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Gambar2. Mencit yang telah dibuka kulit abdomen dan disuntikkan
medium RPMI-1640

Gambar 3. Makrofag yang telah diinkubasi pada suhu 37°C, 5% CO,,
selama 24 jam. Pembesaran 100 x.



Gambar 4. Makrofag yang telah ditambahkan ekstrak pegagan 5 pg/ml
dan diinkubasi pada suhu 37°C, 5% CO,, selama 48 jam.
Pembesaran 100 x.

Gambar5. Makrofag yang telah ditambahkan INH 5 pg/ml dan
diinkubasi pada suhu 37°C, 5% CO,, selama 48 jam.
Pembesaran 100x.



Gambar 6. Makrofag yang telah ditambahkan campuran ekstrak
pegagan 5 pg/ml + INH 5 pg/ml dan diinkubasi pada suhu
37°C, 5% CO, selama 48 jam. Pembesaran 100x.

Gambar 7. Microplate berisi standar NaNO2, sampel, dan kontrol setelah
penambahan reagen Griess.



Gambar 8. Microplate Reader

Gambar 9. Tumbuhan Pegagan (Centella asiatica (L.)



Lampiran1. Skema kerja

Herba Pegagan
(Centella asiatica (L.)

Dibersihkan, dikeringkan, dan
diserbukkan

Diekstraksi dengan metanol

Dipekatkan dengan rotavapor

A4

Ekstrak + Isoniazid 1 : 1
10, 20, 40, 80 pg/mi

Ekstrak kental INH
- +DMSO + RPMI - [+ DMSO + RPMI RPMI
10, 20, 40, 80 pg/m 10, 20, 40, 80 pg/ml (Kontrol)
inkubator CO, pada 37°C, 5% CO, 24 jam

Kultur dalam 96 Isolasi Makrofag |, Mencit

sumuran intraperitoneal

inkubator CO, pada 37°C, 5% CO, 48 jam

Supernatan
Microplate

+ Reagen Griess

Microplatreader

Data Hasil

A4

Pengolahan Data

v

Pembahasan

Y

Kesimpulan




Lampiran 2. Hasil Pengukuran Serapan

Tabel 2. Hasil pengukuran serapan sampel dengan microplate reader

Sampel Konsentrasi I Abs”orban m Rerata
200 nM 007 | 0074 | 0077 | 0.074
300 nvi 0.164°70.157 ] 0.16 | 0.160
Baku NaNO: 400 M 0288|0284 | 0.288 | 0.287
500 Nl 0.448 | 0.442 | 0,447 | 0.446
10 ug/ml | 0.047 | 0.052 | 0.057 | 0.052
20 pgimi 0.05|"0.059 0,084 | 0.064
INH 40 pgimi” [ 0.045 | 0.056 | 0.058 | 0.053
80 ug/mi | 0.048°| 0.056 | 0.063 | 0.056
10 ug/ml | 0.082| 0.089 | 0.092 | 0.088
20 ugimi~6.1087 0,083 6.114 ] 0.162
Ekstrak Pegagan 40 hgimi 1000787 0,078 0,671 0,076
80 ug/mi | 0.061| 0.068 | 0.075 | 0.068
10 pg/ml 009 | 0.094 | 0.095 | 0.093
20 ugimi 161127101187 011 0,113

Ekstrak Pegagan
+INH (1 :1) 40 pgimi 0,084 0.08 ] 0.092 | 0.085
80 ug/mi~6.071] 0.076 | 6.079 | 0.075
0.046 | 0.052 | 0.05 | 0.049

Kontrol Sel




Lampiran 3. Kurva Baku NaNO;

Absorban

0.475
0.450
0.425
0.400
0.375
0.350
0.325
0.300
0.275
0.250
0.225
0.200
0.175
0.150
0.125
0.100
0.075
0.050
0.025
0.000

y=0.001x-0.193 ¢
RT=0.983
*
*
A 4
T T T T T 1
0 100 200 300 400 500

600

Konsentras! Natrium Nitrit (nM)




Lampiran 4. Kurva peningkatan produksi NO oleh sel makrofag dengan
beberapa variasi konsentrasi sampel

310 -
ggﬁ —4—INH
300 - —— Ekstrak Pegagan
Ekstrak Pegagan+INH(1:1)
290 1 —— Kontrol
= 286
=
£ 280 281
o
=
£ 270 -
©
¥
260 -
250 m " a0 o 2 10
- i oy
240 F o ra . = o . = L .
10 20 40 80
Konsentrasi Sampel (j1g/ml)




Lampiran 5. Reaksi antara Natrium Nitrit dengan reagent Griess

N
NHo f+
H.
NOz~  + — -
NH= MNH-»

Sulfanilamide

7=z

NH NH
N 2 HE 2
LD —
MH
2 N-{1 -napthyljethy-
enediamine Lll

NH2

Azo product



Lampiran 6. Hasil Analisis Statistik

Tabel 3. Tabel Anova
ANOVA
Dependent Variable: KadarNO
Type Il Sum

Source of Squares df Mean Square F Sig.
Corrected Model 6534.375(a) 6 1089.063 10.465 .001
Intercept 1107230.063 1| 1107230.063| 10640.049 .000
Perlakuan 5629.188 3 1876.396 18.031 .000
Dosis 905.188 3 301.729 2.899 094
Error 936.563 9 104.063

Total 1114701.000 16
Corrected Total 7470.938 15

a R Squared =.875

Tabel 4.

Adjusted R Squared =.791)

Multiple Com parisons

Dependent Variable: KadarNO

Tabel hasil uji lanjutan LSD dengan variabel sampel

Mean
Difference 95% Confidence Interval

() Perlakuan (J) Perlakuan (FJ) Std. Error Sig. Low er Bound | Upper Bound
[SD__ Kontrol INH -5.0000 | 7.21327 506 213175 113175
Exstrak Pegagan -36.7500% | 7.21327 .001 -53.0675 -20.4325

ﬁg;ggiﬂ ?,fISH"ak -425000% | 7.21327 .000 -58.8175 -26.1825

INH Kontrol 5.0000 | 7.21327 506 113175 213175
Exstrak Pegagan -31.7500%| 7.21327 002 -48.0675 -15.4325

ﬁg;bégisl 'IE'N(SH”ak -37.5000% | 7.21327 .001 -53.8175 -21.1825

Ekstrak Pegagan Kontrol 36.7500% | 7.21327 .001 204325 53.0675
INH 31.7500% | 7.21327 002 15.4325 48.0675

§§31ab;';is+' 'IHN(SH”ak .5.7500 | 7.21327 446 -22.0675 105675

Kombinasi Ekstrak Kontrol 42 .5000* 7.21327 .000 26.1825 58.8175
Pegagan + INH INH 37.5000% | 7.21327 .001 21.1825 53.8175
Exstrak Pegagan 57500 | 7.21327 446 -10.5675 22.0675

Based on observed means.
*. The mean difference is significant at the .05 level.




Tabel 5. Tabel hasil uji lanjutan LSD dengan variabel konsentrasi

Multiple Com parisons

Dependent Variable: KadarNO

Mean
Difference 95% Confidence Interval

() Dosis  (J) Dosis (FJ) Std. Error Sig. Low er Bound | Upper Bound
LSD 10 ug/ml 20 ug/ml -11.5000 7.21327 .145 -27.8175 4.8175
40 ug/ml 4.7500 7.21327 527 -11.5675 21.0675

80 ug/ml 8.5000 7.21327 .269 -7.8175 248175

20 ug/ml 10 ug/ml 11.5000 7.21327 .145 -4.8175 27.8175
40 ug/ml 16.2500 7.21327 .051 -.0675 325675

80 ug/ml 20.0000* 7.21327 .022 3.6825 36.3175

40 ug/ml 10 ug/ml -4.7500 7.21327 527 -21.0675 11.5675
20 ug/ml -16.2500 7.21327 .051 -32.5675 .0675

80 ug/ml 3.7500 7.21327 .616 -12.5675 20.0675

80 ug/ml 10 ug/ml -8.5000 7.21327 .269 -24.8175 7.8175
20 ug/ml -20.0000* 7.21327 .022 -36.3175 -3.6825

40 ug/ml -3.7500 7.21327 .616 -20.0675 12.5675

Based on observed means.
*. The mean difference is significant at the .05 level.



Lampiran 7. Hasil Ekstraksi

Sampel Kering : 500 gram
Ekstrak metanol kental 22,15 gram

Rendemen 14,43 %



Lampiran 8. Komposisi medium RPMI 1640

Komponen Berat Molekul Ko?rig?l_t;asi mM
Asam Amino
Glycin 75 10 0.133
L-Arginin 174 200 1.15
L-Asparagin 132 50 0.379
L-Asam Aspartat 133 20 0.15
L-Sistin 2HCI 313 65 0.208
L-Asam Glutamat 147 20 0.136
L-Glutamin 146 300 2.05
L-Histidin 155 15 0.0968
L-Hidroksiprolin 131 20 0.153
L-Isoleusin 131 50 0.382
L-Leusin 131 50 0.382
L-Lisin HCI 146 40 0.274
L-Metionin 149 15 0.101
L-Fenilalanin 165 15 0.0909
L-Prolin 115 20 0.174
L-Serin 105 30 0.286
L-Treonin 119 20 0.168
L-Tryptofan 204 5 0.0245
L-Dinatrium Tirosin dihidrat 261 29 0.111
L-Valin 117 20 0.171
Vitamin
Biotin 244 0.2 0.00082
Kolin Klorida 140 3 0.0214
D-Kalsium pantote nat 477 0.25 0.000524
Asam Folat 441 1 0.00227
Niasinamida 122 1 0.0082
Asam Para-Aminobenzoat 137 1 0.0073




Piridoksin HCI 206 1 0.00485
Riboflavin 376 0.2 0.000532
Thiamin HCI 337 1 0.00297
Vitamin B12 1355 0.005 0.0000037
i-Inositol 180 35 0.194
Garam anorganik

Zﬁig‘;m nitrat (Ca(NOs). 236 100 0.424
'(\:f;]‘%:‘ dersait‘f)m Sulfat (MgSQO.) 120 48.84 0.407
g/l:zgg)esium Sulfat (MgSOg4- 246 100 0.407
Kalium Klorida (KCI) 75 400 5.33
Natrium Klorida (NaCl) 58 5850 100.86
e I e
Komponen Lain

D-Glukosa (Dekstrosa) 180 2000 11.11
Glutathion (tereduksi) 307 1 0.00326
HEPES 238 5958 25.03
Fenol merah 376.4 5 0.0133




Lampiran 9. Daftar Singkatan

Singkatan Kepanjangan

AcpM Acyl protein M

BD Beta defensin

BCG Basil Calmette Geurin

BTA Basil Tahan Asam.

CD 4+ Cluster of Differentiation Four

CD 8+ Cluster of Differentiation Eight
cGMP cyclic Guanosine Monophosphate
Cfu Coloni forming unit

DMSO Dimetil Sulfoksida

DNA Deoxyribonucleic Acid

B-defensin Beta defensin

Fc Fragmen crystalible

G-6-PD Glucose-6-phosphate dehydrogenase
Mg micro gram

IFN-a Interferon alfa.

g Immunoglobulin : antibody

INH Isonikotin Hidrazida, Isoniazida
HBD Human Beta Defensin

HIV Human Immunodeficiency Virus
IL Interleukin

KasA Ketoacyl Synthases

M Milli liter

MHC Major Histocompatibility Complex
NNOS neuronal Nitric Oxide Synthase
INOS Inductible Nitric Oxide Synthase
eNOS endothelial Nitric Oxide Synthase
nM nano Molar



NADH
NADPH
NO

NK

pH
PMNs
RPMI-1640
RNI
ROI
SPS
SOD
TBC

Tc

Th

Ts
TNF-a
TLRs
WBC

Nicotinamide Adenine Dinucleotide
Nicotinamide Adenine Dinucleotide Phosphate
Nitric Oxyde

Natural Killer

power of Hydrogen / potenz of Hydrogen
Polymorphonuclear Neutrophils

Roswell Park Memorial Institute -1640
Reactive Nitrogen Intermediate

Reactive Oxygen Intermediate

Sewaktu Pagi Sewaktu

Super Oxide Dismutans

Tuberculosis

T cytotoxic

T helper

T suppressor

Tumor Necrosis Factor alfa

Toll Like Receptors

White blood cells



