
ABSTRACT
Tuberculosis (TB) is a contagious airborne disease caused by a bacterium, Mycobacterium tuberculosis (MTB). 
Emergence of multi drug resistant (MDR) and extensively drug resistance (XDR) among M. tuberculosis strains 
urged the situation to discovery novel anti TB antibiotics. Many assays were developed based on the whole cell 
and target, but each having some limitations. Being a slow grower as well as air borne pathogen, adopting suitable 
assay for anti TB screening is challenging. Here, we discussed about the employment of Luciferase Reporter Phage 
(LRP) assay for the screening of wide range of compounds against M. tuberculosis strains including drug sensitive 
and drug resistant strains. Literature articles published between 2006 to March 2020 in reputed journal were 
collected through searching web of science, pubmed and other sites. 

This review focus on the articles published on screening of extracts and compounds from natural products, synthetic 
compounds and nanoparticles from the year 2006 – March 2020 by using LRP assay. Among the whole cell assays, 
LRP assay provide the results in 72 hours and this assay can be used as preliminary identification of potential anti-
TB compound. Hence, LRP assay is a rapid, simple and sensitive assay to screen natural molecules and synthetic 
compounds to determine their anti TB activity. However, limitations associated with mycobacteriophage entry into 
the mycobacterial cell need to be optimized to improve its sensitivity. Understanding the importance and advantages 
of employing LRP assay as an effective high throughput screening method helps in the significant screening of 
wide range of antimycobacterial agents in a relatively short time of incubation. This assay can effectively help in 
the development of new potential drug candidates against tuberculosis..
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INTRODUCTION

Tuberculosis (TB) is a communicable disease that is a 
major cause of ill health, one of the top 10 causes of death 
worldwide and the leading cause of death from a single 
infectious agent. globally, an estimated 10.0 million 
people fell ill with TB in 2018, a number that has been 
relatively stable in recent years. The burden of disease 
varies enormously among countries, from fewer than 
five to more than 500 new cases per 100 000 population 
per year, with the global average being around 130. 
There were an estimated 1.2 million TB deaths among 
Hiv-negative people in 2018, and an additional 251 000 
deaths among Hiv positive people (global Tuberculosis 
Report, 2019). 

Tuberculosis pose serious problem around the world 
by the way of increase in the rate of Hiv-related TB, 
pediatric TB, latent TB, MDR- TB and XDR-TB. Drug-
resistant TB continues to be a public health threat. in 
2018, there were about half a million new cases 5 of 
rifampicin-resistant TB (of which 78% had multidrug 
resistant TB). The three countries with the largest share 
of the global burden were india (27%), china (14%) 
and the Russian federation (9%). globally, 3.4% of 
new TB cases and 18% of previously treated cases had 
multidrug resistant TB or rifampicin-resistant TB (MDR/
RR-TB), with the highest proportions (>50% in previously 
treated cases) in countries of the former soviet Union. 
The treatment for tuberculosis requires 6-8 months for 
new cases and 18-24 months for MDR TB with more 
toxic drugs and the treatment options for XDR-TB are 
seriously limited. 

The risk of serious adverse events such as hepatotoxicity, 
discourage both patients and providers (Menzies et al., 
2011). Hence, there is always an urgent need for the 
development of potential candidate to fight against 
drug resistant strains with improved activity, novel 
mechanism, with a short duration for treatment by fast 
acting mechanism. This necessarily leads to the interest in 
screening the new compounds for their antimycobacterial 
activity. Both target based and whole cell screening 
approaches are in practice for anti TB drug discovery 
however both of them has its own merits and limitations. 
conventional whole-cell screening assays were found to 
have a higher success rate in identifying a series of hits 
possessing beneficial properties (Kumar et al., 2017).

it is well known that, Mycobacterium tuberculosis is a 
slow-growing pathogenic organism and its complex 
cell wall with mycolic acids and other lipid contents, 
poses numerous restrictions for anti-TB drug research 
and development (favrot et al., 2012). Due to the 
slow growing nature of M. tuberculosis, a screening 
technique based on growth is difficult and new assays 
for antimycobacterial screening of natural products and 
synthetic compounds are required (forbes et al., 2015). 

Background and Purpose: Native compounds acquired 
from microbial resources and medicinal cultivars have 
played an essential part as the origin of TB medications 
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(sari et al., 2019). slow growth rate of the Mycobacterium 
species and their long incubation period remains a 
major obstacle in the antimycobacterial drug discovery 
process. Drug susceptibility method using egg or agar 
is the standard method being used for the evaluation 
of antimycobacterial agents. However, the assay is 
labor intensive and the incubation time requires upto 
2 months (Rakhmawatie et al., 2019).  LRP assay is a 
high throughput screening method and has been used 
to evaluate the natural, synthetic and nanoparticles for 
their antimycobacterial activity (sivaraj et al., 2020). 
This assay reveals the potential of native compounds in  
3-4 days to behave as an antimycobacterial compound. 
Understanding the importance and efficiency of LRP 
assay and application of this assay for the screening 
process against M. tuberculosis strains can help the 
effective drug discovery process against tuberculosis.

Luciferase Reporter Phage (LRP) Assay: Luciferase 
reporter phage assay (LRP) assay utilizes genetically 
modified mycobacteriophages expressing luciferase gene 
fflux. Mycobacteriophage have been used as diagnostic 
tools for tuberculosis and also have various applications 
in mycobacteriology including gene replacement, 
development of integration proficient vectors, systems 
for mycobacterial gene expression, mycobacterial cell 
wall analysis, delivery systems for reporter phages & 
transposons, etc,(Parikh et al., 2013; Hatfull, 2014; fu 
et al., 2015). in principle, when the constructed phage 
infects the viable mycobacterial cell, the luciferase gene 
gets expressed upon addition of luciferin substrate which 
results in emission of light in the presence of cellular 
ATP and Mg2+. The emitted light is measured using 
luminometer which displays proton as Relative Light 
Unit (RLU) (fig.1).

Figure 1: Luciferase Reporter Phage (LRP) Assay: 
Genetically modified mycobacteriophages expressing 
luciferase gene (fflux gene) infecting viable mycobacterial 
cells. The gene gets expressed and  upon the addition of 
substrate luciferin results in emission of measurable light 
in the presence of cellular ATP and Mg2+. The emitted light 
is measured in the luminometer.

The first evaluation of the diagnostic LRP assay in 
sputum samples using phAE142 (mycobacteriophage) 
was reported by Banaiee et al (2001). The authors found 
the assay comparable with MgiT 960 in sensitivity, 
specificity and speed. similar results were reported 
by Bardarov et al., (2003) as National institute for 
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Research in Tuberculosis (formerly Tuberculosis 
Research centre) at chennai, india, facilitated an 
ideal, simple and reliable diagnostic LRP assay using 
phage che12 and it was found to be the first ever 
temperate phage capable of infecting and lysogenising  
M. tuberculosis. The specificity of the mycobacteriophages 
to infect mycobacteria has been effectively put in to 
use for rapid detection of M. tuberculosis in sputum  
(Kumar et al., 2008). Luciferase phages or M. tuberculosis 
strains expressing luciferase genes may permit rapid 
screening of drugs for antituberculosis activity.

in this context, LRP assay  has been successfully employed 
for rapid screening of various natural and synthetic and 
semi-synthetic compounds against M. tuberculosis 
including drug resistant strains and dormant TB bacilli. 
Limitations associated with mycobacteriophage entry into 
the mycobacterial cell need to be optimized to improve 
its sensitivity.The authors have also revealed that this 
might be achieved by engineering of better characterized 
mycobacteriophages to allow higher expression of 
luciferase. The constructed mycobacteriophages such as 
L5 and D29 have various defects remain in LRP assay 
especially the mild L5 mycobacteriophage is unable 
to infect the M. tuberculosis complex, which limits its 
application in the drug resistance M. tuberculosis strain 
detection in the sample (William et al., 1993). in LRP 
assay, the relative light units can be detected within a few 
minutes following LRP infection of the live mycobacterial 
when the sample contains at least 104/milliliter of M. 
tuberculosis. The lytic characteristics of D29 and TM4 
result in the loss of light output and reduced sensitivity 
(fu et al., 2015).

Kumar et al., (2008) have constructed new LRPs using the 
mild che12 bacteriophage to increase light output and 
improved the sensitivity of the assessment. Temperate 
phage integrate into the host genome at specific sites and 
replicate along with cells. che12, first reported temperate 
mycobacteriophage capable of infecting and lysogenising 
M. tuberculosis isolated from soil. LRPs developed from 
temperate mycobacteriophages could be ideal since it 
does not cells do not lyse, increased light output at a 
give point could facilitate designing assay format and 
there is continuous expression of luciferase. solvents 
like DMso make cell membrane more permeable and 
using it in substrate preparation could ensure its better 
entry into cells. setting up the primary liquid culture in 
dilutions could establish ideal multiplicity of infection 
and ensure cells are in continuous log phase.

Protocol For Lrp Assay: Briefly, about 350 µl of Middle 
brook 7H9 broth, 100 µl of M. tuberculosis cell suspension 
(#2 Mcfarland) and 50 µl of test compound (example: 
50 µg/ml; 100 µg/ml; 500µg/ml) was transferred to 
a 1.8 ml sterile cryovial. The negative control was a 
cryovial containing 400µl of Middle brook 7H9 broth 
and 100 µl of M. tuberculosisH37Rv cell suspension (#2 
Mcfarland). After 72 hours of incubation at 37oc, about 
50 µl of high titre mycobacteriophage (titre-6.5x109pfu/
ml, the phage was kindly gifted by Dr. vanaja Kumar, 
NiRT, chennai)in addition 40µl of 0.1M cacl2 solution 

was added into both test and control cryovials (called 
cell-phage mixture) and incubated at 37°c. After 4 hours 
of incubation, 100µl of cell-phage mixture waspipette 
out and transferred to luminometer cuvette. Then the 
D-Luciferin (100 µl) substrate was added to luminometer 
cuvette and relative light unit (RLU) were measured at 
10 seconds integration in luminometer (Model: LB9508 
Lumat3; make: Berthold, germany). compounds/extracts 
showing RLU reduction by 50% or more when compared 
to control will be considered as having antimycobacterial 
activity. Percentage RLU reduction = control RLU– Test 
RLU / control RLU X 100 (Radhakrishnan et al., 2014). 
The above mentioned procedure could be applied for 
drug resistant M. tuberculosis.

Anti-Tb Activity Screening By LRP Assay:
Anti TB natural products: Although different types of 
anti-TB agents are available in world market, there is 
a growing interest in natural products for novel anti-
TB drug discovery, due to non-specific side effects 
associated with synthetic therapeutics agents and 
unusual chemical diversity present in natural products. 
Natural products have been recognized as the source 
of most active ingredients of medicine. More than 80% 
of drugs available in world market were derived from 
natural products or inspired by them. Natural products¬ 
derived scaffolds are therapeutic templates for the design 
of new therapeutic drugs using medicinal chemistry and 
computer-assisted design techniques. Thus, they have a 
remarkable impact on the treatment of TB in comparison 
with classical fDA-approved drugs such as rifampicin, 
kanamycin and cycloserine. Anti-TB compounds isolated 
from natural sources such as plants, microbes and marine 
organisms have been found with different skeleton 
chemical forms and conformations (conti et al., 2016;  
Lei et al., 2016). 

Medicinal plants: Plants have been used worldwide in 
traditional medicines for the treatment of various diseases 
and it is estimated that even today approximately 80% 
of the world’s population rely on medicinal plants 
as the primary source of medicines (Ekor, 2014). The 
phytochemical study of some of these plants has 
yielded a number of active natural products. Next to 
microorganisms, plants are an important source for 
anti-TB compounds (singh et al., 2015). few studies 
used LRP assay to screen the plant extracts/compounds 
for their antimycobacterial properties. ignacimuthu and 
shanmugam (2010) have studied the antimycobacterial 
activity of two compounds viz.vasicine acetate and 
2-acetyl benzylamine obtained from Adhatoda vasica. 

The results showed that vasicine acetate recorded 
99.96%, 97.68 % and 98.93% of RLU reduction against 
M. tuberculosis, drug resistant M. tuberculosis and 
drug sensitive M. tuberculosis respectively. Whereas 
2- Acetyl benzylamine showed a reduction of RLU by 
98.93%, 95.55% and 98.81% in M. tuberculosis, drug 
resistant M. tuberculosis and 98.81% drug sensitive M. 
tuberculosis. Antony et al. (2012) have tested the solvent 
extract of different parts of the plant Alstonia scholaris 
against three different strains of M.tuberculosis by using 
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LRP assay in which the butanol extract of bark showed 
potential activity against resistant strains at 500µg/ml 
concentration. Anti-TB activity of ethyl acetate and 
ethanol extracts of Sidarhom bifolia L was tested against 
M.tuberculosis H37Rv and sHRE resistant M.tuberculosis 
at 100µg/ml and 500µg/ml concentration by using LRP 
assay. Results showed that ethyl acetate extracts have 
potent antimycobacterial activity whereas ethanolic 
extract has no activity (Papitha et al., 2013).

Muthuswamy et al., (2013) have tested 32 plants for 
antimycobacterial activity against M. tuberculosis H37Rv, 
MDR M. tuberculosis and sensitive M. tuberculosis. out 
of 32 plants, 7 plants were shown to have potent activity 
against three strains of M. tuberculosis when tested at 
500 µg/ml. Authors concluded that Ruta graveolens 
extract exhibited good antimycobacterial activity against 
M. tuberculosis H37Rv (76.60%), MDR M. tuberculosis, 
(87.25%) and sensitive M. tuberculosis (94.32 %) at 
100µg/ml concentration. Prabu et al., (2014) have tested 
the antimycobacterial activity of seven mangrove plants; 
Ceriops decandra, Aegiceras corniculatum, Excoecaria 
agollacha, Avicennia officinalis, Rhizophora mucronata, 
Suaeda monoica and Sesuvium portulacastrum. They 
tested both methanol and hexane extracts of all the 
mangrove plants using LRP assay and the results showed 
that methanol extracts have good inhibition at 500 µg/ml 
against the mycobacterial strains tested whereas hexane 
extract showed less or no inhibitory activity. 

The result of the study concluded that the E. agollacha 
possess a significant inhibitory activity among the seven 
mangrove plants tested against M. tuberculosis H37Rv, 
drug sensitive M. tuberculosis and drug resistant M. 
tuberculosis.The various solvent extracts of Euphorbia 
hirta leaves viz. methanol extract, n-Hexane extract 
and Ethyl acetate extract were screened against 
M.tuberculosis H37Rv at 250 µg/ml and 500µg/ml 
concentration by LRP assy. The ethyl acetate extract 
showed 64% RLU reduction at 500µg/ml concentration. 
in another study, the methanol, ethyl acetate and hexane 
extract of leaves from T. procumbens were tested by LRP 
assay against M.tuberculosis H37Rv at 500 and 250µg/
ml concentration. This study revealed that the methanol 
and hexane extracts have both shown antimycobacterial 
activity at 500 µg/ml (Rajasekar et al., 2015;2016).

Prabu et al., (2015) have tested the hexane and methanol 
extract of Andrographis paniculata leaves at two 
different concentrations against M.tuberculosis H37Rv, 
sHRE sensitive M.tuberculosis and sHRE resistant 
M. tuberculosis. Among the extracts tested by LRP 
assay, the methanol extract possess antimycobacterial 
activity against all the three strains tested. in a study by 
suriyamurthy et al., (2016), the antitubercular activity 
of Tabubeia rosea leaves were tested. LRP assay results 
showed that methanol extract of the leaves inhibited 
the standard and clinical isolate of M.tuberculosis at 
500µg/ml concentration. Muthuselvi et al., (2017) have 
screened the ethyl acetate extract obtained from the bark 
of Cassia marginata against M.tuberculosis H37Rv and 
sHRE resistant M.tuberculosis at 100 µg/ml and 500µg/

ml concentration. The extracts demonstrated inhibitory 
activity at whereas against the sHRE resistant strain 
the extract showed inhibitory activity at 100 µg/ml and 
against all strains tested at 500 µg/ml. Plumbagin is an 
organic compound obtained from Plumbago zeylanica. 
Three compounds have been derived from Plumbagin 
and tested for antimycobacterial activity against two 
clinical isolates of drug sensitive M. tuberculosis and 
M. tuberculosis H37Rv. of these three compounds, two 
showed activity at 50 and 100 µg/ml (Nayak et al., 
2014).

Mi et al., (2018) investigated the methanolic extract of 
Dendropthoe falcata leaves for anti TB activity against 
M.tuberculosis H37Rv, all sensitive MTB and MDR-MTB by 
LRP assay was done at concentrations 100 and 500 μg/ml 
concentration. Test drug showed inhibition of H37Rv and 
all sensitive M.tuberculosis and no inhibition with MDR 
M. tuberculosis. The Minimal inhibitory concentration 
(Mic) of Nigella sativa seeds were determined against 
all three mycobacterial strains using Luciferase Reporter 
Phage (LRP) assay. in this study, the methanolic and 
water extract of N. sativa seeds showed inhibition against 
M. tuberculosis H37Rv, all drug sensitive M. tuberculosis, 
MDRM. tuberculosis respectively. The methanol extract 
showed least inhibition at concentration of 50 µg/ml, 250 
µg/ml and 100 µg/ml against M. tuberculosis H37Rv, all 
drug sensitive M. tuberculosis and MDR M. tuberculosis 
respectively (Anbarasu et al., 2018).

Quercetin and rutin, two flavonoids were examined 
for antimycobacterial activities against M. tuberculosis 
H37Rv (ATcc 27294). The quercetin exhibited 
(99.30 ± 0.268%) in (LRP) assay at 200 µg/ml and 
56.21 ± 0.97% inhibition in (BMD) at 50 µg/ml, whereas 
rutin exhibited (90.40 ± 0.68%) in LRP assay at 200 
µg/ml and 56.10 ± 0.67% inhibition in BMD at 50 µg/
ml. The minimum inhibitory concentration (Mic) was 
found to be 6.25 µg ml−1 and 25 µg ml−1 respectively.  
The current investigation suggests that quercetin has 
better inhibitory activity than rutin (sasikumar et al., 
2018). The methanol extract of Solanum torvum and ethyl 
acetate extract of Vitex negundo and Zingiber mauritiana 
were also screened for anti-tubercular activity against 
M. tuberculosis H37Rv using Luciferase Reporter Phage 
(LRP) assay. All the three extracts were exhibited anti 
TB activity at 500 μg/ml concentration. in particular, the 
S. torvum extract  showed 98.46% inhibition (vaishnavi 
et al., 2020).

Marine organisms: The potential of marine organisms is 
well documented in the recent past. yet, their utility for 
anti-TB drug discovery is still in its infancy. Until 2000, 
there are only two reports of in-vitro anti-TB activity from 
marine origin. There are very few anti-TB compounds 
isolated from marine macro organisms such as molluscs 
(kahalalides A and f), sponges (heteronemin), corals 
(litosterol) (De souza et al., 2006).  Bioactive substances 
from natural sources are available in extremely low 
quantities leading to limitations in using the reservoir of 
marine organisms for bioassay and therapy. To overcome 
these problems, few methodologies such as mariculture, 
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good antibacterial and antimycobacterial activity. five 
of them; A3, csA1, EE9, ANs5 and R9 were exclusively 
active against M. tuberculosis. secretary products of 
actinobacteria of rare ecosystems are meant to antagonize 
organisms in their respective environments. These are 
likely to be novel antimycobacterial compounds as they 
unknown to human pathogens.

Bioactive potential of actinobacteria isolated from certain 
less explored indian ecosystems was tested against 
Mycobacterium tuberculosis and other non mycobacterial 
pathogens. Actinobacteria were isolated from the soil 
samples collected from desert, coffee plantation, rubber 
forest, and hill area from Western ghats and Eastern 
ghats Ecosystems in india and their cultural and 
micromorphological characteristics were studied. crude 
extracts were prepared by agar surface fermentation 
and tested against M. tuberculosis isolates by luciferase 
reporter phage (LRP) assay at 100 mg/mL. Activity against 
nonmycobacterial pathogens was studied by agar plug 
method. A total of 54 purified cultures of actinobacteria 
including 43 Streptomyces and 11 non Streptomyces were 
isolated. While screening for antitubercular activity, 
extracts of 39 actinobacteria showed activity against 
one or more M. tuberculosis isolates whereas 27 isolates 
exhibited antagonistic activity against nonmycobacterial 
pathogens. in particular crude extracts from sixteen 
actinobacterial isolates inhibited all the three M. 
tuberculosis isolates tested. findings of the present study 
concluded that less explored ecosystems investigated 
in this study are the potential resource for bioactive 
actinobacteria (Radhakrishnan et al., 2011; Manikkam 
et al., 2014).

Extracellular pigment extracted from the forest soil 
Streptomyces sp sfA5 using ethyl acetate was tested for 
antitubercular activity against M. tuberculosis H37Rv by 
LRP assay. The crude pigment showed activity against 
M. tuberculosis H37Rv at 250 µg/mL concentration 
(Manikkam et al., 2016). gopikrishnan et al., (2017) 
studied the Mic of quercetin molecule purified from 
Streptomyces fradiae PE7 at 100 to <1 µg/ml against M. 
tuberculosis H37Rv, clinical drug sensitive M. tuberculosis 
and multi drug resistant (MDR) M. tuberculosis strains by 
adopting LRP assay. Quercetin showed more than 65% 
reduction against all the three M. tuberculosis strains at 
3.1 µg/mL concentrations.

The crude extracts from 15 marine actinobacterial 
strains isolated from Andaman and Nicobar islands 
were tested against the standard strain M. tuberculosis 
H37Rv, clinical drug sensitive M. tuberculosis, and MDR 
M. tuberculosis strains by luciferase reporter phage 
(LRP) assay at 500 µg/ml concentration. Among the 15 
extracts that were tested for anti-tubercular activity, 
the crude ethyl acetate extract of the 14 actinobacterial 
strains showed anti-tubercular activity against at least 
one of the three M. tuberculosis strains. Exceptionally, 
the ethyl acetate extract of strain sAcc 168 inhibited 
all three M. tuberculosis strains tested (Manigundan 
et al., 2019). A study by Ameer et al., (2020) have 
extracted antitubercular protein from Staphylococcus 
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bioreactors, sponge cell culture, genetic modification 
and most importantly chemical and semi-synthetic 
approach can be pursued (Lindequist, 2016). certain anti-
TB compounds produced by marine sponges (agelasine) 
and corals (litosterol) have been synthesized by chemical 
methods (Mancini et al., 2007). Unfortunately, none of 
the several hundreds of non-microbial natural products 
with antimycobacterial activity have moved forward in 
drug development.

Amudha et al.,(2015) tested hexane and ethanol extracts 
of T. conoides against M. tuberculosis at 100µg/ml and 
500µg/ml concentration by LRP assay. Both solvent 
extracts showed significant inhibitory activity at 
500µg/ml concentration. Mayakrishnan et al. (2017) 
have screened the red algae, Kappaphycus alvarezii for 
antimycobacterial activity. They tested the extracts of 
acetone, chloroform and ethanol against M. tuberculosis 
H37Rv and clinical isolate of Mycobacterium tuberculosis 
by LRP assay. The acetone and chloroform extracts 
showed antimycobacterial activity against M. tuberculosis 
H37Rv at 500µg/ml concentration whereas all the three 
extracts showed antimycobacterial activity against 
clinical isolate of M. tuberculosis. sundar et al., (2018) 
reported the antimycobacterial activity of Sargassum 
swartzii against the whole cell M.tuberculosis H37Rv 
by LRP assay. Among the  extracts tested, the methanol 
extract,  ethyl acetate, chloroform extract and aqueous 
extract showed inhibition at 500 μg/mL concentration 
against M. tuberculosis H37Rv whereas, n-hexane 
showed no inhibition against the strain tested.

Microorganisms: Microorganisms that live together in 
the environment develop long-lasting methods to keep 
each other at bay. As a result, many of our most effective 
bactericidal agents have come from environmental 
organisms. Microbes are the most exploited sources for 
bioactive natural products including anti-TB compounds. 
To date, more than 1000 antimycobacterial compounds 
have been reported from microbial sources among which 
actinomycetes are the best reported microbial source. 
More compounds from actinobacteria of terrestrial and 
marine origin are still in different stages of investigation 
to be developed as potential anti-TB drugs. some of the 
reports on anti TB activity of actinobacteria by LRP assay 
are described below. Radhakrishnan et al., (2010) screened 
bioactive extracts from 15 actinobacterial strains isolated 
from rare marine and forest ecosystems by LRP assay, 
for the first time. 

culture supernatant and mycelia were extracted with 
ethyl acetate and methanol, respectively. culture filtrates 
and crude extracts were tested against standard strain 
Mycobacterium tuberculosis H37Rv and drug sensitive 
and drug resistant clinical isolates of M. tuberculosis 
by luciferase reporter phage (LRP) assay. considerable 
variation was observed in antimycobacterial activity 
between actinobacterial culture filtrates and solvent 
extracts. Actinobacterial strains viz., D10, D5 (desert), 
csA14 (forest), cA33 (alkaline soil), NEK5 (Neem plant), 
MsU, ANs2, R2 and M104 (marine) screened in the 
present study were found to be highly potent showing 
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hominis which significantly inhibited the growth of M. 
tuberculosis with a RLU reduction of  more than 90% 
against M. tuberculosis H37Rv.

Synthetic Compounds: sivakumar et al., (2010) have 
synthesized 25 chalcone derivatives based on the claisen-
schimdt scheme and tested their antimycobacterial 
activity at two different concentrations. Among them, 
a compound, designated as c24, has shown 99% 
reduction against M. tuberculosis H37Rv. in a study, 
seven 2r,4c-diaryl-3-azabicyclo[3.3.1]nonan-9-one 
N-isonicotinoylhydrazone derivatives have tested their 
antimycobacterial activity against M. tuberculosis. All 
seven derivatives were found to possess antimycobacterial 
activity with the range of 62-85% of inhibition at both 1 
and 2µg/ml concentration (sankar et al., 2010). Twelve 
derivatives of 2-methyl-1H-benzimidazole hydrazide 
have screened against M. tuberculosis H37Rv. 

out of 12 derivatives, 7 derivatives showed significant 
reduction in RLU at both 50 and 100µg/ml concentration 
(Uma et al., 2009). in another study, Kanagarajan et al., 
(2011) have synthesized 6 novel 1,1’-(5,5’-(1,4-phenylene)
bis(3-aryl-1H-pyrazole- 5,1-(4H,5H)-diyl))diethanones 
from bis chalcones and assessed their antimycobacterial 
activity against M. tuberculosis H37Rv and iNH resistant 
M. tuberculosis. They found all the six compounds 
possess inhibitory activity against both the strains at 
1 and 2µg/ml concentration. Kumar et al., (2011) have 
synthesized a series of quinolone coupled 1,2,3-triazoles 
compounds and tested their antimycobacterial activity  
by LRP assay. They reported that one compound has 
shown inhibitory activity against M. tuberculosis at 5 
and 25µg/ml concentration.

Durgad et al., (2012) have synthesized 9 benzimidazole 
derivatives with the intermediate chalcones and results 
found that 4 compounds possess potent antimycobacterial 
activity against M. tuberculosis H37Rv strain. Mohan 
et al., (2012) synthesized the various derivatives of 
1,2,3,4-tetrahydropyrimidine-5-carbonitrile based on 
the bioisosteric similarities of isoniazid. They selected 
compounds based on molecular docking and were tested 
for their antimycobacterial activity against M. tuberculosis 
H37Rv and drug resistant M. tuberculosis using LRP 
assay. Among the five test derivatives, three of them 
showed potential antimycobacterial activity at 500µg/
ml concentration. Derivatives of 2-(4-methylpiperazin-1-
yl)-N-(4,6-diarylpyrimidin-2-yl)acetamides have tested 
their antimycobacterial activity against M. tuberculosis 
H37Rv and iNH resistant M. tuberculosis. Results of the 
study found all 9 derivatives showed inhibitory activity 
against the strains tested at 1 and 2µg/ml concentration 
(Kanagarajan and gopalakrishnan, 2012).

similarly, Narender et al. (2016) have synthesized  
22 derivatives of  3-substituted-7-benzyl-5,6,7,8-
tetrahydropyrido[4',3':4,5]thieno[2,3-d]pyrimidin-4(3H)-
one and 3-substituted-7-benzyl-2-methyl-5,6,7,8-
tetrahydropyrido[4',3':4,5]thieno[2,3-d]pyrimidin-4(3H)-
one and screened their antibacterial activity. Based on 
their inhibitory effect, five of them were tested for their 

antimycobacterial activity against a standard and clinical 
isolate of M.tuberculosis strains. Among them, two of 
the derivatives have showed potential antimycobacterial 
activity at less concentration. Two hydrazones, Benzoic 
acid (4-allyloxybenzylidene)-hydrazide and 4-chloro-
benzoic acid (4-allyloxybenzylidene)-hydrazide have 
been synthesized and tested against M.tuberculosis 
H37Rv in which the latter found to possess significant 
antimycobacterial activity at both 100 and 200µg/ml 
concentration (Therese and geethamalika, 2017). Brindha 
et al. (2017) have demonstrated the repurposing of drug 
for tuberculosis treatment. They screened 1554 known 
drugs by docking studies. Based on their potential in 
docking studies, they have selected five potential drugs 
and screened them by LRP assay. They found that 
two drugs lymecycline and cefpodoxime has potential 
inhibition at 20µg/ml concentration against drug 
sensitive and drug resistant M. tuberculosis strains.

Nanoparticles: in vitro antitubercular activity of 
isoniazid (iNZ) loaded solid lipid nanoparticles (sLNs) and 
free isoniazid (iNZ) was evaluated by LRP assay against 
M. tuberculosis H37Rv and MDR MTB. Results of LRP 
assay in H37Rv strain showed that percentage reduction 
in relative light unit (RLU) for iNZ-sLNs and free iNZ 
were 99.75 and 99.898% respectively, whereas in case 
of iNZ resistant strain they were found to be 90.27 and 
90.52% respectively, confirming notable antitubercular 
activity (Mohanta et al., 2018).There are few studied  
which have reported the anti TB activity of nanoparticles 
and drug loaded nanoparticles by adopting LRP 
assays. green synthesis of silver chloride nanoparticles  
(Agcl NPs) using commercial yeast extract has been 
carried out. The physico–chemical characterizations of 
Agcl NPs were carried out by Uv–visible spectroscopy, 
XRD, fTiR, HR-sEM equipped with EDAX and TEM. 

in vitro efficacy of anti-mycobacterial properties of 
Agcl NPs were determined by agar well diffusion 
and Luciferase Reporter Phage (LRP) assay were used 
against M.smegmatis (Mc²155) and M.tuberculosis 
H37Rv respectively. This shows that the Agcl NPs 
have potential anti-myobacterial activity against M. 
tuberculosis H37Rv (sivaraj et al., 2020). A recent study 
by govindaraju et al. (2020) synthesized nanoparticles 
using seaweed Turbinaria ornata and  found that it has 
the ability to inhibit the growth of M. tuberculosis strain 
by 73% of RLU reduction. The characterization of these 
nanoparticles have also been studied with spectral and 
microscopic analysis.

CONCLUSION

The review of published literature on anti TB screening 
assays revealed that more actinobacterial extracts were 
screened for anti TB activity than other sources by 
adopting LRP assay. furthermore, the mycobacteriophage 
constructs used in all the studies had narrow host range 
and mainly infect M. tuberculosis, limiting utility. 
Developing new mycobacteriophage constructs with 
wide host range may widen the utility of LRP assay for 
drug discovery against non tubercular mycobacterial 
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pathogens.LRP may help to reduce the time required 
for anti-TB screening compounds against various sub-
population of M. tuberculosis and helps to screen large 
number of compounds as it involves less quantity of 
compounds as well the turnaround time to detection 
reduced from weeks to days which enables to accelerate 
the screening for new antituberculosis natural/synthetic 
compounds.
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