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Lampiran 4. COA Bakteri Streptococcus pyogenes

Therma Fisher Schentific

N
thermoscientific % e T
13350 Santa Fe Trail Drmve
Lesena, KS 68215
R 354 AT H)
LT A
warw thermofsher.com

Certificate of Analysis

Product Name: 5. pyogenes ATOC 19615 PR/S Product Nambser: R4607000
Lot Number: 735663 Expiration Date: 2025-04-02
YYD

This product hiss bzen fi i, preciessed and packaged in socordance with Quality Systems Regulation, 21 CFR Par £30
Represenimivve semples were sested per Remsel Inc_, a pant of Thermo Fisber Sciemific Ouality Conirol specifications and were fomd
o meel performance criteria for this product.

Purity:
Stemdardized aliquots of the relydmsd product s i Isted onto morselective medis and examined for pare growth following the
appropnaie ncebation Selectve md Difereninl nwedin sre also tesed where applicable.

Viability And Quantification:
Ench orgenism is recovered from the preserved sime within the required time frame and ot #n sccepiable level. Passage number is
stated &= the current preserved sse.

Macroscopic And Microscopic Morphology:

Colony morphology is consistent with docamented referenced description.

Traditional sinining is perfommed.

Characterization:

Organisam exthibiis chamnceristic biochemical, enzvmatic, genotypical and'or biochemical reactiors. Astommed and 'or cosvenional
testing wis perfonmed and resalis were within esinblished limits. Antdmicrobial vesting perf d where applicable. Results within
cxpecied ranges.

CFlloop: = Lin4) Passage: 5

Cirmmn Reaction: Gram Posicive Cocei Idemificaiion Profiles MicoSBEOE or Vieek® 2

Appearsmee: Preserved Gel Mairix suspended im inoculating loop
pi: MiA



Lampiran 5. COA Bakteri Pseudomonas aeruginosa

Therme Fisher Selentific

thermoscientific % St e e

13258 Saniy Fz Tradl Deve
Lenews, KS 8214

28 AT
BIOL44T 4T

wrww theermrdisber. com

Certificate of Analysis

Product Masme: P. seruginesa ATOC 27883 PEUS Product Mumber: FLAGIT0M
Lot Number: 571191 Expiration Dape: 2026-04-25
(LR R k]

This prodect has been fi d d and packaged in scoordamce with Craality Systems Regpalation, 21 CFR Pan 320,
Eepresestarive samples were nenn!pﬂ'ﬂm-ellmr_ o part of Thermo Fisher Scientific Quality Conirol specifications and wese found
i e performmee eritenia for s product.

Purity:
Sundandized liquots of the rehydrated prod lated vavo sosselective needia and examised for pure growd following the
appropriste incubation. !-elﬁ:u\-u.uleE‘ferenutl maedia are aleo temad where applicable.

Viability And Quantification:
Each organism is recovered from the preserved siste withim e pequied time frame md ot an seceptoble level Passage number is
sinied as the curreni preserved staie.

Macroscopic And Microscopic Hurph:lm
Coloay meaphology s consistent with d d desexiprion

Traditiosal stainisg is perfommed.

Characterization:

Ohrganism exhibits ch ristic biochemical, enzymatic, gesotypical and'or biochemical resctioss. Aubcmated anddor cosventional
testing wis performed and results were within esisblished limits. Antimicrobial 1esting perd d where applicable. Besults within
expeciad ranges.

CFUMoop: =1n4) Passage: 3

Giram Besction: Cram MNegative Bod Mentification Profile MicroSEQE or Visek® 2

Appearance: Preserved Gel Matnx suspended s isoculating loop
pi: NA

Morphadogy: Two colony types may be obeerved.
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Lampiran 6. Pembuatan Ekstraksi Daun Kucai

Pengumpulan Sampel

Disortasi
Dicuci ]
v
Pengeringan Sampel
Dipoton .
POIoNg 4 »  Dihaluskan
kecil
Simplisia
Maserasi dengan Etanol 96%
| Disaring
v
Maserat
Rotary
47
Evaporator
Ekstrak Kental

A\ 4
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Skrinning Fitokimia Uji Aktivitas Antibakteri




Lampiran 7. Skema Uji Antibakteri

74

Sterilisasi alat menggunakan autoklaf
pada suhu 121°C selama 15 menit.

Pembuatan media Nutrient agar

\4

Peremajaan Bakteri

Pembuatan suspensi bakteri

\4

Pembuatan 20, 40, dan 60% ekstrak,
kontrol positif kloramfenikol, dan kontrol
negatif DMSO 10%.

\4

Pengujian aktivitas antibakteri

v v

v

Diusapkan suspensi
bakteri menggunakan
batang pengaduk steril
pada seluruh permukaan
media dan tunggu hingga
3-5 menit

Letakkan kertas cakram yang
telah dipipet masing-masing|
ekstrak menggunakan pinset
diatas media agar yang telah
diusapkan suspensi bakteri

Inkubasi selama 24 jam pada
suhu 37°C. Amati dan ukur
zona beningnya dengan
menggunakan jangka sorong.

Analisis data




Lampiran 8. Perhitungan % Rendemen

Berat awal serbuk 12779
Berat akhir Ekstrak : 38,90 ¢

Berat Akhir

% Rendeman = mx 100%

3890g¢g
277 g

% Rendeman = x 100% = 14,04%
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Lampiran 9. Perhitungan Kadar Air Simplisia

76

Berat | Berat Cawan | Berat Cawan + Sampel Setelah dikeringkan
Cawan + Sampel (©) Kadar
Kosong Sebelum Air (%)
(A) dikeringkan | Pengulangan | Pengulangan | Pengulangan 0
(B) I I i
27.485 29.485 29.640 29.335 29.335 75 %

Perhitungan Kadar Air Simplisia:

% Kadar Air = (

B-C)

1009

CEY
Keterangan:
A : Berat cawan kosong
B : Berat cawan kosong + sampel sebelum pemanasan
C : Berat cawan kosong + sampel setelah pemanasan

_ (29.485 — 29.335)
% Kadar Air = x100% =7,5%

(29.485 —

27,485)



Lampiran 10. Perhitungan Kadar Abu Total Simplisia

77

Berat | Berat Cawan | Berat Cawan + Sampel Setelah dikeringkan
Cawan + Sampel (©) Kadar
Kosong Sebelum Abu
(A) dikeringkan | Pengulangan | Pengulangan | Pengulangan | (op)
(B) I I i
61.340 63.340 62.354 61.520 61.520 9%
Perhitungan Kadar Abu Simplisia:
% Kadar Abu Total = =~ 3 100%
0 (B —A) 0
Keterangan:
A : Berat krush kosong
B : Berat krush kosong + sampel sebelum pemanasan
C : Berat krush kosong + sampel setelah pemanasan
(61.520 — 61.340)
% Kadar Abu Total = x 100% = 9,00 %

(63.340 — 61.340)



Lampiran 11. Perhitungan Susut Pengeringan

78

Berat Berat Berat Cawan + Sampel Setelah dikeringkan (C)
Cawan Cawan +
Susut
Kosong Sampel P .
(A) Sebelum | penqulangan 1 | "€"9ulangan | Pengulangan engeringan
e gufang I i (%)
dikeringkan
(B)
49.700 51.725 53.470 51.550 51.550 8,64 %
Perhitungan Susut Pengeringan Simplisia:
% Susut Pengeringan = B-H-(C-4 x 100%
0 g g (B—4) 0
Keterangan:
A : Berat cawan kosong
B : Berat cawan kosong + sampel sebelum pemanasan
C : Berat cawan kosong + sampel setelah pemanasan

(51.725 — 49.700) — (51.550 — 49.700)
(51.725 — 49.700)

% Susut Pengeringan =

x100% = 8,64 %
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Lampiran 12. Skrinning Fitokimia Daun Kucai

Pemeriksaan Reagen Hasil Uji Gambar
(+)
Alkaloid Pereaksi Mayer Endapan
putih

(+)
Pereaksi
Alkaloid Endapan
Dragendroff
jingga
(+)
HCI Pekat, serbuk
Flavonoid Berwarna
Mg, amil alkohol
kuning/jingga
ftpﬂ!l‘
(+) .
Fenolik FeCls Coklat

kehijauan
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Agquadest panas dan (+)
Saponin
HCI pekat Busa stabil
)
CH3COOH dan
Steroid Cincin biru
H2SO04
kehijauan
(+)
CH3COOH dan
Triterpenoid Cincin
H2SO04
kecoklatan
(+)
Tanin FeCls Hijau

Kehitaman
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Lampiran 13. Pembuatan Larutan Uji

Perhitungan konsentrasi larutan ekstrak ditampilkan berdasarkan definisi per
1 ml untuk menunjukkan dasar konsentrasi. Dalam penelitian laboratorium, larutan
stok dibuat dalam volume 10 ml untuk mempermudah penimbangan (2,0 g untuk
20%, 4,0 g untuk 40%, 6,0 g untuk 60% dalam 10 ml) dan kemudian dibagi ke
volume 1 ml sesuai kebutuhan uji.

Pembuatan konsentrasi ekstrak:
% konsentrasi= % x 100 %

Keterangan :

% konsentrasi : Konsentrasi ekstrak yang diketahui
m . Berat/massa ekstrak (gram)

v : Jumlah volume pelarut

PERHITUNGAN

e Konsentrasi 20% e Konsentrasi 40%
% konsentrasi = % x 100 % % konsentrasi = % x 100 %
20% = x 100 % 40% = x 100 %
%l(l)o/ xm ir(;l(l)o/ xm
20% =2~ 40% - hXxXm
1ml 1ml
100% x m =20% x 1 ml 100% x m =40% x 1 ml
100 x m =20 100 x m =40
20 40
m =— m = —
100 100
m =0,2 Gram m =0,4 Gram
Ditimbang 0,2 gram ekstrak kental | Ditimbang 0,4 gram ekstrak kental
kemudian dilarutkan dengan DMSO | kemudian dilarutkan dengan DMSO
sampai 1 ml, lalu homogenkan. sampai 1 ml, lalu homogenkan.

1 ml, lalu homogenkan.

Konsentrasi 60%

% konsentrasi = % x 100 %
60% = % x 100 %
0,

60% - —10‘12 ==
100% x m =60% x 1 ml
100 x m =60
m _ 60

~ 100
m =0,6 Gram

Ditimbang 0,6 gram ekstrak kental kemudian dilarutkan dengan DMSO sampai
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Lampiran 14. Perhitungan Media Nutrient Agar

) Y Cawan petri x Y, volume yang dituang x 28
Jumlah media = P 1000 Yang g g

_6x15mlx28g
B 1000

= 2,52 gram

Volume air =) Cawan petri x Y volume yang dituang
=6x15ml
=90 ml

Jadi, media ditimbang sebanyak 2,52 gram kemudian dilarutkan dengan 90 ml

aquadest, dan homogenkan menggunakan magnetic stirrer.



Lampiran 15. Hasil peremajaan bakteri

Streptococcus pyogenes

Pseudumonas aeruginosa

83
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Lampiran 16. Dokumentasi Kegiatan

Daun Kucai Pencucian sampel daun Kucai

Penimbangan simplisia kering Penghalusan sampel daun Kucai
dengan blender
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Maserasi daun Kucai

Penimbangan Hasil Kadar Air dan
Susut Pengeringan

Penimbangan Hasil Kadar Abu Total

Pengentalan sampel daun Kucai
dengan rotay evaporator

Ekstrak kental daun Kucai




86

Peremajaan bakteri

Pembuatan suspensi bakteri




Lampiran 17. Analisis Data

Streptococcus pyogenes

Uji Normalitas

Tests of Normality

Kolmogorov-Smirmov? Shapiro-Wilk
Perlakuan  Statistic df Sig Statistic df Sig.
Streptococcus_pyogenes  K.Positif 236 3 vy 3 Al
K.Megatif . 3 3 .
20% 188 3 993 3 911
40% 314 3 .Ba3 3 363
60% 217 3 Relzt) 3 791
a. Lilliefors Significance Correction
Uji Homogenitas
Test of Homogeneity of Variances
Levene
Statistic dft df2 Sig.
Streptococcus_pyogenes  Based on Mean 21493 4 10 143
Eased on Median .B36 4 10 533
Eased on Median and 836 4 6.381 547
with adjusted df
Eased on trimmed mean 2.080 4 10 159
Uji ANOVA
ANOVA
Streptococcus_pyogenes
Sum of
Squares df Mean Square F Sig.
Between Groups 7h7.558 4 189.359 463132 .0oo
Within Groups 4.080 10 409
Total T61.687 14




4. Uji Post-Hoc

1.

Multiple Tomparisons

DependentVariable: Streptococcus_pyogenes

Tukey HSD
Diff:ﬁe?:;e " 95% Confidence Interval
(I) Perlakuan  (J) Perlakuan J) Std. Error Sig. LowerBound  Upper Bound
K.Positif K.MNegatif 20.43000° A28 .0oo 18.7116 221484
20% 12.72333 A28 .0oo 11.0048 14,4418
40% 8.40000" 52215 .0oo 6.6816 101184
60% 3.83333 62215 .0o0 21148 55518
K. Megatif K.Positif -20.43000° 52215 000 -22.1484 -18.7116
20% -7.70667 A28 .0oo -9.4251 -5.9882
40% -12.03000 A28 .0oo -13.7484 -10.3116
60% -16.59667 52215 .0o0 -18.3151 -14.8782
20% K.Positif -12.72333 62215 .0o0 -14.4418 -11.0048
K.Megatif 7.70667 52215 000 5.89882 9.4251
40% -4.32333" A28 .0oo -6.0418 -2.6049
60% -8.89000° A28 .0oo -10.6084 -71716
40% K.Positif -8.40000° 52215 .0o0 -10.1184 -6.6816
K.Megatif 12.03000° 52215 .0o0 10.3116 13.7484
20% 432333 52215 000 2.6049 6.0418
60% -4.56667 A28 .0oo -6.2851 -2.8482
G60% K.Positif -1.83333 A28 .0oo -5.6518 -2.1149
K.Megatif 16.59667 52215 .0o0 14.8782 18.3151
20% 8.89000" 52215 .0o0 71716 10.6084
40% 4 56667 52215 000 2.8482 6.2851
* The mean difference is significant at the 0.05 level.
Pseudomonas aeruginosa
Uji Normalitas
Tests of Normality
Kolmogorov-Smirnov® Shapiro-Wilk
Perlakuan  Statistic df Sig. Statistic df Sig.
Pseudomonas_aeruging K.Positif 353 3 824 3 A74
=4 K Negatif 3 3
20% 253 3 964 3 B3T7
40% 218 3 989 3 7496
60% 212 3 990 3 a12
a. Lilliefors Significance Correction
Uji Homogenitas
Test of Homogeneity of Variances
Levene
Statistic dft df2 Sig.
Pseudomonas_aerugino  Based on Mean 2.967 4 10 074
s Basad on Median 1158 4 10 386
Based on Median and 11465 4 5.587 420
with adjusted df
Based on trimmed mean 2.8 4 10 084




3. Uji ANOVA

ANOVA
Pseudomonas_aeruginosa
Sum of
Squares df Mean Square F Sig.
Between Groups 543.064 4 135766 344252 000
Within Groups 3044 10 354
Total 547.008 14

4. Uji Post-Hoc

Multiple Comparisons

DependentVariable: Pseudomonas_aeruginosa

Tukey HSD
Diﬁreﬂli?:;e - 95% Confidence Interval

(I) Perlakuan  (J) Perlakuan J) Std. Error Sig. Lower Bound  Upper Bound
K.Positif K.Megatif 17.88333" 51276 .0oo 16.1958 19.5709
20% 7.45000° 51276 .0oo 5.7625 91375
40% 5.74000° 51276 .0oo 4.0525 7.4275
60% 356333 51276 .0o0 1.8758 5.2508
K.MNegatif K.Positif -17.88333 51276 .0o0 -19.5709 -16.1958
20% -10.43333 51276 .0o0 -12.1209 -8.7458
40% 1214333 51276 .0o0 -13.8309 -10.4558
N 60% -14.32000° 51276 .0o0 -16.0075 -12.6325
20% K.Positif -7.45000 51276 .0o0 -9.1375 -5.7625
K.Megatif 10.43333 51276 .0o0 8.7458 121208
40% -1.71000" 51276 047 -3.3975 -.0225
60% -3.88667 51276 .0oo -5.5742 -2.1991
40% K.Positif -5.74000° 51276 .0oo -7.4275 -4.0525
K.Megatif 1214333 51276 .0oo 10.4558 13.8309
20% 1.71000" 51276 .047 0225 3.3975
60% 217667 51276 012 -3.8642 -.4891
60% K.Positif -3.56333 51276 .0o0 -5.2509 -1.8758
K.Megatif 14.32000° 51276 .0o0 12,6325 16.0075
20% 3.88667 51276 .0o0 21499 55742

40% 217667 51276 012 4891 3.8642




