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Dear editor
We appreciate the authors who have reported their research in the “Evaluation of the Performance of a Multiplex Real- 
Time PCR Assay for the Identification of Aspergillus, Cryptococcus neoformans, and Pneumocystis jirovecii 
Simultaneously from Sputum in Multicenter”. Published in Infection and Drug Resistance 2022:15 6009–6017 This is 
very important information about the simultaneous identification of Aspergillus, Cryptococcus neoformans, and 
Pneumocystis jirovecii from sputum using real-time multiplex PCR assay and DNA sequencing methods. No cross- 
reactivity was detected for any bacteria or fungi. In this study, the authors report that in 40 patients, mixed infection by 
Aspergillus and/or Cryptococcus neoformans and/or Pneumocystis jirovecii was detected by real-time multiplex assay 
and the kit minimum detection limit for each of the three species was 1250 copies/mL. DNA sequencing was used as the 
gold standard; The performance of real-time multiplex assays to detect Aspergillus, Cryptococcus neoformans, and 
Pneumocystis were analyzed separately.1

In this study it was also reported that the detection performance of the real-time multiplex assay for Aspergillus, 
compared with DNA sequencing showed the difference between the two methods was not statistically significant, 
P = 0.22 > 0.05, the overall coincidence rate of the two methods was the same. However, if the purpose of this 
study is to see the detection performance of the real-time multiplex test, then we can compare it with the results of 
other studies that also examined the same bacteria with different test tools because currently there are several 
researchers who use multiple cross displacement amplification (MCDA) combined with a nanoparticle-based lateral 
flow biosensor (LFB) (MCDA-LFB), which proved fast, reliable and simple to detect the same type of bacteria.2,3

Unfortunately, this study reported different results between the multiplex real-time assay of Aspergillus terreus DNA 
sequencing results with negative results, and the results of the real-time multiplex test of Aspergillus spp. with positive 
results that make those results different.

Other studies have reported that in the case of 100 sputum samples, 20 (20%) and 15 (15%) samples were 
positive by MCDA-LFB and PCR methods, respectively. MCDA-LFB and traditional culture methods showed 
similar results. Compared with the culture method, the diagnostic accuracy of MCDA-LFB can reach 100%.4 

This shows that the MCDA-LFB method has a better detection ability than the PCR method because the entire 
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process can be controlled within 60 minutes including DNA preparation (20 minutes), MCDA reaction (35 minutes) 
and reporting of results (2 minutes). So it can be concluded that this method has high specificity and sensitivity in 
detecting bacterial isolates with sputum samples.5
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