, B G 25 41 v] fif TGF-B, & i W] MFEAL (P <0.05,P <0.01); 55 77 HH M H 25 41 b, 5k
& HI 2540 81 @ R AIK TIMP-1 mRNA (383K 7 (P <0.05) , H 23 R 528 4l L4, B G T 2541 %F Col-I mRNA ¥£ 24 h
SEHMHEEH (P <0.05) 7872 h B A RXmE N, i W kR EGE H HEBRH A4 7] LX-2 40/ LN, HA,
Col-T, TGF-8, & 2 FEAK, Wl Col-T F1 TIMP-1 mRNA f9R35 BURE FE T HEMR G A M., W RGBT E 7 R
A B4R ST EF HE AL AE .
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Anti-liver Fibrosis Effect of Ganlong Capsule
Combined with Compound Glycyrrhizin Glucoside

SHAO Ming-yuan, JIAO Su-yue, YANG Qiang-li, ZHOU Xuan, CAO Chang-e, LAI Yong"
( College of Pharmacy and Chemistry, Dali University, Dali 671000, China)

[ Abstract ] Objective;: To observe the anti-liver fibrosis effect of Ganlong capsule combined with
compound glycyrrhizin glucoside on human hepatic stellate cells by detecting the content of type I collagen ( Col-1) ,
type III procollagen ( PCIII) , type IV collagen (1V-C), laminin (LN), hyaluronic acid ( HA), transforming
growth factor-8, (TGF-B,) and expression levels of Col-I, matrix metalloproteinase inhibitor 1 ( TIMP-1) mRNA
in human hepatic stellate cell line (1LX-2). Method: 1.X-2 cells were cultured in vitro, and the logarithmic phase
cells were divided into compound glycyrrhizin glucoside treatment groups (3.125, 1.562, 0.781 g-L~"), blank
control group, Ganlong capsule (0.938, 0.469, 0.235 g-L~') combined with compound glycyrrhizin glucoside
(3.125, 1.562, 0.781 g-L’I) groups. Then enzyme-linked immunosorbent assay ( ELISA) method was used to
detect the content of four markers of liver fibrosis ( PCIII, IV-C, LN, HA) and the levels of Col-I and TGF-8, ; the
expression levels of Col-I and TIMP-1 mRNA were detected by reverse transcription-PCR (RT-PCR). Result: As
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compared with compound glycyrrhizin glucoside treatment group, combined drug use could decrease the content of
Col-I, HA at 24 h and 48 h (P <0.05), and reduce the content of LN, HA, Col-I, PCIll, TGF-B, at 72 h (P <
0.05). As compared with the blank control group, the combined drug use can significantly decrease the content of
TGF-8, (P <0.05, P<0.01). As compared with compound glycyrrhizin glucoside treatment group, the combined
drug use could significantly decrease the expression of TIMP-1 mRNA (P <0.05) in time-dependent manner; and
as compared with the blank control group, the combined drug use showed the inhibition effect for Col-I mRNA at 24
h (P <0.05), but the expression was increased at 72 h. Conclusion; Ganlong capsule combined with compound
glycyrrhizin glucoside can decrease the content of LN, HA, Col-I, TGF-B, and inhibit the expression of Col-I and

TIMP-1 in LX-2 cells, and the effect was better than that of compound glycyrrhizin glucoside treatment group.

Ganlong capsule could enhance the anti-fibrosis effect in vitro of compound glycyrrhizin glucoside.
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o JUT-ELAE BT A WS Y IR LA B
B g Je R AT 52 5 S5 8 T 453 405 #8 BB JE T
oF 4t Ak, I ZF 48 Ak 2 I IE N an B A kBT
(extracellular matrixc, ECM ) & i 5 B fift A - i 19 2%
R EIR A0 M2 AN ECM = AR i) 2241, 24
LR A 2 I, ] DL — 25 9 J O T R Al 5
W AT e

BB, X5 T 2F 4 A 036 97, 38 A B VY 24
Yo Vr2m ROTE W, b B8 25 78 B FIG 97 I £F
difk b wos it — & I O R R R
RIGYT SRR REVE T 28 % FHIVER & 25, B B o (il
35 HF 2y RE )V A, TR B 77 A8 1 2 BIPE T RF
o T 4B %) 2 R Ay o 2 Y R W i U, 5% U R Wi 4
WO 2 4 T R 36 U O Wi T R U R A R
o R e o R 2 2, BT AT
2 RUGR T VR I 97 A0 B R WA N B
FEAEH, 5 YN R M 42 O ELAT BT R R 9 T A
R PR R R SRR AR
o AT 8 2 A /DN B il 38 e TIT #89 if Jg Ji ( PCIIT) L TV
R (IV-C) 2R E EH (LN) , & W R (HA) /Y
g BT AT A AT T 4 Al i £ T TR
S5 b S B, 56 U DR M 412 R o £ 92 M T T kAL
BA—EPia e BRI r A e i
0 3 5 A BT 2 48 1k 25 Wy Bk 5 O T R W BE 5T
T AR GRS D 21 4 350 J5T 46 J 2 1 e A A R
L(TIMP-1) , # AL A4 K W 78, (TGF-B, ) % H Alb &
b, BTE FHRIAYT SO 5 IF AR 4e b i 259 . IRt AR
PRADRE PR I e B B 055 52 07 H RERR A AR ST
LR AEACAE T, LU O I i i 4 186 58 52 07 T R IR T BT

134 -

Ganlong capsule; compound glycyrrhizin glucoside ; durg combination; extracellular matrix;

JHF T HE A0 A FH 2 4t 24 2 2 BB AR 4

1w

L1 Ziffatk  ANIEW 4000 (L-02) 1 3 b E 2
Wi b 40 %, it HTCCOT 5 AAT B2 MR 40 i & (1LX-
2) W B R R AN iS5 HTCC 4,

L2 254 heuom BT e e 98 (B B 9% o il 25 5 KR
AL AT 13032402) 5 52 07 H AR R 4 (HEYS
Wi 254 BR 2 7] L4t 5 13054632) 5 A T ALiE Ji ( Col-
1) ,PCIIT,IV-C, LN, HA i K 4 52 A6 0 12X 7 & (7 5t
AR TR 15 1 0 201411) 5 A\ TGF-B,
Tt 356 A, 5 A6 ) 170 8 TR N R 1l e A B A BR 2
Al 45 H151225-107a) 5 Jif 2F L7 , DMEM & 4 B
FRHH AR (£ [ Gibeo 28w, #4543 5 2 1618862,
1710802 ) ; Trizol (L7 ke ke S 95 150 A BR A =l 15
S1.24223904 ) ;2 x Tag PCR MasterMix ( |- # Thermo
Scientific 2y &, it 5 002222377 ) ; DNA Marker
D2000 (b5t KR AR A R A 5L 5 H7104)
Biowest Byt fif 5 (b 50 B I BF 80 A BR A Al it 5
111760) ; £ R — Z. B (DEPC, Jb m R E R R A
FRZAH] L5 729b028) .

1.3 {%&% Synergy HT B Z DI M #R X (5 [ Bio-
Tek 2\ ] ) , Series 1 CO, 18R 55 3= 46 ( 3£ [ Thermo
Scientific 22 ] ) ,2720 # PCR ¥ 3 (£ E ABI &
"), G:BOX UG 1R R 48 (9& [H Syngene A7) ,
DYY-6C AL PR A (LA 7N — X% ) , Smart Spec
Plus B R 25 11900 5 {X (SE [H Bio-Rad 24 7]) .

2 HiE

2.1 HMaRE g fF LX-2 40 - 80 C AR I 7K
b BCE E 9N, & 10% A4 g X 1% BiER R
PUAER M E A DMEM 58 435 3 B R A7 85 5%, A K
£ 80% ~90% I 0. 2% R AR 11 B AL 1% A E T
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37 C 5% CO, FiFRpi b 3R B O O A= K R 4¢ - PCILIV-C,LN,HA TGF-8, {1k 45 25 40 3

20 S8

2.2 Yk EMAMIA L RO AR K Y LX-
2,L-02 4 g5 fL 100 wL Lk 1 x 10° 4>/mL [ 25 &
Al F 96 FLAk 5258 43 O 5 U T BR8N 24
41(6.25,3.125,1.562,0.781,0.39 g- L"), 25 |4
41, WF i 4% (3.75,1.875,0.938,0.469,0.235 g-
L) 5% 5 H BT (6.25, 3.125,1.562,0.781,
0.39 g-L™ )X XHEA4, BT 37 C 5%CO, } 34
R SR, 12 h 5, R A WO A, BRI T e 48
G 5 B R TP A % L-02 20 i I8 B S 40 k4
X LX-2 20 A7 78 B 58 400 3 B %) 25 0 ok BE AR S RS
A B AR 1 R W . TR b R A
25 vk B T e e A8 43 0 RV O T RERR A i AT 38 L
Y2, BT 37 °C 5% CO, BR324 h 4y i 15 5% 24,48,
72 h JE AT AR S,

®1 HAREMEAHERHFHTIRAARE

Table 1 Cross administration concentration of Ganlong capsule

and compound glycyrrhizin glucoside

254 e /g L ETR=

W i Je 0.938 Al
0. 469 A2

0.235 A3

B HRERE 3.125 BI
1.562 B2

0.781 B3

2.3 MK G B2 W MEI 2 (ELISA) i 4 ) Col-T,

®2 PCREIMFT.REEHMF=HRN

Table 2 Primer sequences, reaction conditions and product size of PCR

L5 B3 ,2 000 remin T B0 20 min B
WHE % 2 ICTR 1 96 FLAR N, 1% IG5 2 10 B 45 A6 )
MM #h KL Col-1, PCIIT, TV-C, LN, HA , TGF-8, 7 &
A1 .
2.4 kL5t PCR(RT-PCR) 35N 40 ig N Col-1 %
TIMP-1 mRNA (335
2.4.1 LX2 408 RNA $EHC, % 5E Tk i I 2
HI Trizol i 77 $2 HC4H A N & RNA | Bt RNA 2 plL
JH 0. 1% ¥y DEPC 2h 37K i B 20 1%, HI A% W2 & 11l
FE ARG I 40 B T e B, A RNA 4l fF L) 1,80 ~ 2. 00
FEHE IRIE B RNA BT -20 CIRIE&IH
2.4.2 2 RNA Wi HEE RevertAidTM M-MuLv
WG SEE UL B, B AR RNA 1 pg F1 A 519
1 pL,DEPC K 7K 10 pL BB .08 T .0R5,
65 CHEE 5 min J5, VKA 2 min J5 B0 & T UK L,
KK I A 5 x Reaction Buffer 4 ulL, Ribolock
TMRibonuelease Inhibitor 1 wL, 10 mmol - ™" dNTP
Mix 2 pL 1 RevertAidTM M-MuLv i %% 5 /i 1 wlL,
R RE T IR A, BERT B0 3 s, B NIRRT
42 CHEE 60 min ZJ5,70 CZ 1k B 5 min, ¥k I
B G U cDNA GCE T -20 CIRAE 5 .
2.4.3 PCR ¥ # Col-I, TIMP-1, 8-}l ) & 111 ( B-
DL S35 LY eDNA S8R , 25 pl [
RN E KEBaiK 8.5 ul, 2 x Tag PCR Master
Mix 12.5 L, IEm 514 S 514 1wl Sl st
774 cDNA 2 pL BEATH 31 o SO S0 B g1 W & A
W2,

actin )

ZR N EIE/ 2] I A Jr BRI/ bp
Col-1 3% 5'-CCCGGGTTTCAGAGACAACTTC-3’ 95 °C 3 min,95 C 30 5,60 C 30 5,72 C 15 s, 183
NUiF 5'-TCCACATGCTTTATTCCAGCAATC-3' 30 ME#A,72 C 5 min
TIMP-1 37 5'-GCGCCCTTTGCATCTCTGTG-3' 94 °C 1 min,94 °C 30 5,60 C 60 5,72 °C 60 s, 420
T 5'-GCCAGGGAACCAGGAAGCTG-3’ 30 ME#R,72 C 7 min
B-actin L% 5'-TGACTGACTACCTCATGAAGAT-3’ 94 °C 3 min,94 °C 30 5,55 °C 30 5,72 °C 30 s, 296

T 5'-CATGATGGAGTTGAAGGTAGTT-3'

30 NMEFR,72 °C 5 min

2.4.4 BUIEWEEENZ LUK HBUPCR §734 724 5 ul
FH 2% 19 B S A B8 e HhL ik, YR Ak 2 4 Y £, FL Tk 25
L HH Gel-pro 4. 0 B4 X5 454 A7 K B L THI AR
i, LA B-actin Ry 22 5 | A M, L (E T 40t
ST

2.5 GiilEsrHr R SPSS 17.0 Giit#k ik k47 Ak

AR RER L & £ 5 SRR, Z ALY HLECR B
B2 07 224007, LA P <0.05 B ERA G H%E X,

3 &R

3.1 el e 55 05 H R AT I 0 LX-2 40
Col-I,PCII,IV-C,LN,HA , TGF-8, & HIHN 5
25 A R T e M 4 R A2 T H R R IR 4 T R
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WA TGF-B, /Y% &, H 2 Wf MK #IE (P <0.05), 48 hi] B] i [ ik HA, Col-I, TGF-8, B & it (P <
W 5207 H R W B9 T R TGF-B, & & # 0.05) 578 72 h n] fiff LN, HA, Col-I, PCIII, TGF-8, &
M. SEITHRERRH PR RGN 24 h o MR (P <0.05) ;xF PCIL /9 & 4, BRg 25 5
AP AR LN, HA, Col-I Y & 4 (P <0.05) 578 JHAZER AR, W34,

x3 EFHEBRTLAARBKANEREN LX2 IS4 TUERSEMNHEM (2 £5,n=6)

Table 3 Effect of compound glycyrrhizin glucoside alone and combined with Ganlong capsule on content of four indexes of hepatic fibrosis in

LX-2 cells(x £5,n=6) pg+ L7
215 EEM&[}E o m
/g-L” 24 h 48 h 72 h 24 h 48 h 72 h
AlBI 0.938 +3. 125 16.2 £0.6" 27.6 2. 1" 19.6 +3.4% 1.1+0.3% 1.0 £0.2% 3.5+0.9
A1B2 0.938 +1. 562 16.4 +2.20% 31.9+3.1 35.2 £3.2% 2.3+0.3% 2.6 +0.5% 4.9 +£0.8%
A1B3 0.938 +0. 781 20.9 2.0V 37.5£3.1 31.2+3.20% 4.5£0.4% 4.2 £0.6% 3.7+0.3%
A2B1 0.469 +3. 125 17.5+1.6" 21.6£3.1Y  26.5+0.9"% 2.4+0.8 2.6 0.4% 3.2+0.3
A2B2 0.469 +1. 562 23.1+3.1 29.7 5.2 30.4 6.0 % 5.3+0.8 5.120.6 3.3+0.6V
A2B3 0.469 +0. 781 28.3 2.1 35.4£3.2 36.8 +3.6 5.8+0.6% 6.4+0.5 5.5+0.3%
A3B1 0.235 +3. 125 17.3 £1.4" 30.7 £3.2 35.9+3.6 2.5+0.6 3.7+0.7 4.2+3.4
A3B2 0.235 +1.562 22.6+2.0 31.1%3.1 37.5+2.6 3.7 +0.5% 3.5+0.4 5.5+1.1
A3B3 0.235 +0. 781 33.9£3.6 30.6 +4.6 44.3 £5.8 7.6 +0.9% 5.2+0.9 7.120.7
Bl 3.125 17.8 +1.8" 31.2£2.2 36.4 £4.6" 3.0£1.0 4.2 £0.7 4.7 +£0.4"
B2 1.562 26.5+3.5 35.0+1.4 41.4£0.6 7.63 £0.9 7.4 £0.4 9.4+0.6
B3 0.781 38.5+3.5 35.2+3.2 48.9 £4.9 12.2+1.3 9.8+0.6 11.7 £1.2
251 - 25.1+3.4 35.3+3.6 35.3+3.6 2.5+0.3 5.0%0.5 7.820.6
" i ﬁm? PCIII v-C
/g-L” 24 h 48 h 72 h 24 h 48 h 72 h

A1B1 0.938 +3. 125 22.4+2.2 20.3 +£2.4 12.9 £1.6Y 10.7 £1.0% 22.4%2.1 10.5£0.9
A1B2 0.938 +1. 562 24.5+1.3 22.8 2.3 16.6 +1.9% 22.9£2.9 25.6+2.6 19.6 1.4
A1B3 0. 938 +0. 781 24.9£0.5 42.6 1.3 47.9 £11.0 23.9+0.6 22.1+2.8 21.3£3.6
A2BI1 0.469 +3. 125 36.6 0.9 36.1+3.2 39.0 3. 1 16.4 £3.5 12.5£2.3 11.6 0.9
A2B2 0.469 +1. 562 38.5+2.5 32.4 3.1 24.5£2.6 4.2+0.7 15.4 £1.2 13.7 1.4
A2B3 0.469 +0. 781 17.1 +3.1% 5.52+1.1 25.3+5.2 19.3+1.9 14.9+2.4 27.8 +3.8
A3BI1 0.235 +3.125 24.5 3.1 24.9+1.6 27.9 2.0 21.9+£3.7 16.4 0.7 9.3+0.9
A3B2 0.235 +1.562 31.1+5.0 35.2+3.8 23.2+£3.6 19.0 £6.3 20.7 £3.5 18.7£1.9
A3B3 0.235 +0. 781 20.3 £5.3 18.7 £4.2 35.2+5.8 22.3 +4.2 19.3 £3.4 21.12.4
BI 3.125 25.0£5.0 25.4 £5.1 25.8 £5.6 19.5+3.2 16.9 £0.9" 9.8 +0.8%
B2 1.562 35.0+1.9 39.1+1.8 27.12.5 25.0 4.2 24.6 2.9 22.6+3.2
B3 0.781 24.9£2.3 23.3+3.6 39.8 5.6 26.9 5.4 23.9£5.2 25.7+1.9
25 - 18.7 0.7 17.9+0.8 19.9+1.6 21.3£5.0 20.3 3.6 19.8 £3. 4

VA IALIE P <0.05) 2 P <0. 015 55 5 7 TR AR T 25 B P <0.05(% 4,5 )
3.2 WPeMede 5507 H R B X LX-2 46 g A3B1,A3B2 [ 1M 23 3§ i He 2 35 &5 BT KA I X
Col-I, TIMP-1 mRNA KiARIE W MK EEMEZ T TIMP-1 mRNA Kk Ry R 8 (P <0.05) , H
HEER A HAE 24 h Fi1 48 h BFX] Col-T mRNA W P 1] ) 5 00 7 P 9 B2 389, O 2L 72 b i 28R 2
SR, (B i A W46 ATB3, A2B2, A2B3, (P <0.01) BEARME ORI T2y, Wk S,
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x4 EFHEBRTLRARBAFAREY LX-2 45 Col-I, TGF-, 88 M (¥ +s,n=6)

Table 4 Effect of compound glycyrrhizin glucoside alone and combined with Ganlong capsule on content of Col-I, TGF-g, in LX-2 cells(x +s,

n=6)
- R Col-I/pg-L~" TGF-8,/ng-L~"
i /gL 24 h 48 h 72 h 24 h 48 h 72 h
A1B1 0.938 +3.125 16.3 =1.2% 16.7 +1.3 19.1+2.0° 1213.2£24.0 975.2 +32.2"  887.0+28.6"
A1B2 0.938 +1.562 21.2 £0.9% 23.20.7% 22.020.6> 1061.0=+18.1 1073.4£22.3" 1011.8+31.0"
A1B3 0.938 +0.781 23.2 £0.9% 23.8 +0.4% 23.5+0.8 960.3 £20.1% 956.9 £19.0" % 788.8 £49.2" %
A2B1 0.469 +3.125 25.1+0.6% 26.120.5% 26.4+0.6 790.5 £45.0"%  812.1£42.3"% 644.1 £32.8"3
A2B2 0.469 +1.562 24.1 0.4 28.2+0.8 24.7 £0.7 930.3 £51.2% 902.0 £31.5"  818.8 +47.2%
A2B3 0.469 +0.781 25.0£2.1% 30.1 £3.0% 29.3+4.3 1343.0 £42.3 1041.8 £21.0"  926.9 +42.5%
A3BI1 0.235 +3.125 31.4+2.6 34.1+5.1 33.6+2.3 903.6 +58.7 877.1 £24.7" % 818.8 +35.8%
A3B2 0.235 +1.562 32.7+£2.8 31.8 £3.9 37.1 +4. 1078.4 £45.8 888.7 £24.2"  867.1x21.0%
A3B3 0.235 +0.781 27.9£2.0 45.8 £5.9 36.2 £6.0 1040.1£44.2  1071.7 +25.0 988.5 +30.6%
BI 3.125 31.9£1.9 34.6 £6.5 34.1+1.9Y 962.6 +37.6 936.1 £18.9"  877.8 £32.1%
B2 1.562 36.6 1.7 35.7 3.1 41.0+5.3 1142.4 £121.2 952.7 £16.8"  931.1 +19.8"
B3 0.781 32.5+2.3 50.4 +6. 40.8 £4.8 1092.1£35.8  1123.7%45.0 1040.5+49.5"
gl - 23.9 3.5 37.2+1.6 46.3 £5.8 951.9+15.7  1288.1+37.4 1835.7+119.0

*5 EFHEREFRARBEHEZRKEX LX-2 4 Col-1 f1 TIMP-1 mRNA Rix

Gl (x +s,n=6)

Table 5 Effect of compound glycyrrhizin glucoside alone and combined with Ganlong capsule on expression of Col-I and TIMP-1 mRNA in

LX-2 cells(x +s,n=6)

4 Col-1/B-actin TIMP-1/B-actin

£ 51 2
/gL 24 h 48 h 72 h 24 h 48 h 72 h

A1BI1 0.938 +3.125  0.39+0.06" 0.66 +0. 05 0.58 £0.12  0.15+0.03" % 0.11+0.01"%  0.10 £0.02%
A1B2 0.938 +1.562  0.30 £0.04" % 0.30£0.03"»  0.48+0.07 0.18 £0.06" % 0.15+0.05"%  0.19 0. 04%
A1B3 0.938 +0.781  0.39 +£0.05" % 0.41+0.12"»  0.93+0.23  0.22 £0.02" % 0.12+0.04"%  0.11 20.03%
A2Bl1 0.469 +3.125  0.46 +0.11"% 0.49 0. 15 0.51 £0.13  0.27 +0.04" ¥ 0.10 £0.02"%  0.08 £0.01*%
A2B2 0.469 +1.562  0.42 0. 113 0.55 0. 14 0.92£0.24  0.26 +0.07" % 0.26 0. 05" 0.17 0. 03%
A2B3 0.469 +0.781 (.48 +0.21% 0.51+0.18 1.07 £.0.29  0.33 +0.09" % 0.27 £0.07"%  0.14 20. 04%
A3Bl1 0.235+3.125  0.34+0.08"% 0.88 £0.26 1.00 £0.21  0.26 £0.04" 0.27 £0. 06" 0.09 +0. 08>
A3B2 0.235+1.562  0.47 +0.13¥ 0.49 £0. 15 1.19+0.32  0.29 £0.06' > 0.13+0.05"%  0.17 0. 02%
A3B3 0.235+0.781  0.58 +0.13 0.56 £0. 12 0.66 £0.11  0.30 +0.03" % 0.16 +0.04"»  0.16 0. 03%
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