S-Table 1. Characteristics and clinical indicators of subjects in the train and validation sets.


Abbreviations: TB: Patients infected with tuberculosis; MTB, Mycobacterium tuberculosis; N: Number; IQR: interquartile range; AFB smear: acid-fast bacillus direct smear microscopy; IGRA, interferon gamma release assay.
[bookmark: _Hlk144387682]The Mann-Whitney test and Pearson chi-square test were used to evaluate the two groups. * indicates P<0.05, ** indicates P<0.01.






















S-Table 2. Diagnostic sensitivity and specificity of tuberculous pleuritis for RT-qPCR determination of MTB in pleural effusions handled by different specimen preparation


Abbreviations
MTB, Mycobacterium tuberculosis; TB, tuberculosis; IGRA, interferon gamma release assay.
a: Extract MTB genomic DNA with NaOH; b: Extract MTB genomic DNA with tight pestle of Dounce homogenizer; c: Extract MTB genomic DNA with loose pestle of Dounce homogenizer;
Pearson chi-square test was used to evaluate the statistical importance of comparison between the three groups, ** indicates VS NaOH, P < 0.01.




S-Table 3. Diagnostic sensitivity and specificity of tuberculous pleuritis for RT-qPCR determination of MTB in pleural effusions handled by different specimen preparation

Abbreviations: RT-qPCR: Real time quantitative polymerase chain reaction; No: Number; CI: Confidence interval; a: Extract MTB genomic DNA with NaOH; b: Extract MTB genomic DNA with tight pestle of Dounce homogenizer; 
Pearson chi-square test were used to evaluate the two groups. * indicates P<0.05, ** indicates P<0.01.








S-Fig 1. Procedures used for digestion, splitting, and quantitation of clinical samples.
[image: ]
Abbreviations: RT- qPCR: Real time quantitative polymerase chain reaction
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No. , Patients,Positive rate, % No., Patients,Positive rate, % No., Patients,Positive rate, % No., Patients,Positive rate, %

PCR+ (95% CI)  PCR+/Total (95% CI) PCR+/Total (95% CI) PCR+ (95% CI)

NaOH

a

11 18.33（15.78-20.88） 8/19 42.10 (40.25-45.33) 2/5

40.00 (36.24-45.95)

1/36 0.028(0.01-3.54)

D-Tight

b

31 51.67（48.35-54.99）** 19/19 100.00(98.54-100.00)** 5/5 100 (96.32-100.00)* 7/36 19.44（12.25-26.85）*

Patient

Category

(n=60)

Total Patient Smear+/Culture+ Smear-/Culture+ Smear-/Culture-
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		Patient Category
(n=60)		Total Patient						Smear+/Culture+						Smear-/Culture+						Smear-/Culture-

				No. , Patients,		Positive rate, %				No., Patients,		Positive rate, %				No., Patients,		Positive rate, %				No., Patients,		Positive rate, %

				PCR+		(95% CI)				 PCR+/Total		(95% CI)				PCR+/Total		(95% CI)				PCR+		(95% CI)

		NaOHa		11		18.33（15.78-20.88）				8/19		42.10 (40.25-45.33)				2/5		40.00 (36.24-45.95)				1/36		0.028(0.01-3.54)

		D-Tightb		31		51.67（48.35-54.99）**				19/19		100.00(98.54-100.00)**				5/5		100 (96.32-100.00)*				7/36		19.44（12.25-26.85）*
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Normal Controls TB Patients

(n=56) (n=45)

N (M/F) 24/32 20/25 0.75

Age (years, IQR) 38(18-78) 43(20-79) 0.29

Sample type(sputum/pleural effusion) 36/20 24/21 0.68

Culture  (Negative/positive) 36(36/0) 24(0/24) 0.001**

AFB mear (Negative/positive) 36(27/9) 45(5/40) 0.04*

IGRA result (Negative/positive) 20(20/0) 21(10/11) 0.03*

Other pathogen infection(%) 20(35.71%) 21(46.67%) 0.052

Antituberculosis therapy (%) 18(32.14%) 16(35.56%) 0.166

Characteristics P-value
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		Characteristics		Normal Controls		TB Patients		P-value

				(n=56)		(n=45)

		N (M/F) 		24/32		20/25		0.75

		Age (years, IQR) 		38(18-78)		43(20-79)		0.29

		Sample type(sputum/pleural effusion)		36/20		24/21		0.68

		Culture  (Negative/positive)		36(36/0)		24(0/24)		0.001**

		AFB mear (Negative/positive)		36(27/9)		45(5/40)		0.04*

		IGRA result (Negative/positive)		20(20/0)		21(10/11)		0.03*

		Other pathogen infection(%)  		20(35.71%)		21(46.67%)		0.052

		Antituberculosis therapy (%) 		18(32.14%)		16(35.56%)		0.166
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NaOH

a

D-Tight

b

D-Loose

c

Positive No./Total No. 7/21 19/21 18/21 9/21 14/21 5/10

Sensitivity, %(95%CI) 33.33 (29.33-35.21) 90.47(87.95-93.54) 85.71 (83.36-87.88) 42.86 (40.20-45.31) 66.67 (63.36-69.33) 50.00 (48.55-52.33)

Positive No./Total No. 0/20 0/20 0/20 1/20 11/20 1/6

Specificity, %(95%CI) 100.00 (96.36-100.00) 100.00 (96.36-100.00) 100.00 (96.36-100.00) 95.00 (91.99-97.68) 55.00 (52.36-57.01) 83.33 (80.99-85.02)

Pathological test  (n=16)

TB

(n=21)

Non-TB

(n=20)

Clinical diagnosis(n=41)

RT-qPCR (n=41)

IGRA (n=41) AFB smear (n=41)
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		Clinical diagnosis(n=41)				RT-qPCR (n=41)						IGRA (n=41)		AFB smear (n=41)		Pathological test  (n=16)

						NaOHa		D-Tightb		D-Loosec

		TB
(n=21)		Positive No./Total No.		7/21		19/21		18/21		9/21		14/21		5/10

				Sensitivity, %(95%CI)		33.33 (29.33-35.21)		90.47(87.95-93.54)		85.71 (83.36-87.88)		42.86 (40.20-45.31)		66.67 (63.36-69.33)		50.00 (48.55-52.33)

		Non-TB (n=20)		Positive No./Total No.		0/20		0/20		0/20		1/20		11/20		1/6

				Specificity, %(95%CI)		100.00 (96.36-100.00)		100.00 (96.36-100.00)		100.00 (96.36-100.00)		95.00 (91.99-97.68)		55.00 (52.36-57.01)		83.33 (80.99-85.02)






